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Abstract: The transport of drugs by efflux transporters in biomembranes limits their bioavailability
and is a major determinant of drug resistance development by cancer cells and pathogens. A large
number of chemically dissimilar drugs are transported, and despite extensive studies, the molecular
determinants of substrate specificity are still not well understood. In this work, we explore the
role of polar and non-polar interactions on the interaction of a homologous series of fluorescent
amphiphiles with the efflux transporter P-glycoprotein. The interaction of the amphiphiles with
P-glycoprotein is evaluated through effects on ATPase activity, efficiency in inhibition of [125I]-IAAP
binding, and partition to the whole native membranes containing the transporter. The results were
complemented with partition to model membranes with a representative lipid composition, and
details on the interactions established were obtained from MD simulations. We show that when
the total concentration of amphiphile is considered, the binding parameters obtained are apparent
and do not reflect the affinity for P–gp. A new formalism is proposed that includes sequestration
of the amphiphiles in the lipid bilayer and the possible binding of several molecules in P–gp’s
substrate-binding pocket. The intrinsic binding affinity thus obtained is essentially independent
of amphiphile hydrophobicity, highlighting the importance of polar interactions. An increase in
the lipophilicity and amphiphilicity led to a more efficient association with the lipid bilayer, which
maintains the non-polar groups of the amphiphiles in the bilayer, while the polar groups interact
with P–gp’s binding pocket. The presence of several amphiphiles in this orientation is proposed as a
mechanism for inhibition of P-pg function.

Keywords: efflux transporters; MDR1; ABCB1; pharmacokinetics; MD simulations; partition coefficient;
binding affinity; amphiphilic moment

1. Introduction

The efflux protein P-glycoprotein (P–gp) is a membrane protein that actively trans-
ports small molecules from inside to the outside of cells, thus decreasing their effective
concentration in the cells. This efflux protein is highly abundant in the apical membrane of
endothelial cells from tight endothelia [1–4], imposing further difficulties in the permeation
through those biological barriers. It is also over-expressed in drug-resistant cancer cells,
being one of the responsible factors for the observed resistance to chemotherapy [5–7]. The
currently accepted mechanism of transport by P–gp considers binding of the substrate
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from the cell membrane (with the protein in the open, inner facing conformation), followed
by a conformational change that exposes the binding site to the outer leaflet of the mem-
brane, from which the substrate may equilibrate with the outer aqueous media or with the
outer leaflet of the membrane [8–10]. This conformational transition is coupled with the
hydrolysis of ATP in a complex mechanism that, although widely studied, is not completely
elucidated [11–19].

In spite of extensive work over the last three decades, the basis for the broad substrate
specificity of P–gp is not well known, the latter interacting with molecules with a wide range
of properties. A striking observation is that P–gp inhibitors are usually more hydrophobic
than P–gp substrates [20–24]. The broad specificity of P–gp is usually considered a result
from its large and flexible binding pocket, able to interact with several molecules possessing
similar or distinct properties, with a competitive or non-competitive mechanism [25–31].
An intriguing aspect of P–gp (and other efflux proteins) is the activation or inhibition of their
activity by the same molecule depending on its concentration [27,28,32], with the transition
between activation to inhibition depending strongly on the modulator hydrophobicity [32].
The medium where P–gp is embedded (native membranes, micelles, or liposomes) also
influences the behavior of the protein and how it interacts with other molecules,. [33–37]
with some molecules switching between substrates and inhibitors depending on P-gp’s
environment [38].

In this work, we address P–gp specificity and activity modulation with the use of a
homologous series of fluorescent amphiphiles (NBD–Cn) that has a common polar moiety
(the fluorescent NBD group) and an alkyl chain of variable length. This is complemented
with the lysophospholipid NBD–LysoMPE, with 14 carbons in its acyl chain and the fluores-
cent NBD group in the polar phosphoethanolamine polar head group. The interaction with
P–gp in native membranes from Hi-Five insect cells is accessed through studies of P–gp
ATPase activity, as well as competition with the prazosin analog [125I]-IAAP for binding
to P–gp. The association of the amphiphiles with the lipid portion of the membranes and
with the whole native membranes is directly assessed, leading to their relative affinities
for the lipid bilayer and membrane proteins. Molecular dynamics (MD) simulations have
also been performed, providing important insights regarding the location of the NBD
amphiphiles in the membrane, and when associated with P–gp, as well as on their relative
affinity for the lipid bilayer and the protein.

The goal is to understand the role of polar and non-polar interactions in the binding
affinity to P–gp and whether binding leads to P–gp activation or inhibition. It is shown that,
when binding to P–gp is characterized using the commonly used formalisms (considering
the total concentration of ligand), the binding parameters obtained are apparent and do not
reflect the affinity of the ligand to P–gp. In contrast, in this work, the local concentration
of the ligand in the distinct media (aqueous, lipid bilayer, and P–gp) is considered. The
local concentrations were calculated from partition coefficients obtained directly from
the aqueous media towards the native membranes and to model membranes with the
representative lipid composition, which has been recently characterized by us [39]. This
local concentration is then used to quantitatively characterize the intrinsic binding affinity
of the NBD amphiphiles towards P–gp in the membrane environment. Another important
goal of this work is to evaluate how the binding of several modulator molecules in P–gp’s
binding pocket affects the transporter properties. For this goal we use a formalism recently
proposed by us [40] that allows the explicit consideration of several binding sites on the
protein, as well as the sequestration of the modulator in the lipid portion of the membrane.

2. Materials and Methods
2.1. Materials

The lipids 1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine (POPC), 1-palmitoyl-2-
oleoyl-sn-glycero-3-phosphoethanolamine (POPE), and 1-palmitoyl-2-oleoyl-sn-glycero-
3-phospho-L-serine (POPS) were acquired from Avanti Polar Lipids, Inc. (Alabaster, AL,
USA). [125I] Iodoarylazidoprazosin (IAAP) 1100 Ci/mmol) was purchased from PerkinElmer
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Life Sciences (Wellesley, MA, USA), and Tariquidar was purchased from AdooQ BioScience
(Irvine, CA, USA). The fluorescent NBD amphiphiles were synthesized and purified, as
previously reported by us [41,42], and the products were stored at−20 ◦C in the dry state or
dissolved in DMSO. The concentration of the NBD–amphiphiles was calculated from their
absorption at the maxima (∼=466 nm, ε = 2.1 × 104) [41,42]. Reagents and solvents used
were analytical grade or with higher purity, and water was distilled and further deionized
with a final resistance ≥ 18 MΩ.

The structures and common molecular descriptors of the P–gp modulators character-
ized experimentally in this work are shown in Table 1.

Table 1. Name, structure, and common molecular descriptors 1 for the P–gp ligands studied in
this work.

Name Structure CLogP CLogD7.4 Z7.4

NBD–C4
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2.2. Total Membrane Vesicle Preparation

High-Five insect cells (Invitrogen) were infected with recombinant baculovirus carry-
ing mouse P–gp (mP–gp) gene (Abcb1a). Membrane vesicles were prepared by hypotonic
lysis of the insect cells, followed by ultracentrifugation to collect the membrane vesicles, as
described in detail in reference [43]. The native membranes obtained were suspended in
storage buffer (45 mM Tris-HCl pH 7.5, 45 mM D-mannitol, 1.8 mM EGTA, 0.45% v/v apro-
tinin, 1.8 mM DTT, 0.9 mM AEBSF, and 10% v/v glycerol), aliquoted, and stored at −80 ◦C
or in liquid nitrogen until use. The concentration of protein in the native membranes was
quantified by the Sherman and Weismann method using Amido Black B dye [44].

2.3. ATPase Assays

The ATPase activity of P–gp in the High-Five insect cell membranes was measured by
the end point Pi release assays, as described earlier with minor modifications [38]. Native
membranes were diluted in ATPase assay buffer (final concentrations: 41.2 mM Tris-MES
pH = 6.8, 50 mM KCl, 5 mM NaN3, 2 mM EGTA, 1.03 mM Ouabain, 2 mM DTT, and 10 mM
MgCl2), and the modulators were added from stocks in DMSO (final DMSO 1% v/v). The
final concentration of protein was quantified, being ca. 0.1 mg/mL. Four samples were
prepared at each modulator concentration, containing ATP at 5 mM, two of which also
contained vanadate at 0.3 mM. P–gp specific activity was measured as vanadate-sensitive
ATPase activity. The basal rate of ATP hydrolysis was 67 ± 4 nmol Pi mgP−1 min−1, with
37 ± 4 nmol Pi mgP−1 min−1 being sensitive to vanadate. The results obtained for the
effect of the modulators on the ATPase activity in the presence and absence of vanadate are
shown in the Supplementary Information (Figure S1). No significant variation is observed
in the presence of vanadate, indicating that the modulators’ effect is mediated by P–gp.

The results were first analyzed with the usual equation considering the total con-
centration of modulator and both activation and inhibition of ATPase activity by the

http://www.chemaxon.com
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modulators [45,46], see Supplementary Information (Equation (S1)). The results were then
analyzed with the formalism derived in this manuscript considering the distribution of the
modulator in the distinct environments (aqueous phase, lipid bilayer and P-gp) and several
equal and independent binding sites in P-gp’s binding pocket, Equations (3)–(9). The best
fit was obtained with nonlinear least-square analysis using Microsoft Excel [47].

2.4. Photolabeling of P–gp with [125I]-IAAP

The native membranes of High-Five insect cells expressing mP–gp (1.0 mg/mL) were
incubated at room temperature with the indicated concentrations of the inhibitor for 5 min.
IAAP (5 to 7 nM) was later added, and the reaction mixture was further incubated for
5 min under subdued light. The samples were photocross-linked with 366 nm UV light for
10 min at room temperature, followed by electrophoresis and quantification, as described
previously [48]. The raw data are shown in the Supplementary Information (Figure S4).
The results were first analyzed with the usual equation, considering the total concentration
of IAAP and NBD amphiphile, as well as competitive inhibition of IAAP binding, see
Supplementary Information (Equation (S2)). The dissociation constant considered for IAAP
was taken from the literature, 412 nM [15]. The results were also analyzed with a formalism
derived in this manuscript considering the distribution of the NBD amphiphile in the
distinct environments (aqueous phase, lipid bilayer, and P–gp), the distribution of IAAP
between the aqueous media and P–gp, and several equal and independent binding sites in
P–gp’s binding pocket, Equation (10).

2.5. Preparation of Large Unilamelar Vesicles

The model membranes with a phospholipid composition representative of that of the
native membranes (POPE:POPC:POPS 45:35 20) [39] were prepared from stock solutions
of the required lipids in chloroform or in chloroform/methanol (87/13, v/v), as described
before [49]. The solvent-free lipid residue was hydrated at 40 ◦C with previously heated
simplified ATPase assay buffer (with all components except Ouabain and DTT). Large
Unilamelar Vesicles were prepared by extrusion through two-staked polycarbonate filters
(100 nm pore diameter), and the size of the LUVs was analyzed by dynamic light scattering
(Zetasizer Nano ZS, Malvern, UK) being close to the filter pore size.

2.6. Association of the NBD Amphiphiles with Model Membranes and with Native Membranes

The membranes were diluted to the chosen concentration with simplified ATPase
assay buffer and warmed to 37 ◦C. The NBD amphiphiles were added from stocks in DMSO
(final DMSO 1% v/v) by squirting the required volume into the membrane solution under
gentle vortex. Fluorescence intensity was measured after 15 to 30 min incubation at 37 ◦C
using a Cary Eclipse spectrofluorimeter (Varian, Singapore). The path length of the sample
container was selected to guarantee that scattering at the excitation wavelength was smaller
than 0.1 while maintaining a good signal/noise ratio (3, 5, or 10 mm).

The increase in fluorescence of the NBD amphiphiles when associated with the model
membranes was well described by a simple partition (Equation (S3)). The low affinity of the
less lipophilic amphiphiles for the native membranes required the use of high membrane
concentrations, and the fluorescence was measured with the plate reader SpectraMax iD5
(Molecular Devices, Berkshire, UK), where the reading setup is not very sensitive to scatter.
To guarantee that the high scatter intensity was not leading to artifacts in the measured
fluorescence intensity of NBD–C4, titrations of NBD-C6 and NBD–C8 were also performed
in the same plate. For these two latter amphiphiles, the results obtained for the partition
coefficient were similar to those obtained for experiments with low scatter intensity. A
small decrease in the fluorescence intensity from NBD–C8 was nevertheless observed at
very high scatter intensities (OD ≥ 0.5), which was used to correct the signal from the less
lipophilic amphiphiles, see Supplementary Information (Figure S5 and Equation (S4)). The
molar volume considered for the lipid was 0.8 dm3/mol, and 1.2 g/mL was considered for
the density of the membrane proteins.
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2.7. Bilayer Setup for Molecular Dynamics Simulations

MD simulations were used to characterize the interaction of the homologous series
NBD–Cn molecules (n = 4, 8, 12 and 16) with a membrane model of the plasma membrane,
including P–gp. The MD simulations and analysis were performed using the GROMACS
5.1.4 simulation package [50] with the Martini Coarse-Grained (CG) force field, version
2.2 [51]. Three different systems were used in this study: (i) a complex asymmetric lipid
bilayer modeling plasma membranes (lipid composition adapted from Ingólfsson et al. [52]
and given in Table S2); (ii) this asymmetric membrane containing P–gp; and (iii) a simple
POPC bilayer containing P–gp. The Martini model was used to set up a system containing
one molecule of P–gp, 522 lipids, and 12,901 water beads for P–gp in the POPC membrane,
while the complex asymmetric membrane contained one P-gp molecule, 899 lipids and
21,628 water beads.

2.8. Assembly of P–gp for Coarse Grain Molecular Dynamics Simulations

An atomistic configuration of the P–gp (PDB code 4M1M), with a reconstructed linker
region, was converted to CG using martinize.py. The protonation states of histidine residues
were defined in accordance with O’Mara and Mark [53], namely, the double protonation of
His149, His583, and His1228. The protein structural conformation was maintained using
the ElNeDyn22 elastic network [54] with a force constant KSPRING of 500 kJ mol−1 nm−2

and a RC cut-off of 0.9 nm. The assembling of the surrounding membrane and solvation
with water, Na+, and Cl− beads in a 150 mM concentration was performed using insane.py,
creating a lipid bilayer with the selected lipids in a random distribution. Both the martinize.py
and insane.py scripts were obtained from the Martini webpage (http://cgmartini.nl, accessed
on 26 October 2022). A snapshot of the complex membrane system containing one P–gp
molecule is shown in the Supplementary Information (Figure S6).

All simulations were run using a constant number of particles under a temperature
of 298 K and pressure of 1 bar and using periodic boundary conditions. Temperature and
pressure control were performed using the V-rescale thermostat and Berendsen barostat,
respectively, and with semi-isotropic pressure coupling. Coulomb interactions were calcu-
lated using the reaction field method with a cut-off of 1.1 nm and a dielectric constant of
15, and Lennard-Jones interactions were cut-off of at 1.2 nm. For the three bilayer systems,
energy minimization was then performed using the steepest descent method, followed
by two equilibration simulations of 1 ns and 10 ns, with a 2 fs and 10 fs integration step,
respectively. A production run was then carried out for 10 µs with a 20 fs integration step
to allow for redistribution of the lipids in the bilayer.

2.9. Umbrella Sampling Simulations for NBD–Cn in the Water/Complex Asymmetric Membrane

The CG topology for the NBD–Cn amphiphiles was obtained from Filipe et al. [55]
NBD–C4, NBD–C8 and NBD-C12 were obtained by removing beads from the NBD–C16
alkyl chain (Supplementary Information, Figure S7). The final configuration of the 10 µs
unrestrained equilibration simulation of the bilayer was used as a starting point. Two
NBD–Cn molecules were added, one with the center of mass (COM) of the NBD group
in the center of the bilayer (z = 0) and the other at z = 4 nm (in the aqueous phase),
followed by a 10 ns equilibration of the system with the z coordinate of NBD COM fixed.
Initial configurations with the NBD group COM at additional z coordinates (−4 to 4 nm
with 0.1 nm interval) were obtained by pulling the molecules along the z-axis using the
pull geometry cylinder method to decrease membrane deformations [55] a pulling rate
of 0.0002 nm ps−1 and a force constant of 500 kJ mol−1 nm−2. The initial positions of
NBD–C16 are shown in the Supplementary Information (Figure S8). For the umbrella
sampling simulations, a harmonic umbrella potential was applied to the NBD’s COM,
with a 3000 kJ mol−1 nm−2 force constant and for 200 ns. Potential of mean force (PMF)
profiles were then calculated using the WHAM method implemented in the GROMACS
package [56].

http://cgmartini.nl
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2.10. Umbrella Sampling Simulations for NBD–Cn in the P–gp Containing Membranes

To study the transfer of the NBD–Cn amphiphiles from the lipid environment to P–gp,
the reaction coordinate was defined as the distance in the xy plane between NBD COM and
P–gp defined by the COM of the transmembrane (TM) region of P–gp (d = 0). The NBD–Cn
molecules were added to the lipid bilayer at d = 5 nm in their equilibrium transverse posi-
tion (zEq) [57] in the inner leaflet (Supplementary Information, Figure S9). For each case, a
single molecule was aligned with the P–gp gate composed of TM4 and TM6. Although the
P–gp has two gates, the cleft of the TM4/6 gate was larger, which allows for the entry of
larger molecules, and simulations have previously captured the entrance of a lipid through
this gate [58]. A 10 ns simulation was performed with the NBD COM fixed at d = 5 nm
to allow equilibration of the system. The NBD amphiphiles were then pulled towards
the COM of the TM region, with a pulling rate of 0.0002 nm ps−1 and a force constant of
500 kJ mol−1 nm−2, using the pull geometry distance method. The z coordinate of the NBD
group was not restrained, and in some situations, it moved into the water. To guarantee
that initial configurations are generated for all windows (d = 0 to 5 nm, δd = 0.1 nm), ten
independent pulling simulations were performed for each molecule. The initial config-
urations were selected by visual inspection to guarantee that the NBD–Cn remained in
the membrane and entered P–gp’s binding pocket through the TM4/6 gate. A simulation
of 200 ns was then performed for each umbrella window, applying a harmonic umbrella
potential to the d coordinate of NBD COM, with a force constant of 3000 kJ mol−1 nm−2.
The sampling histograms with the probability distribution of the NBD–Cn in each umbrella
window were analyzed to verify the adequacy of overlap between adjacent windows [56].
The results obtained for NBD–C8 in the complex membrane are shown in the Supplemen-
tary Information (Figure S10). PMF profiles were then calculated using the WHAM method
implemented in the GROMACS package [56].

The convergence of the PMF profiles was evaluated according to the method described
in Filipe et al. [55] and is shown in the Supplementary Information (Figure S11). The calcu-
lated PMF varied very significantly during the first 20 ns, and, in some cases, systematic
variations are observed up to 50 ns. The final PMFs were therefore calculated from the last
150 ns of simulation. The uncertainty associated with each PMF profile was estimated as
the difference between the two profiles calculated for each half (50–125 ns and 125–200 ns).

2.11. MD Simulations Data Analysis and Visualization

To test the effectiveness of the ElNeDyn network surrounding the P–gp, the root-mean-
square deviation (RMSD) and the root-mean-square fluctuation (RMSF) of the whole protein
and different domains were calculated (including the linker region), considering only the
backbone beads. The martinized P–gp starting structure was used as reference. This was
performed using the gmx rms and gmx rmsf GROMACS tools. The different structural
motifs of the protein were defined based on the assignment of secondary structures by
DSSP in the Protein Data Bank, as well as based on the attributions in Li et al. [59] and
Condic-Jurkic et al. [60]. The tilt of the protein was calculated using the gmx bundle
GROMACS tool by calculating the angle between the z axis of the membrane and a vector
in the P–gp defined from the COM of the TM region to the COM of the nucleotide binding
(NB) domains region.

The lipid distribution around P–gp may have important effects in the binding process
of other molecules, such as protein substrates. Therefore, the distribution of lipids around
the P–gp during the 10 µs simulation was studied by calculating the radial distribution
function (RDF) and by plotting 2D-density maps using GROMACS tools gmx rdf, and
gmx densmap. In this analysis, the distribution of the bead for the phosphate group (PO4
bead) of the phospholipids and the bead for the hydroxyl group (ROH bead) of cholesterol
was considered.

To study the interactions of NBD–Cn with P–gp, the <z> distance of the NBD COM
when inside P–gp was calculated both in relation to the P–gp’s TM COM and to the COM
of the bilayer using the GROMACS tool gmx distance. The tool gmx select was also used to
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identify the P–gp residues with which the molecules interact in the d = 0 umbrella window
simulation. For each molecule, the P–gp residues were then split into two groups: half
with the higher number of interactions (above the 50th percentile) and half with the smaller
number of interactions (below the 50th percentile).

For visualization of structures and trajectories, the Visual Molecular Dynamics soft-
ware (University of Illinois) was used [61].

3. Results
3.1. Effect of the Amphiphiles on P–gp ATPase Activity and Competition with IAAP for Binding

The effect of the NBD amphiphiles on P–gp ATPase activity was characterized follow-
ing the procedure described in the methods section. The results are shown in Figure 1, with
activation being observed by the amphiphile with a smaller aliphatic chain (NBD–C4), both
activation and inhibition by the amphiphile with an intermediate length of the aliphatic
chain (NBD–C8) depending on its concentration, and mostly inhibition by the amphiphile
with the longer aliphatic chain (NBD–LysoMPE).
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Figure 1. Effect of NBD–C4 (•, –), NBD–C8 (•, - - -), and NBD–LysoMPE (•, –, - - -, · · · ) on P–gp
ATPase activity. The symbols represent the average of three to five independent experiments, and the
standard deviation is shown as error bars (sometimes smaller than the symbol size). The lines are
the best fits of the usual formalism that considers activation and uncompetitive inhibition on P–gp’s
ATPase activity depending on the concentration of the modulator (Equation (S1)). The continuous
lines consider only activation (for NBD–C4) or only inhibition (for NBD–LysoMPE), while the dashed
lines consider both activation and inhibition. For NBD–LysoMPE, two situations are shown: the best
fit imposing K1 ≤ K2 (- - -) and no constraint (· · · ). See Table S1 for the parameter values. The basal
ATPase activity is taken as 100%.

The results obtained for the NBD amphiphiles agree with information in the liter-
ature for other homologous series of amphiphilic molecules, with a shift from activa-
tion towards inhibition of P–gp’s ATPase activity as the length of the aliphatic chain is
increased [21,32,62,63]. This behavior has been interpreted as activation of P–gp by the
binding of a single modulator molecule, as well as the uncompetitive inhibition due to
binding of a second modulator molecule. The increase in the modulator hydrophobicity
leads to a higher affinity for P–gp and thus decreases the modulator concentration required
for the binding of the second molecule [27,45,62–65]. The parameters obtained also follow
the usual interpretation, with the dissociation constant obtained for P–gp activation (K1)
being 84 µM for NBD–C4 and 17 µM for NBD–C8; and the dissociation constant for P–gp
inhibition (K2) being outside the concentration range studied for NBD–C4, and 29 µM for
NBD–C8. The maximum activation (V1) obtained was high for NBD–C4 (734% of the basal
ATPase activity) and intermediate for NBD–C8 (494%).
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It should, however, be noted that the uncertainty in the parameters obtained from the
best fit is very large, this being particularly relevant if full inhibition cannot be assumed.
A sensitivity analysis of the different parameters is performed for the case of NBD–C8
and shown in the Supplementary Information (Figures S2 and S3, and Table S1). It is
observed that, when assuming that K1 ≤ K2 (Figure S2), the 75% confidence interval for K1
is [10, 22], and that for K2 is [22, 48]. If no constraint is imposed between the two affinity
constants (Figure S3), the uncertainty in the parameters is much larger, with over one order
of magnitude variation within the 75% confidence interval.

A very large uncertainty is also obtained for NBD–LysoMPE, depending strongly on
the constraints imposed for the dissociation constants of the two modulator molecules. If it
is assumed that K1 ≤ K2, the best fit of the experimental results leads to 13 µM for both
dissociation constants; if no constraints exist between the dissociation constants, the best
fit leads to K1 > 5 µM (no upper limit) and K2 < 15 µM (no lower limit). In any case, the
maximal ATPase activation (V1) obtained was always small, <126%.

To increase the confidence on the affinity of the NBD amphiphiles for P–gp, the
competition with IAAP for binding to P–gp was also characterized. The results obtained
are shown in Figure 2. As the concentration of the NBD amphiphiles increases, IAAP is
displaced from P–gp, indicated in the figure as an increase in the inhibition of IAAP binding.
This indicates that the effects observed on the ATPase activity were due to binding of the
amphiphiles to P–gp’s binding pocket. As a positive control, the assay was also performed
with the P–gp inhibitor Tariquidar at a concentration of 2 µM, which, as expected, showed
efficient inhibition of IAAP binding, KI = 0.2 µM [38].
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Figure 2. Inhibition of IAAP binding by NBD–C4 (#) and NBD–C8 (#), plot A, and by NBD–LysoMPE
(#), plot B. The results obtained with Tariquidar are also shown (#). The continuous lines correspond
to the best fits of Equation (S2), which considers competitive inhibition. The dashed lines are the
prediction from the highest affinity obtained in the ATPase assay, with the constraint K1 ≤ K2 (long
dash) or no constraint (short dash).

The best fit considering competitive inhibition of IAAP binding (Equation (S2)), con-
tinuous lines, leads to a dissociation constant equal to 14, 4, and 23 µM for NBD–C4, –C8,
and –LysoMPE, respectively. The prediction from the highest affinity constant obtained
from the ATPase assay is also included, dashed lines, showing an underestimation of the
binding affinity in the case of NBD–C4 and NBD–C8 and an overestimation in the case of
NBD–LysoMPE.

Overall, the results obtained in the IAAP displacement assay suggest a similar affinity
of all NBD amphiphiles for binding to P–gp. However, the ATPase assay suggests an
increase in affinity as the length of the aliphatic chain of the amphiphiles increases. The dis-
crepancy may have several origins: (i) binding of several molecules of the NBD amphiphiles
in P–gp’s binding pocket. In this respect, it is relevant to note that the description of IAAP
displacement assumes a single binding site with full inhibition of IAAP binding, while
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the binding of two amphiphiles is considered in the formalism used to describe the effects
on ATPase activity. The relatively lower efficiency of IAAP displacement observed at low
concentrations suggests the binding of several NBD amphiphiles with a lower efficiency in
IAAP displacement for lower occupancies in P–gp’s binding pocket. (ii) Inadequate use of
the total amphiphile concentration in the formalisms used to analyze the effects on ATPase
activity and IAAP displacement. The amphiphiles are expected to partition efficiently to
the lipid bilayer of the native membranes, and this depends on the amphiphile and on the
amount of membrane. In this respect, it is important to note that the amount of membrane
is 10 times higher in the IAAP assay than in the ATPase assay. (iii) Related to point (ii), the
concentration of the amphiphiles in the aqueous media will be different in both assays and,
depending on their partition coefficients, the relation between them may also vary.

To clarify and try to reconciliate the results obtained with both assays, we have
characterized the partition of the NBD amphiphiles towards the lipid bilayer and the whole
membrane of the native membranes.

3.2. Association of the Amphiphiles with Lipid Bilayers and P–gp Containing Native Membranes

The effects of the amphiphiles of P–gp (binding and ATPase activity) are mediated
by their association with the membrane where P–gp is embedded. This mediation may
be direct (through changes in the local concentration available and relative affinity for
binding to P–gp), or indirect (through changes on the properties of the membrane such
as fluidity or lateral pressure). Although indirect effects have been evoked, more recent
reports point towards an effect on the properties of the bilayer being non-significant at
the modulator concentrations where enhancement/inhibition of P–gp’s ATPase activity is
observed [32,66,67]. However, the local concentration in the membrane has been estimated
from the partition coefficient obtained towards simple POPC membranes or towards the
air–water interface [21,32]. To clarify this question, it is necessary to obtain the partition
coefficient for membranes with a representative lipid composition.

The association of the NBD-labelled amphiphiles with the membranes changes the
fluorescence from the NBD group [41,42] and this has been used to obtain their partition
coefficient. The results obtained are shown in Figure 3. An increase in the fluorescence
intensity from the NBD moiety is observed as the concentration of native membranes
increases, accompanied by a shift in the fluorescence spectra to shorter wavelengths. This
behavior indicates that the NBD group is being transferred to a medium with lower polarity
and/or higher viscosity, as observed when it associates with lipid bilayers [41,42].

In Figure 3A, the fluorescence intensity from NBD–C8 is represented as a function
of the total concentration of protein in the native membranes. In plot B, the quantity of
the membranes is expressed as the concentration of phospholipids, considering the mass
ratio of phospholipids to proteins (0.57 w/w) and the average phospholipid molar mass of
750 g/mol obtained for these membranes [39].

The amphiphile with the longest aliphatic chain (NBD–LysoMPE) associates very
efficiently with the native membranes, LogKP = 4.34 ± 0.25. As expected, a decrease in
the length of the aliphatic chain leads to a less efficient association, with LogKP being
3.95 ± 0.14, 3.20 ± 0.26, and 2.75 ± 0.20 for NBD–C8, C6 and C4, respectively. The results
obtained for the homologous series of NBD–Cn are qualitatively in agreement with what
was observed for the association with POPC bilayers (LogKP = 4.67, 3.79 and 2.99, for C8, C6,
and C4, respectively) [41], although NBD–C4 shows a relatively higher affinity for the native
membranes. NBD–LysoMPE has 14 carbons in the acyl chain, but its polar head group is
large and negatively charged. Its partition coefficient for POPC bilayers (LogKP = 4.2) [42]
is intermediate between that of NBD–C8 and NBD-C6. The observation that NBD–C4
and NBD–LysoMPE associate more efficiently with the native membranes than predicted
from their association with POPC membranes suggests that these amphiphiles interact
strongly with proteins present in the native membranes. A relatively higher affinity of
NBD–C4 when compared with the prediction based on NBD–Cn with longer alkyl chains
has previously been observed for their binding to BSA [41], reflecting the higher relative
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importance of polar interactions when binding to proteins. To further understand this effect,
the association of the NBD–Cn amphiphiles with pure lipid bilayers with a phospholipid
composition representative of that of the native membranes was also characterized.
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Figure 3. Effect of the native membranes on the NBD amphiphile fluorescence: NBD–C8 (•, –), NBD-
C6 (H, –), NBD–C4 (�, –), and NBD–LysoMPE (N, –). Plot (A) shows the variation in the fluorescence
spectra (inset) and in the fluorescence intensity at 540 nm for NBD–C8. Panel (B) shows data for all
amphiphiles studied. The gray bar indicates the concentration of protein in the native membranes
used in the ATPase activity assays, and it was 10× higher in the IAAP displacement assays. The lines
are the best fits considering simple partition, Equation (S3) or (S4), with the parameters in Table 2.

The lipid composition of the membranes from High-Five insect cells used in this
work was characterized by HPLC-MS, allowing the quantitative characterization of the
phospholipids present [39]. Phosphatidylethanolamines were the most abundant, followed
by phosphatidylcholines and phosphatidylserines. The acyl composition within each
class was also characterized, showing that the most abundant combination has 34 carbons
and one unsaturation (most likely from a palmitoyl and an oleoyl fatty acid esterified in
positions 1 and 2 of glycerol, respectively). Thus, the lipid bilayer is well modeled by a
mixture of POPE, POPC, and POPS at the molar ratios 45:35:20 [39].

The relation between the partition coefficients obtained for simple bilayers prepared
from POPC, and to lipid bilayers representative of the native membranes, is shown in
Figure 4A. The value of LogD (Table 1) is also shown, which is an estimate of the amphiphile
hydrophobicity, as evaluated from the partition between the aqueous media and octanol.

For the NBD–Cn homologous series, a linear dependence of LogKP with the length
of the alkyl chain is always observed (R2 > 0.999 for all). The slope is also similar, be-
ing 0.45 for LogD and 0.42 for both POPC (data taken from [41]) and PE:PC:PS 45:35:20
lipid bilayers. The intercept is, however, significantly different, reflecting the different
interactions established between the amphiphiles and the distinct media. The smallest
intercept is observed for CLogD (0.28), followed by LogKP to PE:PC:PS membranes (0.89),
and the largest intercept is obtained for the partition to POPC membranes (1.31). Those
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differences are due to the distinct solvation ability of the media and highlight the difference
between hydrophobicity and lipophilicity, as well as the importance of the membrane lipid
composition on the amount of amphiphile associated with the membrane.

The affinity of the NBD–Cn amphiphiles for the native membranes is compared with
that for the lipid bilayer of those membranes in Figure 4B. For NBD–C8, the affinity for
the native membranes (considering the volume occupied by the phospholipids in the
membrane, green symbols) is the same as observed for the model membranes. In contrast,
the partition coefficient of NBD–C4 to the native membranes is significantly higher than
predicted and slightly higher in the case of NBD-C6. If it is assumed that the amphiphiles
may interact with the phospholipids and proteins in the membrane (considering the sum
of both volumes in Equation (S3)), then the calculated partition coefficient of NBD–C4
approaches that obtained for the model membranes, but that of NBD-C6 and NBD–C8 is
underestimated. This suggests that NBD–C4 associates significantly with the proteins in
the membrane, while NBD–C8 partitions mostly to the lipid pool of the native membranes.
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Figure 4. Lipophilicity of the NBD amphiphiles. Plot A: Dependence of the calculated LogD (–, N)
and experimental partition to lipid bilayer composed of POPC (–, �) or PE:PC:PS 45:35:20 (–, •), with
the length of the alkyl chain. Note the x-axis break between NBD–C8 (n = 8) and NBD–LysoMPE
(n = 14). Plot B: Relation between the affinity of the NBD–Cn amphiphiles to the native membranes
and to the representative model membranes, considering only the lipids, VM = VL (•) or both the
lipids and the proteins VM = VL + VP (•). The identity line is also shown (- -). The symbols are
the average of at least five independent measurements, and the standard deviations are also shown
(some are smaller than the symbol size).

The relative affinity of the amphiphiles for the lipid bilayer and proteins in the native
membranes will be explored in the discussion section. To gain further insight into the
interactions of the amphiphiles with the lipid bilayer and embedded P–gp, molecular
dynamics simulations were also performed, and the results are shown in the next sections.
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3.3. Molecular Dynamics Characterization of P–gp Embedded in Lipid Bilayers

P–gp was embedded in a simple POPC membrane and in an asymmetric lipid bilayer
representative of the native membranes characterized. The RMSD values obtained for
the P–gp backbone beads during a 10 µs simulations are shown in the Supplementary
Information (Figure S12). The RMSD values obtained were similar for both membranes, and
similar to those reported for studies with atomistic P–gp structures (namely for structures
with PBD codes 4M1M and 3G5U) [60]. The RMSF values for the protein residues were also
similar for both lipid bilayers, with higher flexibility in the linker region (Supplementary
Information, Figure S13). The orientation of P–gp in the lipid bilayers (evaluated through
the angle between the axis defined by the COM of protein TM and NB-domains, and the
bilayer normal) is shown in the Supplementary Information (Figure S14) for the complex
asymmetric membrane. The average tilt angle is 6.3 ± 2.8◦ (min 0.02◦, max 18.11◦) in this
system, whereas it is 6.8 ± 3.0◦ (min 0.02◦, max 19.13◦) for the POPC membrane. The larger
tilt angle observed for the POPC membrane is due to the smaller thickness of this bilayer
(3.92 ± 0.02 nm vs. 4.17 ± 0.02 nm for the asymmetric membrane) and its higher fluidity.
The results obtained are in agreement with those reported for P–gp embedded in a DMPC
bilayer [68].

The presence of the protein in the complex membrane influences the distribution
of the distinct lipid types (Supplementary Information, Figures S14 and S15). When the
average of the lipid density in the bilayer is calculated, diffuse regions of enrichment in a
ring around P–gp (POPS) and near the entry gates (POPC and Cholesterol) are observed
(Figure S15). Those diffuse regions become very well defined when the density is calculated,
taking into account rotational orientation changes of P–gp (Figure S16), indicating that the
lipid molecules maintain their position relative to P–gp during the whole 10 µs simulation.
The results obtained are in agreement with previously reported results from MD and
experimental observations [10,69,70].

3.4. MD Characterization of NBD–Cn in the Asymmetric Membrane

The PMF profiles for the transfer of the NBD–Cn amphiphiles from water to the
complex asymmetric membrane (without P–gp) are shown in Figure 5. To allow a conti-
nuity in the PMF for the asymmetric system, the membrane COM was considered for the
energy reference.
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Figure 5. PMF profiles for the interaction of NBD–Cn with the asymmetric lipid membrane (without
P–gp). The error estimates are shown by the dotted lines. The inset shows the dependence of the
partition coefficient with the length of the amphiphile alkyl chain. See text and Table 1 for details.
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All amphiphiles in the homologous series interact favorably with both membrane
leaflets, with a decrease in the free energy when going from water to the equilibrium
position located near the glycerol group of the phospholipids (1.5 to 2.1 nm from the bilayer
COM). The decrease in the free energy when associating with the membrane is larger
for longer alkyl chains, as expected and previously observed both experimentally and
using MD simulations for POPC membranes (Figure 5 and the literature [41,57]). The
partition coefficient calculated from the free energy difference is shown in the inset for
both membrane leaflets. A linear dependence is observed between LogKP and n, with the
slope being somewhat larger for partition to the inner leaflet (0.60 vs. 0.55), both being
larger than observed experimentally for the POPC and PE:PC:PS membranes (Figure 4A).
For the most hydrophobic amphiphiles (NBD-C12 and C16), the difference in the partition
coefficient for the two membrane leaflets is significant, with a stronger stabilization of the
amphiphile when inserted in the inner leaflet. This reflects the higher order of the outer
leaflet (enriched in sphingomyelin and cholesterol), which leads to a poor solvation of
solutes associated with the non-polar portion of the membrane [42,71–73]. The presence
of cholesterol in the membranes increases the order and packing density in the non-polar
portion of the membrane, but the density at the polar interface is decreased due to the very
small head-group of cholesterol (Table S1 and Ref. [74]). Therefore, the membrane affinity
of the amphiphiles with shorter alkyl chains (which locate mostly in the interface region) is
not significantly different for both leaflets.

An estimate of the rate of NBD–Cn translocation from one membrane leaflet to the
other may be obtained from the difference between the energy minimum at the equilibrium
position and the maxima near the center of the bilayer (∼=40 kJ/mol for the asymmetric
membrane and ∼=36 kJ/mol for the POPC membrane [55]). Following the methodology
proposed in Filipe et al. [75], ≈100 s−1 is calculated for all amphiphiles in both directions
in the asymmetric membrane. A quantitative agreement with experimental values is not
expected, namely due to the loss of effective friction in coarse grain simulations, arising
from the neglection of the fine-grained degrees of freedom [76]. The results obtained
do, however, predict that NBD–Cn equilibrates fast between the leaflets of the native
membranes, as observed experimentally in POPC membranes [77].

3.5. MD Characterization of the Transfer of NBD–Cn from the Lipid to P–gp

The PMF profiles for the transfer of the NBD–Cn from their equilibrium position in the
lipid bilayer towards P–gp were obtained for the simple (POPC only) and for the complex
asymmetric membrane using the radial distance between the COM of the amphiphile polar
NBD group and that of the P–gp TM region as reaction coordinate. The PMFs are shown in
Figure 6, and their convergence is shown in the Supplementary Information, Figure S11.

When the bulk membrane is considered for the reference in the PMF profile (plots
A,B), it is clear that the energy of all NBD–Cn amphiphiles in the lipid membrane remains
unchanged when going from bulk down to about 3 nm from the P–gp COM. At distances
between 2 and 3 nm, the free energy of the amphiphiles shows some fluctuations but does
not deviate significantly from the value in the bulk lipid bilayer. At distances below 2 nm,
an increase in free energy is observed in the asymmetric membrane, as the amphiphiles
approach the outer surface of the protein and enter P–gp’s gate region. A small decrease in
the free energy is, however, observed for all amphiphiles (except NBD–C16) in the POPC
membrane when approaching the outer surface of P–gp, followed by a free energy increase
as they enter the gate region. After crossing P–gp’s gate, the free energy continues to
increase for all amphiphiles, except for NBD–C4, which shows stabilization when inside
P–gp’s binding pocket.

The distinct behavior observed for NBD–C4 is very clearly observed when considering
the center of P–gp as reference (plots C,D). While the energy of the amphiphiles with
longer alkyl chains continuously decreases as they move from the protein towards the lipid
membrane, NBD–C4 interacts with similar affinity with both P–gp and the lipid membrane.
This is in very good agreement with the experimental results obtained for the association
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of the amphiphiles with the native membranes (containing membrane proteins), Figure 4B,
shows that the affinity of NBD–C4 for P-gp is relatively high, while the longer alkyl chain
amphiphiles interact mostly with the lipid portion of the membranes.
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POPC (B,D) lipid bilayers to membrane embedded P–gp. In plots (A,B), the PMF energy reference is
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membrane (5 nm). The gray shading denotes the gate region of P–gp. Error estimates are shown as
dotted lines.

3.6. Details of the Interaction of the NBD–Cn Amphiphiles with P–gp

In the simulations from which the PMFs shown in Figure 6 where calculated, only
the distance to the TM COM of the P–gp was restrained. The amphiphiles were free
regarding their transverse position, both when in the membrane and when interacting
with P–gp. The transverse position at the beginning of the simulation was generated from
pulling the amphiphile from its equilibrium position in the inner leaflet of the membrane
towards the COM of the TM region of P–gp oriented with P–gp’s gate between TM4 and
TM6. During the simulations at each window, the transverse location of the NBD group
varied depending on the interactions established (Figure 7 for NBD–C4 and S17 to S20
for all NBD–Cn). The transverse position was calculated relative to the P–gp TM COM
and converted into the position relative to the bilayer center through the average of the
relative position of P–gp TM COM (1.10 ± 0.13 nm). This conversion allows for a better
comparison with the PMF for the amphiphile in the membrane, Figure 5. For d ≥ 2.3 nm
(in the lipid bilayer), the transverse position shows a broad distribution centered at around
2 nm (Figure 7, plots A,B). This broad distribution reflects variation in the local transverse
position of the NBD group and also undulations in the membrane. When NBD–C4 is able
to interact with residues in the outer surface of P–gp (1.1 nm ≤ d ≤ 2.2 nm, plots C,D), its
transverse position depends on the interactions established and changes over time, leading
to multimodal distributions. When crossing the gate (d ∼= 1 nm, plot E), the fluctuations
on the transverse location of NBD–C4 usually decrease, leading to sharp distributions.
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Finally, when the NBD group of NBD–C4 is inside the binding pocket (d ≤ 0.6 nm, plots
F–H), multimodal distributions are observed again indicating interaction with different
regions of P–gp.
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Figure 7. Transverse location of the NBD group of NBD–C4 (z, —) and radial distance to the
TM COM of P–gp (d, —) as a function of the simulation time in the windows corresponding to a
restrained distance to the TM COM of P–gp (d = 3 nm (A), in the lipid bilayer; d = 2.2 and 2.3 nm
(B,C), approaching the P–gp outer surface; d = 1.1 nm and 0.9 nm (D,E), near P–gp’s entry gate;
and d = 0.6, 0.4 and 0.2 nm (F,G,H), inside the P–gp binding pocket). The insets show the density of
the NBD group around its average position in each window relative to the transverse (z, —) and to
the constrained radial (d, —) distance.

The multimodal distribution of the transverse location of the NBD group shows that
interaction with different regions of the protein is being sampled. The P–gp’s residues with
which the different amphiphiles interact when restrained at the center of the binding pocket
(d = 0) are shown in Figure 8 and in the Supplementary Information (Table S3). Residues
from the transmembrane helices TM3, 10, 11 and 12 establish interactions with all NBD–Cn
amphiphiles, while residues from TM6 are also involved in interactions with NBD–C4
and C12, and residues from TM4 interact with NBD–C8. The residues involved in the
interactions are typically common to those observed for most P–gp substrates [29,68,78,79],
including hydrophobic (such as Leu and Phe) and also polar amino acids (especially Asp
and Lys), see Table S3 for details.

It should be noted that, in spite of the extensive simulations performed, the systems
studied are still not fully described. The multimodal distributions in the transverse position
of the NBD group when interacting with P–gp indicate sampling of the surface of P–gp’s
binding pocket. However, the residence time in each position is high, and the 200 ns
simulation time does not allow for a complete sampling. It is also observed that the
transverse position, when interacting with P–gp, is strongly dependent on the initial
position generated from the pulling, leading to NBD–C4 and NBD-C12 located at z ∼= 2 nm
when inside P–gp’s binding pocket, while NBD–C8 and NBD–C16 are located at z ∼= 3 nm
(Supplementary Information, Figure S19). To gain confidence in the preferential location
and interactions established between the distinct NBD–Cn and P–gp, a significantly better
sampling would be necessary. This cannot feasibly be achieved through an increase in the
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simulation time nor with independent simulations. New methodologies with improved
sampling are required.
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Figure 8. P–gp residues that interacted with the NBD–Cn molecules during the 0.0 nm umbrella
window simulation, for NBD–C4 (A), NBD–C8 (B), NBD-C12, (C) and NBD–C16 (D). P–gp is shown
in gray, with the TM4/6 gate in a darker shade. Residues from TM3 are highlighted in red, from TM4
in green, TM6 in orange, TM9 in pink, TM10 in light blue, TM11 in dark blue, and TM12 in yellow.
In each panel, the protein is shown both in the upper view from NB–domains (left) and in the front
view (right).

In spite of the limitations, important information regarding the energetics and some
structural details of the interactions between the NBD–Cn and P–gp was obtained. A more
detailed analysis will be provided in the discussion, in conjunction with the experimental
results obtained in this work.

4. Discussion

All amphiphiles studied in this work are able to inhibit IAAP binding to P–gp and
to change P–gp’s ATPase activity. The observation that the NBD amphiphiles are able to
displace IAAP clearly indicates that they bind to the drug-binding pocket of P–gp as the
IAAP is a transported substrate. The ATPase activity assay gives information regarding
the effect of the amphiphiles on the conformational dynamics of P–gp and is usually taken
as evidence for transport by P–gp [80]. The results would thus indicate that the NBD–
Cn amphiphiles are transported by P–gp, while NBD–LysoMPE essentially inhibits P–gp
conformational dynamics. An inverse relation between the binding affinity for P–gp and
the effect on ATPase activity has been previously observed, with moderate binding leading
to an enhancement of ATPase activity, while strong binding leads to P–gp inhibition [21].
A similar behavior is observed in this work for the NBD–Cn when considering its total
concentration and evaluating the binding affinity from the effects on P–gp’s ATPase activity.
However, when binding is evaluated from the extent of IAAP displacement, a similar
affinity is obtained for all the amphiphiles studied. This inconsistency may be due to
differences in the two properties (binding and effects on ATPase activity), or it reflects the
limitations and inadequacy of the models used to analyze the results.

The set of experiments performed in this work, together with the extensive knowledge
on the properties obtained previously for those amphiphiles [41,42,71,77,81–83], allows an
integrated interpretation of the results, possibly elucidating the discrepancies observed
between the two sets of experiments. These are discussed below.
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4.1. Effective Concentration of the Amphiphiles

A major limitation of the models used to analyze the effects on P–gp’s ATPase activity
and IAAP displacement is the use of global concentrations. Interaction of the amphiphiles
with P–gp is considered to occur from the membrane [8–10] and, therefore, what is rele-
vant is the amphiphile concentration in the lipid bilayer where P–gp is embedded. The
importance of using local concentration in the analysis of the interaction of small molecules
with membrane proteins has been pointed out before (e.g., [33,35,37,46,84,85]), but, unfor-
tunately, it is still overlooked. The local concentrations may be calculated from the partition
coefficient of the amphiphiles between the aqueous media and the model membranes with
the relevant lipid composition. The results obtained (Figure 4A) show that NBD–C4 is
associated with the lipid bilayer with the lowest affinity and NBD–C8 is associated with
the highest affinity. An intermediate affinity is obtained for NBD–LysoMPE in spite of its
longer aliphatic chain. This is due to its bigger and much polar (charged) head group. From
the partition coefficients one may calculate the local concentration of amphiphile in the
membrane for a given total concentration of amphiphile. At the concentration of native
membranes used in the ATPase assays (0.107 mg of protein per mL), 2% of the NBD–C4 is
associated with the lipid bilayer of the native membrane (see Supplementary Information,
Section S10 for details). As expected, for the more lipophilic amphiphiles, the fraction asso-
ciated with the lipid bilayer increases, being 53% for NBD–C8 and 13% for NBD–LysoMPE.
In the IAAP displacement experiments, the amount of native membranes is almost 10 times
higher (1 mg of protein per mL), leading to 18% of NBD–C4 associated with the membranes,
and 91% and 58% for the case of NBD–C8 and NBD–LysoMPE, respectively.

The amphiphiles with higher partition coefficients towards the membrane, have a
higher concentration in the membrane from where they interact with P–gp. Therefore,
for those amphiphiles the apparent affinity for P–gp may be larger even for a weaker
intrinsic affinity for P–gp. When the amount of membrane is changed the relative effective
concentration of the amphiphiles is altered. Therefore, the relative apparent affinities of the
amphiphiles for P–gp are different when obtained from the global amphiphile concentration
in the ATPase and IAAP displacement assays.

From the effective concentration of amphiphile in the membrane it is relevant to
calculate the ratio of phospholipid to amphiphile (PL:NBD), to evaluate possible changes in
the membrane properties as the reason behind the distinct behavior observed between the
amphiphiles and assays. For the conditions of the ATPase assay and a total concentration
of 60 µM NBD–C4, 1.4 µM is associated with the membrane corresponding to PL:NBD
equal to 58. When the membrane concentration is increased 10-fold in the IAAP assay, the
amount of NBD–C4 associated with the membrane increases to 11 µM, but the value of
PL:NBD increases to 70. The corresponding calculations for the case of NBD–C8 at the
highest concentration used (50 µM) lead to a PL:NBD of 3 in the ATPase assay and 17 in the
IAAP assay; and to PL:NBD of 13 or 26 for NBD–LysoMPE in the ATPase and IAAP assay
respectively. It has been previously shown that for small and uncharged or with a single
charge amphiphiles (at high ionic strength), the membrane properties are not significantly
perturbed for PL:NBD values down to 20 [49] which is the case observed in the IAAP for all
amphiphiles and concentrations, but not for NBD–C8 or NBD–LysoMPE on P–gp ATPase
activity assay.

It should be noted that although the value calculated above for PL:NBD is higher
(lower local concentration) for NBD–LysoMPE than for NBD–C8, this parameter may
actually be similar for both due to the distinct rate of translocation between the two
membrane leaflets. The rate of NBD–C8 translocation is fast, and equilibration between
both membrane leaflets is expected to occur within a few seconds (Section 3.4 and [77]). In
contrast, the negative charge on the phosphate of NBD–LysoMPE leads to a slow rate of
translocation with a characteristic time of several hours [81]. The amphiphile is therefore
not able to fully equilibrate between the two membrane leaflets during the time of the
ATPase assay, leading to an asymmetric distribution with a higher local concentration in
the outer leaflet. This has two important consequences on the effect of this amphiphile on
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P–gp ATPase activity: (i) the local concentration on the membrane leaflet that has access to
P–gp binding pocket (the outer leaflet for the inside-out vesicles used in the assays) is larger
than that predicted at full equilibration; and (ii) the asymmetric distribution changes the
membrane local curvature and lateral pressure profile, with possible effects on membrane
permeability and on the conformational dynamics of membrane proteins [69,72,86–90].

Another concern regarding the formalisms commonly used to analyze the amphiphiles
interaction with P–gp (Equations (S1) and (S2)) is the consideration of the total ligand
concentration instead of the concentration of free ligand, that is, the assumption that
the amphiphile is in large excess relative to the protein. We have recently reviewed the
limitations of this approach and showed that, for high and moderate affinities (dissociation
constants in the µM range or lower), significant deviations are easily observed between the
true and the estimated affinity [40]. In the specific conditions of this work, the concentration
of P–gp (6 and 60 nM in the ATPase and IAAP displacement assays, respectively) is,
in fact, much lower than the total concentration of the NBD–amphiphiles. However,
their concentration in the aqueous phase may become comparable to that of P–gp due to
sequestration by the lipid membrane.

4.2. Concentration of the Amphiphiles in the Aqueous Phase

One important aspect which is usually overlooked in the studies of interactions with
P–gp is whether the molecule of interest is in its monomeric state or aggregated. Some
studies with detergents have included information regarding the formation of micelles and
concluded that a complex effect on the ATPase activity (enhancement and inhibition) is
observed even for concentrations below their CMC [21,32,91]. However, small aggregates
are formed at concentrations several orders of magnitude smaller than the concentration
at which micelles are detectable (their CMC) [92–95]. The aggregation behavior of the
NBD amphiphiles used in this study was characterized by changes in the fluorescence
properties of the NBD group and is, therefore, sensitive to the formation of small aggregates
including dimers. The critical aggregation concentrations (CAC) at 25 ◦C are 1, 4, and
250 µM for NBD–C8, NBD–LysoMPE, and NBD–C4, respectively [41,42]. In the presence of
co-solvents that disrupt the structure of water and thus decrease the hydrophobic effect
(e.g., 1 M trehalose), the CAC of NBD–C4 is not significantly affected, but that of NBD–C8
is increased by 4 fold and that of NBD-C10 is increased by 6 fold [82]. An increase to at
least 24 µM is thus predicted for NBD–LysoMPE.

From the above, it is clear that NBD–C4 in the aqueous media is always in its
monomeric state, but to evaluate possible aggregation of NBD–C8 and NBD–LysoMPE in
the aqueous phase, it is necessary to consider their association with the lipid membranes.
Considering the partition coefficients obtained for the native membranes, and a total
concentration of the amphiphiles equal to 50 µM, one calculates (see Supplementary Infor-
mation, Section S10 for details) that the concentrations of NBD–C8 and NBD–LysoMPE in
the aqueous phase are decreased to 21 µM and 12 µM at the conditions of the ATPase assay,
and to 4 µM and 2 µM at the conditions of the IAAP assays, respectively. The concentrations
of the amphiphiles in the aqueous phase are close to or lower than the amphiphiles CAC in
aqueous medium at 25 ◦C in the IAAP assay and no aggregation is expected. However, in
the ATPase assay significant aggregation of NBD-C8 in the aqueous phase may occur (in
spite of the higher solubility expected at 37 ◦C and 20 to 200 mM glycerol). The inhibition of
the P–gp ATPase activity by NBD-C8 could, therefore, be partially due to the interaction of
small aggregates of the amphiphile formed in the aqueous medium. Although the currently
accepted model for the interaction between amphiphiles and P–gp considers that it is the
amphiphile in the membrane that associates with P–gp, it has been recently suggested,
based on results from MD simulations, that small aggregates of detergents could interact
with P–gp from the aqueous media [66].
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4.3. Relative Affinity of the Amphiphiles for the Lipid Bilayer and for P–gp

From the partition coefficient obtained for the native membranes, KW→M
P , and that for

the model lipid bilayers, KW→Lb
P , one can calculate the partition coefficient between the

aqueous phase and the proteins in the membrane, KW→P
P , and from the lipid bilayer to the

proteins, KLb→P
P , Equations (1) and (2), [40].

KW→M
P VM = KW→P

P VP + KW→Lb
P VLb (1)

KLb→P
P =

KW→P
P

KW→Lb
P

(2)

In Equation (1) it is necessary to include the volume occupied by the proteins, and the
values obtained will, therefore, depend on whether it is considered that the amphiphile
may interact with all proteins in the membrane or with P–gp only. The values obtained in
both scenarios are provided in Table 2.

Table 2. Partition coefficient of the amphiphiles between the distinct media 1.

KW→M
P

2 KW→Lb
P KW→P

P KLb→P
P

Binding to the protein P–gp only
NBD–C4 1.4 × 103 3.9 × 102 6.9 × 104 176
NBD-C6 3.9 × 103 2.4 × 103 1.0 × 105 43
NBD–C8 2.2 × 104 1.9 × 104 2.3 × 105 12

Binding to all membrane proteins with equal affinity
NBD–C4 5.7 × 102 3.9 × 102 6.9 × 102 1.8
NBD-C6 1.6 × 103 2.4 × 103 1.0 × 103 0.43
NBD–C8 9.0 × 103 1.9 × 104 2.3 × 103 0.12

1 The partition coefficient followed a LogNormal distribution (as expected [96]) and, therefore, the reported
value was calculated from the average of Log(KP). The uncertainty in Log(KP) was between 0.04 and 0.26, being
typically 0.2. 2 Obtained from the experimentally observed partition of the amphiphiles to the native membrane
considering the phospholipid bilayer and P–gp, or the phospholipid bilayer and all proteins when calculating the
volume of the membrane.

It is observed that the relative affinity of the amphiphiles from the aqueous medium
towards the proteins in the membrane(

KW→P
P

)
increases as the amphiphile lipophilicity increases (from n = 4 to 8). However,

this does not accompany the increase observed in their affinity for the lipid bilayer
(
KW→Lb

P
)
.

Therefore, a decrease is observed in the affinity for the membrane protein, relative to that of
the lipid bilayer

(
KLb→P

P
)
. This is in agreement with the results obtained by MD simulations

(Figure 8).
At low amphiphile concentrations, away from saturation of the lipid bilayer and

proteins, the fraction of amphiphile associated with each medium may be calculated from
the respective partition coefficient and volume. It was found that 72% of NBD–C4 in the
membrane is associated with proteins, and this decreases to 15% for NBD–C8.

4.4. Number of Binding Sites in P–gp’s Binding Pocket

There is strong evidence that P–gp’s binding pocket may bind several molecules
simultaneously, both indirect evidence from competition or binding experiments
(e.g., [25–29,31,34,97]), and, more directly, from P–gp crystalized in the presence of their
substrates [98]. The results obtained in this work also point towards the existence of sev-
eral overlapping binding sites: (i) several locations of the amphiphiles in P–gp’s binding
pocket have been observed by MD simulations (Figures 7 and 8 and Figures S17–S20); and
(ii) evidence for a less-efficient IAAP displacement at smaller concentrations of amphiphile
when compared to intermediate concentrations (Figure 2).

However, the formalisms usually considered for the analysis of the results are not able
to provide quantitative information for the number of molecules that may bind to P–gp’s
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binding pocket. Additionally, in spite of the strong evidence, the effect of modulators on
P–gp ATPase activity or ligand displacement are usually analyzed considering the binding
of a single ligand molecule. For the case of modulators of ATPase activity, the equation
used includes both enhancement and inhibition, Equation (S1), depending on modulator
concentration. However, the derivation of this equation cannot be found in the literature,
and the physical meaning of the parameters (e.g., in terms of microscopic or macroscopic,
global of stepwise binding constants [99], etc.) is not clear.

We have recently shown that the partition coefficient obtained at low ligand concentra-
tion is related to the macroscopic binding constant of the first ligand (β1), Equation (3) [40],
where VP is the molar volume of the binding agent.

β1 =
n

∑
i=1

Ki
b = KW→P

P VP (3)

If it is considered that all binding sites are equal
(
Ki

b = Kb ∀ i
)
, the number of binding

sites (n) may be obtained from the comparison between the partition coefficient and the
binding affinity, Equation (4). Given the required approximation of equal binding sites, the
number of binding sites is replaced by # to call to attention that it is only an estimate of the
true parameter, n. In the analysis below, the molar volume of P–gp was calculated from its
molar mass, assuming a density of 1.2 g/mL, leading to VP = 142 dm3/mol.

# =
KW→P

P VP

Kb
= KW→P

P VP Kd (4)

Using this formalism, it is possible to obtain an estimate of the number of amphiphiles
that may be accommodated in P–gp’s binding pocket. However, the dissociation constant
used in Equation (4) must be obtained taking into account the local concentration of
ligand in the aqueous phase, not its total concentration. This concentration is affected by
sequestration in the lipid bilayer, which can be accounted for using the partition coefficient
obtained for the model membranes. The concentration of ligand in the aqueous medium
is also influenced by binding to the protein, which depends on the number of binding
sites considered. Thus, to estimate the number of binding sites using Equation (4) it is
necessary to use a formalism that explicitly includes the number of binding sites. This will
be performed in the next sections.

Before re-analyzing the experimental results for the ATPase activity and IAAP displace-
ment, it is important to discuss the physical meaning of the association constants obtained
from the ligand in the aqueous phase towards the protein in the membrane. A schematic
description of P–gp in the inside-out vesicles prepared from the native membranes is
presented in Figure 9.
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Figure 9. Orientation of P–gp in the inside-out vesicles of native membranes obtained from the
High-Five insect cells, with the definition of the distinct environments: aqueous media (W), lipid
bilayer (Lb), and P–gp (P). The partition coefficients between the distinct media are also indicated.
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The ligands interact with P–gp from the lipid bilayer (dependent on KLb→P
P ), this being

dependent on the partition from the aqueous medium towards the lipid bilayer (KW→Lb
P ).

This is a composite process that cannot be easily described when analyzing the results for
the effects of the ligands in P–gp. The equilibrium between the aqueous medium and P–gp
(KW→P

P ) closes the thermodynamic cycle and thus reflects the other two equilibria in the
cycle. Even if ligand interaction with P–gp does not occur from the aqueous medium, the
equilibrium constant (or partition coefficient) may be calculated from the alternative path
in the cycle and reflects accurately the affinity of the ligand for the membrane protein.

4.5. Re-Analysis of the Effects on ATPase Activity

For the correct analysis of the results, the distribution of the amphiphiles in the distinct
environments (aqueous media, lipid bilayer, and P–gp) must be considered. In addition,
excess ligand should not be assumed. When considering that P–gp has several binding
sites, the kinetic scheme that describes P–gp saturation with ligand is given by Equation (5).
For details, see, e.g., references [40,99,100].

LW
KW→Lb

P←−−→ LLb [LLb] = KW→Lb
P [LW] VLb/VW

LW + P
β1←→ PL1 [PL1] = β1[P][LW]

i LW + P
βi←→ PLi [PLi] = βi[P][LW]i

n LW + P
βn←→ PLn [PLn] = βn[P][LW]n

(5)

In the above equations the concentration of the ligand in the distinct environments
corresponds to the amount in that environment divided by the total volume of the solution.
The macroscopic association constants (βi) are related with the macroscopic stepwise
association constants (Ki) by:

βi =
i

∏
j=1

Kj (6)

For the case of equal and independent binding sites, Ki is related with the microscopic
association constant for each binding site (Kb) by:

Ki =
n− i + 1

i
Kb (7)

To calculate the concentration of each species it is necessary to solve the set of equations

[LT] = [LW] + [LLb] +
n
∑

i=1
i[PLi]

= [LW] + [LLb] +
n
∑

i=1
i βi [P][LW]i

[PT] = [P] +
n
∑

i=1
[PLi] = [P] +

n
∑

i=1
βi [P][LW]i

(8)

For n = 1, this leads to a quadratic equation that may easily be solved. However,
for n > 1, the concentration of free ligand in solution must be obtained using numerical
methods [40,100]. The concentration of free protein may be calculated from the bottom line
in Equation (8), and that of all other species may then be calculated from the concentration
of free ligand and protein using Equation (5).

The overall ATPase activity at each ligand concentration is calculated from the concen-
tration of each protein species ([PLi]) and the corresponding ATPase activity (Vi),

V = V0 +
n

∑
i=1

[PLi]Vi (9)
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This formalism was used to describe the effect of the NBD amphiphiles on P–gp’s
ATPase activity, considering a distinct ATPase activity for P–gp with a different number of
amphiphile molecules in the binding pocket. The results are shown in Figure 10.

It is observed that the quality of the best fit improves very significantly when the
number of binding sites is increased from one to three, and small improvements are
observed for larger values of n. More importantly, the value of KW→P

P calculated from β1
increases with n, approaching the value calculated from the partition to the lipid bilayer and
to the whole native membranes (Table 2). This strongly suggests that P–gp accommodates
at least three molecules of each NBD amphiphile in its binding pocket. The value obtained
for the microscopic dissociation constant from each binding site is also shown in Figure 10
plots B,D,F. It is observed that, as n increases (accompanied by an improvement in the
quality of the best fit), Kd becomes similar for all amphiphiles (between 3 and 9 µM). This
suggests that the major difference between the amphiphiles is on their effect on P–gp’s
ATPase activity, not so much on their affinity for P–gp. The effects on P-gp are reflected on
the values of the ATPase activity at the different protein saturations (Tables S4 and S5). It
is observed that, for low protein saturation (nP = 1), the enhancement of ATPase activity
is small for all amphiphiles studied, increasing as the protein saturation increases. For
NBD–C4, an enhancement of the ATPase activity is obtained up to nP = 5. However, for
NBD–C8 and NBD–LysoMPE, a maximal activation is observed for nP = 2 or 3, and larger
occupancy numbers lead to inhibition of P–gp’s ATPase activity.

Pharmaceutics 2023, 15, x FOR PEER REVIEW 25 of 36 
 

 

 

Figure 10. Effect of NBD–C4 (plot A,B), NBD–C8 (plot C,D), and NBD–LysoMPE (plot E,F) on P–

gp’s ATPase activity. The plots on the left show the experimental results () and the best fit of 

Equation (9) considering different number of binding sites in P–gp’s binding pocket: n  = 1 (─), n  

= 2 (─), and n  = 5 (─). The plots on the right show the effect of the number of binding sites on the 

quality of the best fit (χ2, ⚫), on the value of the microscopic dissociation constant ( dK , ⚫), and on 

the partition coefficient calculated from 1 (⚫). The partition coefficient between the aqueous phase 

and P–gp obtained from the partition experiments is also shown (  ). 

4.6. Re-Analysis of the Effects on IAAP Displacement 

In this assay, in addition to the binding of the NBD amphiphiles to P–gp binding 

pocket, it is also necessary to consider the binding of IAAP. The concentration of IAAP 

used in the assay (5 nM) is several orders of magnitude smaller than that of the am-

phiphiles in study, and it is also smaller than the total concentration of P–gp (59 nM). 

Therefore, Equation (8) may be used to calculate the concentration of free ligand and pro-

tein. The fraction of IAAP bound to P–gp may then be calculated from Equation (10), 

where *P 
 

 is the concentration of P–gp available for IAAP binding. 

 
 

     

2
P

T

* *IAAP
d

T T T

4

2

1; 1 ;

I b b ac

I a

P PK
a b c

I I I

− − −
=

    
    = = − + + =

 
 

 (10) 

The number of binding sites in P–gp binding pocket was varied from 1 to 5, and three 

situations were considered in the analysis: (i) full inhibition of IAAP binding when at least 

one NBD amphiphile is in the P–gp binding pocket ( 1i  ), corresponding to  *P P  =
 

; 

(ii) inhibition of IAAP binding only when P–gp is fully saturated ( i n= ), corresponding 

to    
1

*
i

1

n

i

P P PL
−

=

  = +
   ; and (iii) an intermediate situation with IAAP displacement for 

1i n − , corresponding to    
2

*
i

1

n

i

P P PL
−

=

  = +
   . 

100

200

300

400

1

3

5

100

200

300

1

3

5

0 20 40 60
0

50

100

1 2 3 4 5

1

3

5

7

D
C

B

 

 

A
T

P
a
s
e
 a

c
ti
v
it
y
 (

%
)

A

 

L
o
g
(K

P
) 

o
r 


2

 

 

A
T

P
a
s
e
 a

c
ti
v
it
y
 (

%
)

 

L
o
g
(K

P
) 

o
r 


2

E

 

 

A
T

P
a
s
e
 a

c
ti
v
it
y
 (

%
)

[L
T
] (M)

F

 

L
o
g
(K

P
) 

o
r 


2

n

0

5

10

15

20

 K
d
 (


M

)

0

30

60

90

  
K

d
 (


M

)

0

2

4

6

8

10

12
  
K

d
 (


M

)

Figure 10. Effect of NBD–C4 (plot A,B), NBD–C8 (plot C,D), and NBD–LysoMPE (plot E,F) on P–gp’s
ATPase activity. The plots on the left show the experimental results (#) and the best fit of Equation (9)
considering different number of binding sites in P–gp’s binding pocket: n = 1 (–), n = 2 (–), and n = 5
(–). The plots on the right show the effect of the number of binding sites on the quality of the best fit
(χ2, •), on the value of the microscopic dissociation constant (Kd, •), and on the partition coefficient
calculated from β1 (•). The partition coefficient between the aqueous phase and P–gp obtained from
the partition experiments is also shown (- - -).
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4.6. Re-Analysis of the Effects on IAAP Displacement

In this assay, in addition to the binding of the NBD amphiphiles to P–gp binding
pocket, it is also necessary to consider the binding of IAAP. The concentration of IAAP used
in the assay (5 nM) is several orders of magnitude smaller than that of the amphiphiles
in study, and it is also smaller than the total concentration of P–gp (59 nM). Therefore,
Equation (8) may be used to calculate the concentration of free ligand and protein. The
fraction of IAAP bound to P–gp may then be calculated from Equation (10), where [P∗] is
the concentration of P–gp available for IAAP binding.

[IP]
[IT]

= −b−
√

b2−4ac
2a

a = 1 ; b = −
(

1 + KIAAP
d
[IT]

+ [P∗ ]
[IT]

)
; c = [P∗ ]

[IT]

(10)

The number of binding sites in P–gp binding pocket was varied from 1 to 5, and three
situations were considered in the analysis: (i) full inhibition of IAAP binding when at least
one NBD amphiphile is in the P–gp binding pocket (i ≥ 1), corresponding to [P∗] = [P];
(ii) inhibition of IAAP binding only when P–gp is fully saturated (i = n), corresponding

to [P∗] = [P] +
n−1
∑

i=1
[PLi]; and (iii) an intermediate situation with IAAP displacement for

i ≥ n− 1, corresponding to [P∗] = [P] +
n−2
∑

i=1
[PLi].

The displacement of IAAP from P–gp binding pocket was calculated from
Equation (11), where [IP]0 is the concentration of IAAP bound to P–gp in the absence of
the NBD amphiphiles.

IAAP displacement (%) = 100
[IP]0 − [IP]

[IP]0
(11)

The best fit and parameters for the case of intermediate efficiency in IAAP dis-
placement (i ≥ n− 1) are shown in Figure 11, those obtained for the efficiencies of the
two extreme situations (i ≥ 1 or i = n) are shown in the Supplementary Information
(Figures S26 and S27).

It is observed that the quality of the best fit improves as n is increased from 1 to
5 for all NBD amphiphiles. This is particularly evident for NBD–LysoMPE, where the
accentuated cooperative behavior is only captured when a large number of binding sites is
considered. As expected, the partition coefficient calculated from β1 increases with. For the
case of NBD–C4, an excellent agreement is obtained between the two estimates for n = 5,
while the results obtained for NBD–C8 suggest a smaller number of molecules required
to displace IAAP or a lower number of NBD molecules that may be accommodated in
P–gp binding pocket (n = 3 or 4). The opposite situation is obtained for NBD–LysoMPE,
with the suggestion of a larger number of molecules being required to displace IAAP. The
strong evidence for binding of several NBD amphiphiles in P–gp’s binding pocket may
be due to their small size when compared to common P–gp substrates. Support for a
size-dependent behavior may be found in the literature, where stipiamide monomers show
a low efficiency at small concentrations and a cooperative behavior in the inhibition of
IAAP binding to P–gp, while covalent dimers of stipiamide are more efficient and show a
simple dependence with concentration [101] or a more efficient inhibition of P–gp transport
activity by bisbenzylisoquinoline alkaloids [102]. Further evidence for the binding of
several molecules in P–gp’s binding pocket has also been obtained from docking studies
(e.g., [9,29,79,103–108]).

The consensus value obtained for the microscopic dissociation constant (considering
the quality of the best fit and the agreement between the two estimates for the partition
coefficient) was very similar for all NBD amphiphiles, varying between 2 and 8 µM. Those
estimates are in excellent agreement with the results obtained for the effects of the am-
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phiphiles on ATPase activity. This suggests that the interactions between the amphiphiles
and P–gp binding pocket are mostly established by the polar region of the amphiphiles.
This has been observed before for several detergents [63,109]. However, because the effects
on P–gp’s properties were being accessed considering the overall concentration of the
amphiphile, the apparent binding affinity for P–gp was influenced by the length of the
non-polar tail, thus suggesting an increased affinity for P–gp with the increase in lipophilic-
ity [32,63]. In this work, the local concentrations relevant to each equilibrium constant are
used, clearly showing that the affinity for P–gp is not significantly affected by the length of
the aliphatic chain. Thus, the distinct effect observed on ATPase activity (enhancement or
inhibition) cannot be due to distinct occupancy numbers on P–gp. Instead, it should be due
to distinct effects on P–gp properties, namely, on its conformational dynamics.
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Figure 11. Effect of NBD–C4 (plot (A,B)), NBD–C8 (plot (C,D)), and NBD–LysoMPE (plot (E,F)) on
IAAP displacement from P–gp’s binding pocket considering that IAAP is displaced from P–gp’s
binding pocket when the number of NBD amphiphiles bound (i) is ≥ n−1. The plots on the left show
the experimental results (#) and the best fit of Equation (11) considering different number of binding
sites in P–gp’s binding pocket: n = 1 (–), n = 2 (–), and n = 5 (–). The plots on the right show the effect
of the number of binding sites on the quality of the best fit (χ2, •) and on the partition coefficient
calculated from β1 (•). The partition coefficient between the aqueous phase and P–gp obtained from
the partition experiments is also shown (- - -).
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4.7. Hypothesis for the Mechanism of Inhibition of P–gp ATPase Activity

In agreement with the observation that P–gp inhibitors are on average more hy-
drophobic than P–gp substrates [20–22,32], several hypotheses have been proposed for
the mechanism of inhibition of P–gp’s ATPase activity by some molecules. A membrane-
mediated mechanism has been proposed, where the accumulation of the inhibitor in the
membrane would lead to membrane perturbation [110–112]. It has also been suggested
that inhibition is a direct consequence of a very high affinity for P–gp [21]. More recently,
molecular dynamics simulations and docking studies have shown that large molecules
with several aromatic moieties bind to P–gp at a deeper position (the M site) [103,104]. In
this position, the ligand may establish cross interactions between the TMs of both P–gp
halves, which may impair conformational changes required for P–gp’s catalytic cycle.

The membrane mediated hypothesis has been discarded as a general mechanism
because several studies indicate that no significant membrane perturbation is observed at
the relevant ligand concentrations [28,32,66,67]. The results obtained in this work support
this observation. In the ATPase activity assay, NBD–C8 and NBD–LysoMPE may reach very
high local concentrations in the membrane (less than 10 phospholipid molecules per am-
phiphile in the membrane at the higher amphiphile concentration used), which could lead
to changes in the membrane properties. However, inhibition of ATPase activity is observed
even at relatively low local concentration of the amphiphiles ([NBD–LysoMPE] ≥ 5 µM
corresponding to PL:NBD ratios ≤ 126) pointing towards additional mechanisms for
the inhibition.

The results obtained with the analysis of the effects on ATPase activity considering
the local concentration of the amphiphiles in the distinct environments and the possible
binding of several molecules in P–gp’s binding pocket suggest that inhibition may be due
to the presence of a large number of amphiphiles that may difficult P–gp’s conformational
dynamics. This has in fact been proposed as a possible inhibition mechanism [113,114]. An
important test for this hypothesis would be to perform the ATPase assays with purified P–
gp at different ratios of P–gp/lipid. The modulator will be distributed between the different
media, aqueous, lipid environment and P–gp. At sufficiently low P–gp/lipid ratios, most
of the amphiphile molecules will be in the lipid phase, and none of the two media would
be saturated. A low occupancy number would thus be observed in P–gp’s binding pocket.
However, as the volume of the lipid phase decreases (leading to a higher P–gp/lipid ratio),
sequestration of the amphiphile in the lipid phase would be less significant. In this case,
at the same total concentration of protein, P–gp would become saturated with modulator
at lower total modulator concentrations. In light of this hypothesis, it is interesting to
note that tariquidar inhibits P–gp’s ATPase activity when the protein is at a ratio of about
1% w/w (native membranes and reconstituted in proteoliposomes or nanodiscs), while
it leads to ATPase activation for P–gp in n-dodecyl maltoside (DDM) micelles when the
protein is at a ratio of 0.1% [38]. The lower relative abundance of P–gp when in the DDM
micelles could also explain the much lower efficiency of tariquidar in the inhibition of IAAP
binding to P–gp [38]. Notwithstanding the effects of different lipids on P–gp properties (in
particular the distinct effects of a lipid bilayer or a small micelle on P–gp’s conformational
dynamics), the larger relative volume of the lipid phase when P–gp is in the DDM micelles
will sequester a larger fraction of modulator leading to a lower saturation of P–gp and a
lower apparent affinity [108]. It is also relevant to note that a higher apparent affinity (when
compared to P–gp) was observed for several molecules towards the efflux transporter
ABCG2 [21] and a P–gp mutant [115], when these transporters were at a higher fraction in
the membrane.

The results obtained in this study also show that inhibition of P–gp’s ATPase activity
depends on the properties of the amphiphile, with NBD–C4 leading to activation even
when five amphiphiles are bound, while a smaller number of molecules would already
lead to inhibition in the case of NBD–C8 and NBD–LysoMPE.

The MD simulations shed some light regarding a possible additional mechanism of
inhibition which depends strongly on the properties of the amphiphile. In Figure 12, a
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snapshot of NBD–C16 (with a long 16 carbons alkyl tail attached to the polar NBD group)
is presented for a distance of 0.5 nm between the center of mass (COM) of NBD and that
of P–gp’s transmembrane helices in the binding pocket. It is observed that the polar NBD
group has passed the entry gate and is inside P–gp’s binding pocket. However, the long
alkyl chain is extended towards outside the entry gate, maintaining interactions with the
lipid bilayer. A similar orientation, albeit less pronounced, is also observed for NBD-
C12 and for NBD–C8, but not for the amphiphile with the smaller alkyl chain (NBD–C4),
Figures S22–S25.
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Figure 12. Snapshot of NBD–C16 with the NBD COM restricted at d = 0.5 nm from P–gp’s TM COM,
obtained at the end of the 200 ns MD simulation. In plot (A), the P–gp’s gate between TM4/6 is facing
to front, and, in plot (B), it is facing to the left side.

The orientation of the long aliphatic tail of surfactants towards the lipid membrane is
well documented in the literature [32,66,116,117]. However, the assumption that inhibition
is due to a single molecule bound to the so-called inhibitor site, masked this behavior as a
possible mechanism of inhibition. A large number of amphiphiles with bulky hydrophobic
groups bound to P–gp’s binding pocket would create a ring at the lipid bilayer/P–gp inter-
face that could prevent the conformational changes required for P–gp ATPase activity. This
would explain the inhibition of the ATPase activity of P–gp (and other efflux transporters)
in the presence of detergents or drugs with long hydrophobic tails [32,66,116,118].

5. Conclusions

The comprehensive work performed in this study for the interaction of several am-
phiphiles with P–gp (effects on ATPase activity and IAAP displacement), and with the
membranes where P–gp is embedded (native membranes and pure lipid bilayers), comple-
mented with MD simulations and previous studies on the solubility of the amphiphiles
in aqueous media and on the kinetics and equilibrium of their interaction with lipid bi-
layers, [41,42,71,77,81,82] allows an integrated interpretation of the results and several
important conclusions.

It is shown that, to interpret the results from effects on P–gp’s ATPase activity and/or
displacement of known P–gp ligands in term of P–gp specificity, it is necessary to consider
the distribution of the ligand in the distinct media (aqueous, lipid bilayer, and P–gp). The
importance of ligand sequestration is widely recognized [33,35,37,46,84,85], but the for-
malisms used to characterize binding to P–gp conflictingly consider the total concentration
of ligand. This leads to apparent affinities that preclude the establishment of quantitative
relations between P–gp specificity and the molecular properties of the substrates. The
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apparent affinities obtained for the amphiphiles considered in this work suggested a strong
increase in affinity with the increase in lipophilicity, while the intrinsic binding affinities
are similar. A major concern when using the total ligand concentration is that the apparent
affinities obtained depend on the extent of sequestration by the lipid portion of the mem-
brane (due to changes in the amount of membranes, in the lipid composition, and/or in
the lipid-to-protein ratio). This was observed in this work through the different apparent
affinities obtained from the ATPase activity and the IAAP displacement assays, the later
with a larger amount of native membranes. Because the formalism proposed explicitly
considers the sequestration of the ligand by the membrane, similar values are obtained for
the intrinsic affinities of the amphiphiles from both assays.

It is also shown that the effects on ATPase activity and IAAP displacement can only be
adequately described when it is considered that P–gp may accommodate several molecules
of the ligand in its binding pocket. A good estimate of this maximum occupancy number is
obtained through the comparison between the partition coefficient from the aqueous media
to P–gp binding pocket (calculated by closing the thermodynamic circle for interaction
with P–gp mediated by the membrane, Figure 9) and that obtained from the macroscopic
binding constant (Equation (3)).

The analysis of the ATPase activity and IAAP displacement assays with the formalism
proposed in this work shows that the intrinsic affinity for P–gp is similar for all NBD
amphiphiles studied in spite of their very different lipophilicity. This shows that bulky
hydrophobic groups interact more favorably with the lipid portion of the membrane than
with P–gp’s binding pocket.

Finally, a mechanism is proposed for the inhibition of ATPase activity by molecules
with bulky non-polar groups and a large amphiphilic moment. This molecular property
will lead to a localization at the interface between P–gp’s binding pocket and the lipid
bilayer. The binding of several molecules to P–gp leads to the formation of a ring that
anchors P–gp to the surrounding lipid bilayer, inhibiting the conformational dynamics
required for the P–gp catalytic cycle of ATP hydrolysis and substrate transport.

To further validate (or challenge) the hypothesis proposed in this work, it would be
important to characterize the effect on ATPase activity and the structural characterization
of P–gp reconstituted in well defined membrane systems for different (but known) local
concentrations of P–gp in the membrane, as well as for amphiphiles with distinct overall
lipophilicity and amphiphilic moment.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/pharmaceutics15010174/s1, Section S1: Effect of the NBD amphiphiles and vanadate on
the ATPase activity from native membranes (Figures S1–S3, Equation (S1), and Table S1); Section
S2: Effect of the NBD amphiphiles on the photoaffinity labeling of P–gp with [125I]-IAAP (Figure
S4 and Equation (S2)); Section S3: Partition of the NBD amphiphiles to lipid bilayers and native
membranes (Figure S5, and Equations (S3) and (S4)); Section S4: Bilayer setup for Molecular Dy-
namics simulations (Figures S6 and S7, Table S2); Section S5: Umbrella sampling simulations for
NBD–Cn in the water/complex asymmetric membrane (Figure S8); Section S6: Umbrella sampling
simulations for NBD–Cn in the membrane/P–gp systems (Figures S9–S11); Section S7: Dynamics
of P–gp embedded in the membranes (Figures S12–S14); Section S8: Lipid distribution in the P–gp
containing membranes (Figures S15 and S16); Section S9: Detailed characterization of the interaction
of NBD–Cn molecules with the membrane and with P–gp (Figures S17–S25, and Table S3); Section
S10: Calculation of the local concentration of the amphiphiles in the membrane and in the aqueous
medium; Section S11: Additional information for the re-analysis of the ATPase activity assay con-
sidering the local concentrations and several binding sites in P–gp’s binding pocket (Tables S4–S6);
Section S12: Additional information for the re-analysis of the IAAP displacement assay considering
the local concentrations and several binding sites in P–gp’s binding pocket (Figures S26 and S27).

https://www.mdpi.com/article/10.3390/pharmaceutics15010174/s1
https://www.mdpi.com/article/10.3390/pharmaceutics15010174/s1


Pharmaceutics 2023, 15, 174 28 of 32

Author Contributions: Conceptualization, M.J.M.; methodology, M.J.M., S.V.P.C. and H.A.L.F.; in-
vestigation, M.J.M., S.V.P.C., C.V.R., P.A.T.M. and B.A.; formal analysis, M.J.M., H.A.L.F., L.M.S.L.
and S.V.P.C.; funding, M.J.M. and S.V.A.; writing—original draft preparation, M.J.M., S.V.P.C. and
H.A.L.F.; writing—review and editing, all authors. All authors have read and agreed to the published
version of the manuscript.

Funding: This research was funded by the Portuguese “Fundação para a Ciência e a Tecnologia”
(FCT), grant number UIDB/00313/2020, co-funded by COMPETE2020-UE, grant PT2020_PTDC_DTP-
FTO_2784_2014, and by Programa Operacional Regional do Centro” CENTRO2020, grant CENTRO-
01-0145-FEDER-000014. H.A.L.F. was funded by Programa Operacional Regional do Centro (CENTRO-
04-3559-FSE-000162) within the European Social Fund (ESF). B.A. and S.V.A. were funded by the
Intramural Program of the National Institutes of Health, National Cancer Institute, Center for Cancer
Research, grant BC 010030 (Biochemical analysis of multidrug resistance-linked transport proteins).

Data Availability Statement: Original data will be provided when requested.

Acknowledgments: The authors acknowledge Bruno Victor for the reconstruction of P–gp linker
region to use in MD simulations. We also thank Rui MM Brito for the insightful discussions at the
initial implementation of the systems for MD simulations. H.A.L.F. and L.M.S.L. acknowledge the
computational resources provided by the Laboratory for Advanced Computing at University of
Coimbra (https://www.uc.pt/lca, accessed on 26 October 2022), funded by FCT I.P. under the project
Advanced Computing Project 2021.09741.CPCA, on platform Navigator.

Conflicts of Interest: The funders had no role in the design of the study; in the collection, analyses,
or interpretation of data; in the writing of the manuscript, or in the decision to publish the results.

References
1. Daneman, R.; Prat, A. The Blood-Brain Barrier. Cold Spring Harb. Perspect. Biol. 2015, 7. [CrossRef]
2. Loscher, W.; Potschka, H. Role of drug efflux transporters in the brain for drug disposition and treatment of brain diseases. Prog.

Neurobiol. 2005, 76, 22–76. [CrossRef] [PubMed]
3. Praça, C.; Rosa, S.C.; Sevin, E.; Cecchelli, R.; Dehouck, M.-P.; Ferreira, L.S. Derivation of Brain Capillary-like Endothelial Cells

from Human Pluripotent Stem Cell-Derived Endothelial Progenitor Cells. Stem Cell Rep. 2019, 13, 599–611. [CrossRef] [PubMed]
4. Lin, J.H.; Yamazaki, M. Role of P-glycoprotein in pharmacokinetics—Clinical implications. Clin. Pharmacokinet. 2003, 42, 59–98.

[CrossRef] [PubMed]
5. Bukowski, K.; Kciuk, M.; Kontek, R. Mechanisms of Multidrug Resistance in Cancer Chemotherapy. Int. J. Mol. Sci. 2020, 21, 3233.

[CrossRef]
6. Gottesman, M.M.; Ambudkar, S.V. Overview: ABC transporters and human disease. J. Bioenerg. Biomembr. 2001, 33, 453–458.

[CrossRef]
7. Robey, R.W.; Pluchino, K.M.; Hall, M.D.; Fojo, A.T.; Bates, S.E.; Gottesman, M.M. Revisiting the role of ABC transporters in

multidrug-resistant cancer. Nat. Rev. Cancer 2018, 18, 452–464. [CrossRef]
8. Lusvarghi, S.; Robey, R.W.; Gottesman, M.M.; Ambudkar, S.V. Multidrug transporters: Recent insights from cryo-electron

microscopy-derived atomic structures and animal models. F1000Research 2020, 9, 17. [CrossRef]
9. Goddeke, H.; Schafer, L.V. Capturing Substrate Translocation in an ABC Exporter at the Atomic Level. J. Am. Chem. Soc. 2020,

142, 12791–12801. [CrossRef]
10. Sharom, F.J. The P-glycoprotein efflux pump: How does it transport drugs? J. Membrane Biol. 1997, 160, 161–175. [CrossRef]
11. Ambudkar, S.V.; Kim, I.W.; Sauna, Z.E. The power of the pump: Mechanisms of action of P-glycoprotein (ABCB1). Eur. J. Pharm.

Sci. 2006, 27, 392–400. [CrossRef]
12. Frank, G.A.; Shukla, S.; Rao, P.; Borgnia, M.J.; Bartesaghi, A.; Merk, A.; Mobin, A.; Esser, L.; Earl, L.A.; Gottesman, M.M.;

et al. Cryo-EM Analysis of the Conformational Landscape of Human P-glycoprotein (ABCB1) During its Catalytic Cycle. Mol.
Pharmacol. 2016, 90, 35–41. [CrossRef]

13. Kaur, H.; Lakatos-Karoly, A.; Vogel, R.; Noell, A.; Tampe, R.; Glaubitz, C. Coupled ATPase-adenylate kinase activity in ABC
transporters. Nat. Commun. 2016, 7, 13864. [CrossRef]

14. Lugo, M.R.; Sharom, F.J. Kinetic validation of the models for P-glycoprotein ATP hydrolysis and vanadate-induced trapping.
Proposal for additional steps. PLoS ONE 2014, 9, e98804. [CrossRef]

15. Sauna, Z.E.; Ambudkar, S.V. Evidence for a requirement for ATP hydrolysis at two distinct steps during a single turnover of the
catalytic cycle of human P-glycoprotein. Proc. Natl. Acad. Sci. USA 2000, 97, 2515–2520. [CrossRef] [PubMed]

16. Shapiro, A.B.; Ling, V. Stoichiometry of coupling of rhodamine 123 transport to ATP hydrolysis by P-glycoprotein. Eur. J. Biochem.
1998, 254, 189–193. [CrossRef]

17. Szollosi, D.; Rose-Sperling, D.; Hellmich, U.A.; Stockner, T. Comparison of mechanistic transport cycle models of ABC exporters.
Biochim. Biophys. Acta-Biomembr. 2018, 1860, 818–832. [CrossRef]

https://www.uc.pt/lca
http://doi.org/10.1101/cshperspect.a020412
http://doi.org/10.1016/j.pneurobio.2005.04.006
http://www.ncbi.nlm.nih.gov/pubmed/16011870
http://doi.org/10.1016/j.stemcr.2019.08.002
http://www.ncbi.nlm.nih.gov/pubmed/31495714
http://doi.org/10.2165/00003088-200342010-00003
http://www.ncbi.nlm.nih.gov/pubmed/12489979
http://doi.org/10.3390/ijms21093233
http://doi.org/10.1023/A:1012866803188
http://doi.org/10.1038/s41568-018-0005-8
http://doi.org/10.12688/f1000research.21295.1
http://doi.org/10.1021/jacs.0c05502
http://doi.org/10.1007/s002329900305
http://doi.org/10.1016/j.ejps.2005.10.010
http://doi.org/10.1124/mol.116.104190
http://doi.org/10.1038/ncomms13864
http://doi.org/10.1371/journal.pone.0098804
http://doi.org/10.1073/pnas.97.6.2515
http://www.ncbi.nlm.nih.gov/pubmed/10716986
http://doi.org/10.1046/j.1432-1327.1998.2540189.x
http://doi.org/10.1016/j.bbamem.2017.10.028


Pharmaceutics 2023, 15, 174 29 of 32

18. Yang, Z.R.; Zhou, Q.X.; Mok, L.; Singh, A.; Swartz, D.J.; Urbatsch, I.L.; Brouillette, C.G. Interactions and cooperativity between
P-glycoprotein structural domains determined by thermal unfolding provides insights into its solution structure and function.
Biochim. Biophys. Acta-Biomembr. 2017, 1859, 48–60. [CrossRef]

19. Zoghbi, M.E.; Altenberg, G.A. Hydrolysis at One of the Two Nucleotide-binding Sites Drives the Dissociation of ATP-binding
Cassette Nucleotide-binding Domain Dimers. J. Biol. Chem. 2013, 288, 34259–34265. [CrossRef]

20. Patel, B.A.; Abel, B.; Barbuti, A.M.; Velagapudi, U.K.; Chen, Z.S.; Ambudkar, S.V.; Talele, T.T. Comprehensive Synthesis of Amino
Acid-Derived Thiazole Peptidomimetic Analogues to Understand the Enigmatic Drug/Substrate-Binding Site of P-Glycoprotein.
J. Med. Chem. 2018, 61, 834–864. [CrossRef]

21. Egido, E.; Muller, R.; Li-Blatter, X.; Merino, G.; Seelig, A. Predicting Activators and Inhibitors of the Breast Cancer Resistance
Protein (ABCG2) and P-Glycoprotein (ABCB1) Based on Mechanistic Considerations. Mol. Pharmacol. 2015, 12, 4026–4037.
[CrossRef] [PubMed]

22. Jabeen, I.; Pleban, K.; Rinner, U.; Chiba, P.; Ecker, G.F. Structure-Activity Relationships, Ligand Efficiency, and Lipophilic Efficiency
Profiles of Benzophenone-Type Inhibitors of the Multidrug Transporter P-Glycoprotein. J. Med. Chem. 2012, 55, 3261–3273.
[CrossRef]

23. Chen, L.; Li, Y.Y.; Zhang, H.D.; Zhang, L.L.; Hou, T.J. Computational models for predicting substrates or inhibitors of P-
glycoprotein. Drug Discov. Today 2012, 17, 343–351. [CrossRef]

24. Zhang, H.; Xu, H.W.; Ashby, C.R.; Assaraf, Y.G.; Chen, Z.S.; Liu, H.M. Chemical molecular-based approach to overcome multidrug
resistance in cancer by targeting P-glycoprotein (P-gp). Med. Res. Rev. 2021, 41, 525–555. [CrossRef] [PubMed]

25. Shapiro, A.B.; Ling, V. Positively cooperative sites for drug transport by P-glycoprotein with distinct drug specificities. Eur. J.
Biochem. 1997, 250, 130–137. [CrossRef] [PubMed]

26. Dey, S.; Ramachandra, M.; Pastan, I.; Gottesman, M.M.; Ambudkar, S.V. Evidence for two nonidentical drug-interaction sites in
the human P-glycoprotein. Proc. Natl. Acad. Sci. USA 1997, 94, 10594–10599. [CrossRef]

27. Litman, T.; Zeuthen, T.; Skovsgaard, T.; Stein, W.D. Competitive, non-competitive and cooperative interactions between substrates
of P-glycoprotein as measured by its ATPase activity. Biochim. Biophys. Acta 1997, 1361, 169–176. [CrossRef]

28. Litman, T.; Zeuthen, T.; Skovsgaard, T.; Stein, W.D. Structure-activity relationships of P-glycoprotein interacting drugs: Kinetic
characterization of their effects on ATPase activity. Biochim. Biophys. Acta (BBA)—Mol. Basis Dis. 1997, 1361, 159–168. [CrossRef]

29. Chufan, E.E.; Sim, H.M.; Ambudkar, S.V. Molecular Basis of the Polyspecificity of P-Glycoprotein (ABCB1): Recent Biochemical
and Structural Studies. Adv. Cancer Res. 2015, 125, 71–96.

30. Dastvan, R.; Mishra, S.; Peskova, Y.B.; Nakamoto, R.K.; Mchaourab, H.S. Mechanism of allosteric modulation of P-glycoprotein
by transport substrates and inhibitors. Science 2019, 364, 689–692. [CrossRef]

31. Martin, C.; Berridge, G.; Higgins, C.F.; Mistry, P.; Charlton, P.; Callaghan, R. Communication between multiple drug binding sites
on P-glycoprotein. Mol. Pharmacol. 2000, 58, 624–632. [CrossRef] [PubMed]

32. Li-Blatter, X.; Beck, A.; Seelig, A. P-Glycoprotein-ATPase Modulation: The Molecular Mechanisms. Biophys. J. 2012, 102, 1383–1393.
[CrossRef] [PubMed]

33. Ferreira, R.J.; dos Santos, D.; Ferreira, M.J.U. P-glycoprotein and membrane roles in multidrug resistance. Future Med. Chem. 2015,
7, 929–946. [CrossRef] [PubMed]

34. Romsicki, Y.; Sharom, F.J. The membrane lipid environment modulates drug interactions with the P-glycoprotein multidrug
transporter. Biochemistry 1999, 38, 6887–6896. [CrossRef]

35. Clay, A.T.; Sharom, F.J. Lipid Bilayer Properties Control Membrane Partitioning, Binding, and Transport of P-Glycoprotein
Substrates. Biochemistry 2013, 52, 343–354. [CrossRef]

36. Sharom, F.J. The P-glycoprotein multidrug transporter: Interactions with membrane lipids, and their modulation of activity.
Biochem. Soc. Trans. 1997, 25, 1088–1096. [CrossRef]

37. Eckford, P.D.W.; Sharom, F.J. Interaction of the P-Glycoprotein Multidrug Efflux Pump with Cholesterol: Effects on ATPase
Activity, Drug Binding and Transport. Biochemistry 2008, 47, 13686–13698. [CrossRef]

38. Shukla, S.; Abel, B.; Chufan, E.E.; Ambudkar, S.V. Effects of a detergent micelle environment on P-glycoprotein (ABCB1)-ligand
interactions. J. Biol. Chem. 2017, 292, 7066–7076. [CrossRef]

39. Moreno, M.J.; Martins, P.A.T.; Bernardino, E.F.; Abel, B.; Ambudkar, S.V. Characterization of the Lipidome and Biophysical
Properties of Membranes from High Five Insect Cells Expressing Mouse P-Glycoprotein. Biomolecules 2021, 11, 426. [CrossRef]

40. Moreno, M.J.; Loura, L.M.S.; Martins, J.; Salvador, A.; Velazquez-Campoy, A. Analysis of the Equilibrium Distribution of Ligands
in Heterogeneous Media—Approaches and Pitfalls. Int. J. Mol. Sci. 2022, 23, 9757. [CrossRef]

41. Cardoso, R.M.S.; Filipe, H.A.L.; Gomes, F.; Moreira, N.D.; Vaz, W.L.C.; Moreno, M.J. Chain Length Effect on the Binding of
Amphiphiles to Serum Albumin and to POPC Bilayers. J. Phys. Chem. B 2010, 114, 16337–16346. [CrossRef]

42. Sampaio, J.L.; Moreno, M.J.; Vaz, W.L.C. Kinetics and Thermodynamics of Association of a Fluorescent Lysophospholipid
Derivative with Lipid Bilayers in Liquid-Ordered and Liquid-Disordered Phases. Biophys. J. 2005, 88, 4064–4071. [CrossRef]

43. Ramachandra, M.; Ambudkar, S.V.; Chen, D.; Hrycyna, C.A.; Dey, S.; Gottesman, M.M.; Pastan, I. Human P-glycoprotein exhibits
reduced affinity for substrates during a catalytic transition state. Biochemistry 1998, 37, 5010–5019. [CrossRef]

44. Schaffner, W.; Weissmann, C. A rapid, sensitive, and specific method for the determination of protein in dilute solution. Anal.
Biochem. 1973, 56, 502–514. [CrossRef]

http://doi.org/10.1016/j.bbamem.2016.10.009
http://doi.org/10.1074/jbc.M113.500371
http://doi.org/10.1021/acs.jmedchem.7b01340
http://doi.org/10.1021/acs.molpharmaceut.5b00463
http://www.ncbi.nlm.nih.gov/pubmed/26372856
http://doi.org/10.1021/jm201705f
http://doi.org/10.1016/j.drudis.2011.11.003
http://doi.org/10.1002/med.21739
http://www.ncbi.nlm.nih.gov/pubmed/33047304
http://doi.org/10.1111/j.1432-1033.1997.00130.x
http://www.ncbi.nlm.nih.gov/pubmed/9432000
http://doi.org/10.1073/pnas.94.20.10594
http://doi.org/10.1016/S0925-4439(97)00027-6
http://doi.org/10.1016/S0925-4439(97)00026-4
http://doi.org/10.1126/science.aav9406
http://doi.org/10.1124/mol.58.3.624
http://www.ncbi.nlm.nih.gov/pubmed/10953057
http://doi.org/10.1016/j.bpj.2012.02.018
http://www.ncbi.nlm.nih.gov/pubmed/22455921
http://doi.org/10.4155/fmc.15.36
http://www.ncbi.nlm.nih.gov/pubmed/26061109
http://doi.org/10.1021/bi990064q
http://doi.org/10.1021/bi301532c
http://doi.org/10.1042/bst0251088
http://doi.org/10.1021/bi801409r
http://doi.org/10.1074/jbc.M116.771634
http://doi.org/10.3390/biom11030426
http://doi.org/10.3390/ijms23179757
http://doi.org/10.1021/jp105163k
http://doi.org/10.1529/biophysj.104.054007
http://doi.org/10.1021/bi973045u
http://doi.org/10.1016/0003-2697(73)90217-0


Pharmaceutics 2023, 15, 174 30 of 32

45. Litman, T.; Nielsen, D.; Skovsgaard, T.; Zeuthen, T.; Stein, W.D. ATPase activity of P-glycoprotein related to emergence of drug
resistance in Ehrlich ascites tumor cell lines. Biochim. Biophys. Acta 1997, 1361, 147–158. [CrossRef]

46. Gatlik-Landwojtowicz, E.; Aanismaa, P.; Seelig, A. Quantification and characterization of P-glycoprotein-substrate interactions.
Biochemistry 2006, 45, 3020–3032. [CrossRef]

47. Kemmer, G.; Keller, S. Nonlinear least-squares data fitting in Excel spreadsheets. Nat. Protoc. 2010, 5, 267–281. [CrossRef]
48. Sauna, Z.E.; Nandigama, K.; Ambudkar, S.V. Exploiting reaction intermediates of the ATPase reaction to elucidate the mechanism

of transport by P-glycoprotein (ABCB1). J. Biol. Chem. 2006, 281, 26501–26511. [CrossRef]
49. Samelo, J.; Mora, M.J.; Granero, G.E.; Moreno, M.J. Partition of Amphiphilic Molecules to Lipid Bilayers by ITC: Low-Affinity

Solutes. ACS Omega 2017, 2, 6863–6869. [CrossRef]
50. Abraham, M.J.; Murtola, T.; Schulz, R.; Páll, S.; Smith, J.C.; Hess, B.; Lindahl, E. GROMACS: High performance molecular

simulations through multi-level parallelism from laptops to supercomputers. SoftwareX 2015, 1–2, 19–25. [CrossRef]
51. Marrink, S.J.; Risselada, H.J.; Yefimov, S.; Tieleman, D.P.; de Vries, A.H. The MARTINI Force Field: Coarse Grained Model for

Biomolecular Simulations. J. Phys. Chem. B 2007, 111, 7812–7824. [CrossRef]
52. Ingólfsson, H.I.; Melo, M.N.; van Eerden, F.J.; Arnarez, C.; Lopez, C.A.; Wassenaar, T.A.; Periole, X.; de Vries, A.H.; Tieleman, D.P.;

Marrink, S.J. Lipid Organization of the Plasma Membrane. J. Am. Chem. Soc. 2014, 136, 14554–14559. [CrossRef]
53. O’Mara, M.L.; Mark, A.E. The Effect of Environment on the Structure of a Membrane Protein: P-Glycoprotein under Physiological

Conditions. J. Chem. Theory Comput. 2012, 8, 3964–3976. [CrossRef]
54. Periole, X.; Cavalli, M.; Marrink, S.-J.; Ceruso, M.A. Combining an Elastic Network With a Coarse-Grained Molecular Force Field:

Structure, Dynamics, and Intermolecular Recognition. J. Chem. Theory Comput. 2009, 5, 2531–2543. [CrossRef]
55. Filipe, H.A.L.; Moreno, M.J.; Rog, T.; Vattulainen, I.; Loura, L.M.S. How To Tackle the Issues in Free Energy Simulations of Long

Amphiphiles Interacting with Lipid Membranes: Convergence and Local Membrane Deformations. J. Phys. Chem. B 2014, 118,
3572–3581. [CrossRef]

56. Hub, J.S.; de Groot, B.L.; van der Spoel, D. g_wham—A Free Weighted Histogram Analysis Implementation Including Robust
Error and Autocorrelation Estimates. J. Chem. Theory Comput. 2010, 6, 3713–3720. [CrossRef]

57. Filipe, H.A.L.; Moreno, M.J.; Loura, L.M.S. Interaction of 7-Nitrobenz-2-oxa-1,3-diazol-4-yl-Labeled Fatty Amines with 1-
Palmitoyl, 2-Oleoyl-sn-glycero-3-phosphocholine Bilayers: A Molecular Dynamics Study. J. Phys. Chem. B 2011, 115, 10109–10119.
[CrossRef]

58. Wen, P.-C.; Verhalen, B.; Wilkens, S.; Mchaourab, H.S.; Tajkhorshid, E. On the Origin of Large Flexibility of P-glycoprotein in the
Inward-facing State. J. Biol. Chem. 2013, 288, 19211–19220. [CrossRef]

59. Li, J.; Jaimes, K.F.; Aller, S.G. Refined structures of mouse P-glycoprotein. Protein Sci. 2014, 23, 34–46. [CrossRef]
60. Condic-Jurkic, K.; Subramanian, N.; Mark, A.E.; O’Mara, M.L. The reliability of molecular dynamics simulations of the multidrug

transporter P-glycoprotein in a membrane environment. PLoS ONE 2018, 13, e0191882. [CrossRef]
61. Humphrey, W.; Dalke, A.; Schulten, K. VMD: Visual molecular dynamics. J. Mol. Graph. 1996, 14, 33–38. [CrossRef]
62. Seelig, A. P-Glycoprotein: One Mechanism, Many Tasks and the Consequences for Pharmacotherapy of Cancers. Front. Oncol.

2020, 10, 576559. [CrossRef]
63. Li-Blatter, X.; Seelig, A. Exploring the P-Glycoprotein Binding Cavity with Polyoxyethylene Alkyl Ethers. Biophys. J. 2010, 99,

3589–3598. [CrossRef]
64. Al-Shawi, M.K.; Polar, M.K.; Omote, H.; Figler, R.A. Transition state analysis of the coupling of drug transport to ATP hydrolysis

by P-glycoprotein. J. Biol. Chem. 2003, 278, 52629–52640. [CrossRef]
65. Ledwitch, K.V.; Gibbs, M.E.; Barnes, R.W.; Roberts, A.G. Cooperativity between verapamil and ATP bound to the efflux transporter

P-glycoprotein. Biochem. Pharmacol. 2016, 118, 96–108. [CrossRef]
66. Moesgaard, L.; Reinholdt, P.; Nielsen, C.U.; Kongsted, J. Mechanism behind Polysorbates’ Inhibitory Effect on P-Glycoprotein.

Mol. Pharmacol. 2022, 19, 2248–2253. [CrossRef]
67. Meier, M.; Seelig, J. Lipid and Peptide Dynamics in Membranes upon Insertion of n-alkyl-beta-D-Glucopyranosides. Biophys. J.

2010, 98, 1529–1538. [CrossRef]
68. Ferreira, R.J.; Ferreira, M.J.U.; dos Santos, D. Insights on P-Glycoprotein’s Efflux Mechanism Obtained by Molecular Dynamics

Simulations. J. Chem. Theory Comput. 2012, 8, 1853–1864. [CrossRef]
69. Corradi, V.; Mendez-Villuendas, E.; Ingólfsson, H.I.; Gu, R.-X.; Siuda, I.; Melo, M.N.; Moussatova, A.; DeGagné, L.J.; Sejdiu, B.I.;

Singh, G.; et al. Lipid-Protein Interactions Are Unique Fingerprints for Membrane Proteins. ACS Cent. Sci. 2018, 4, 709–717.
[CrossRef]

70. Domicevica, L.; Koldso, H.; Biggin, P.C. Multiscale molecular dynamics simulations of lipid interactions with P-glycoprotein in a
complex membrane. J. Mol. Graph. Model. 2018, 80, 147–156. [CrossRef]

71. Filipe, H.A.L.; Bowman, D.; Palmeira, T.; Cardoso, R.M.S.; Loura, L.M.S.; Moreno, M.J. Interaction of NBD-labelled fatty amines
with liquid-ordered membranes: A combined molecular dynamics simulation and fluorescence spectroscopy study. Phys. Chem.
Chem. Phys. 2015, 17, 27534–27547. [CrossRef]

72. Coreta-Gomes, F.M.; Martins, P.A.T.; Velazquez-Campoy, A.; Vaz, W.L.C.; Geraldes, C.F.G.; Moreno, M.J. Interaction of Bile Salts
with Model Membranes Mimicking the Gastrointestinal Epithelium: A Study by Isothermal Titration Calorimetry. Langmuir 2015,
31, 9097–9104. [CrossRef]

http://doi.org/10.1016/S0925-4439(97)00025-2
http://doi.org/10.1021/bi051380+
http://doi.org/10.1038/nprot.2009.182
http://doi.org/10.1074/jbc.M601917200
http://doi.org/10.1021/acsomega.7b01145
http://doi.org/10.1016/j.softx.2015.06.001
http://doi.org/10.1021/jp071097f
http://doi.org/10.1021/ja507832e
http://doi.org/10.1021/ct300254y
http://doi.org/10.1021/ct9002114
http://doi.org/10.1021/jp501622d
http://doi.org/10.1021/ct100494z
http://doi.org/10.1021/jp203532c
http://doi.org/10.1074/jbc.M113.450114
http://doi.org/10.1002/pro.2387
http://doi.org/10.1371/journal.pone.0191882
http://doi.org/10.1016/0263-7855(96)00018-5
http://doi.org/10.3389/fonc.2020.576559
http://doi.org/10.1016/j.bpj.2010.10.033
http://doi.org/10.1074/jbc.M308175200
http://doi.org/10.1016/j.bcp.2016.08.013
http://doi.org/10.1021/acs.molpharmaceut.2c00074
http://doi.org/10.1016/j.bpj.2009.12.4286
http://doi.org/10.1021/ct300083m
http://doi.org/10.1021/acscentsci.8b00143
http://doi.org/10.1016/j.jmgm.2017.12.022
http://doi.org/10.1039/C5CP04191K
http://doi.org/10.1021/acs.langmuir.5b01810


Pharmaceutics 2023, 15, 174 31 of 32

73. Abreu, M.S.C.; Moreno, M.J.; Vaz, W.L.C. Kinetics and Thermodynamics of Association of a Phospholipid Derivative with Lipid
Bilayers in Liquid-Disordered and Liquid-Ordered Phases. Biophys. J. 2004, 87, 353–365. [CrossRef]

74. Estronca, L.M.B.B.; Moreno, M.J.; Vaz, W.L.C. Kinetics and thermodynamics of the association of dehydroergosterol with lipid
bilayer membranes. Biophys. J. 2007, 93, 4244–4253. [CrossRef]

75. Filipe, H.A.L.; Javanainen, M.; Salvador, A.; Galvao, A.M.; Vattulainen, I.; Loura, L.M.S.; Moreno, M.J. Quantitative Assessment
of Methods Used To Obtain Rate Constants from Molecular Dynamics Simulations-Translocation of Cholesterol across Lipid
Bilayers. J. Chem. Theory Comput. 2018, 14, 3840–3848. [CrossRef]

76. Periole, X.; Marrink, S.J. The Martini Coarse-Grained Force Field; Humana Press: Totowa, NJ, USA, 2013; Volume 924.
77. Cardoso, R.M.S.; Martins, P.A.T.; Gomes, F.; Doktorovova, S.; Vaz, W.L.C.; Moreno, M.J. Chain-Length Dependence of Inser-

tion, Desorption, and Translocation of a Homologous Series of 7-Nitrobenz-2-oxa-1,3-diazol-4-yl-Labeled Aliphatic Amines in
Membranes. J. Phys. Chem. B 2011, 115, 10098–10108. [CrossRef]

78. Subramanian, N.; Condic-Jurkic, K.; Mark, A.E.; O’Mara, M.L. Identification of Possible Binding Sites for Morphine and
Nicardipine on the Multidrug Transporter P-Glycoprotein Using Umbrella Sampling Techniques. J. Chem. Inf. Model. 2015, 55,
1202–1217. [CrossRef]

79. Subramanian, N.; Schumann-Gillett, A.; Mark, A.E.; O’Mara, M.L. Probing the Pharmacological Binding Sites of P-Glycoprotein
Using Umbrella Sampling Simulations. J. Chem. Inf. Model. 2019, 59, 2287–2298. [CrossRef]

80. Shukla, S.; Skoumbourdis, A.P.; Walsh, M.J.; Hartz, A.M.S.; Fung, K.L.; Wu, C.P.; Gottesman, M.M.; Bauer, B.; Thomas, C.J.;
Ambudkar, S.V. Synthesis and Characterization of a BODIPY Conjugate of the BCR-ABL Kinase Inhibitor Tasigna (Nilotinib):
Evidence for Transport of Tasigna and Its Fluorescent Derivative by ABC Drug Transporters. Mol. Pharmacol. 2011, 8, 1292–1302.
[CrossRef]

81. Moreno, M.J.; Estronca, L.M.B.B.; Vaz, W.L.C. Translocation of phospholipids and dithionite permeability in liquid-ordered and
liquid-disordered membranes. Biophys. J. 2006, 91, 873–881. [CrossRef]

82. Martins, P.A.T.; Domingues, N.; Pires, C.; Alves, A.M.; Palmeira, T.; Samelo, J.; Cardoso, R.; Velazquez-Campoy, A.; Moreno, M.J.
Molecular crowding effects on the distribution of amphiphiles in biological media. Colloids Surf. B 2019, 180, 319–325. [CrossRef]
[PubMed]

83. Filipe, H.A.L.; Salvador, A.; Silvestre, J.M.; Vaz, W.L.C.; Moreno, M.J. Beyond Overton’s Rule: Quantitative Modeling of Passive
Permeation through Tight Cell Monolayers. Mol. Pharmacol. 2014, 11, 3696–3706. [CrossRef] [PubMed]

84. Heerklotz, H.; Keller, S. How Membrane Partitioning Modulates Receptor Activation: Parallel versus Serial Effects of Hydrophobic
Ligands. Biophys. J. 2013, 105, 2607–2610. [CrossRef] [PubMed]

85. Meier, M.; Blatter, X.L.; Seelig, A.; Seelig, J. Interaction of verapamil with lipid membranes and P-glycoprotein: Connecting
thermodynamics and membrane structure with functional activity. Biophys. J. 2006, 91, 2943–2955. [CrossRef] [PubMed]

86. Cantor, R.S. The influence of membrane lateral pressures on simple geometric models of protein conformational equilibria. Chem.
Phys. Lipids 1999, 101, 45–56. [CrossRef]

87. Heerklotz, H. Membrane stress and permeabilization induced by asymmetric incorporation of compounds. Biophys. J. 2001, 81,
184–195. [CrossRef]

88. Heerklotz, H. Interactions of surfactants with lipid membranes. Q. Rev. Biophys. 2008, 41, 205–264. [CrossRef]
89. Marsh, D. Lateral pressure profile, spontaneous curvature frustration, and the incorporation and conformation of proteins in

membranes. Biophys. J. 2007, 93, 3884–3899. [CrossRef]
90. van Meer, G.; Voelker, D.R.; Feigenson, G.W. Membrane lipids: Where they are and how they behave. Nat. Rev. Mol. Cell Biol.

2008, 9, 112–124. [CrossRef]
91. Xu, Y.Y.; Egido, E.; Li-Blatter, X.; Muller, R.; Merino, G.; Berneche, S.; Seelig, A. Allocrite Sensing and Binding by the Breast Cancer

Resistance Protein (ABCG2) and P-Glycoprotein (ABCB1). Biochemistry 2015, 54, 6195–6206. [CrossRef]
92. Mello-Vieira, J.; Sousa, T.; Coutinho, A.; Fedorov, A.; Lucas, S.D.; Moreira, R.; Castro, R.E.; Rodrigues, C.M.P.; Prieto, M.;

Fernandes, F. Cytotoxic bile acids, but not cytoprotective species, inhibit the ordering effect of cholesterol in model membranes at
physiologically active concentrations. Biochim. Biophys. Acta-Biomembr. 2013, 1828, 2152–2163. [CrossRef] [PubMed]

93. Taboada, P.; Attwood, D.; Ruso, J.M.; Garcia, M.; Mosquera, V. Thermodynamic properties of some antidepressant drugs in
acqueous solution. Langmuir 2001, 17, 173–177. [CrossRef]

94. Attwood, D. The Mode of Association of Amphiphilic Drugs in Aqueous-Solution. Adv. Colloid Interface Sci. 1995, 55, 271–303.
[CrossRef]

95. Shoemaker, D.G.; Nichols, J.W. Hydrophobic Interaction of Lysophospholipids and Bile-Salts at Submicellar Concentrations.
Biochemistry 1990, 29, 5837–5842. [CrossRef] [PubMed]

96. Paketuryte, V.; Petrauskas, V.; Zubriene, A.; Abian, O.; Bastos, M.; Chen, W.Y.; Moreno, M.J.; Krainer, G.; Linkuviene, V.; Sedivy, A.;
et al. Uncertainty in protein-ligand binding constants: Asymmetric confidence intervals versus standard errors. Eur. Biophys. J.
Biophys. Lett. 2021, 50, 661–670. [CrossRef] [PubMed]

97. Bucher, K.; Belli, S.; Wunderli-Allenspach, H.; Kramer, S.D. P-glycoprotein in proteoliposomes with low residual detergent: The
effects of cholesterol. Pharm. Res. 2007, 24, 1993–2004. [CrossRef]

98. Aller, S.G.; Yu, J.; Ward, A.; Weng, Y.; Chittaboina, S.; Zhuo, R.P.; Harrell, P.M.; Trinh, Y.T.; Zhang, Q.H.; Urbatsch, I.L.; et al.
Structure of P-Glycoprotein Reveals a Molecular Basis for Poly-Specific Drug Binding. Science 2009, 323, 1718–1722. [CrossRef]

http://doi.org/10.1529/biophysj.104.040576
http://doi.org/10.1529/biophysj.107.112847
http://doi.org/10.1021/acs.jctc.8b00150
http://doi.org/10.1021/jp203429s
http://doi.org/10.1021/ci5007382
http://doi.org/10.1021/acs.jcim.8b00624
http://doi.org/10.1021/mp2001022
http://doi.org/10.1529/biophysj.106.082115
http://doi.org/10.1016/j.colsurfb.2019.04.065
http://www.ncbi.nlm.nih.gov/pubmed/31071572
http://doi.org/10.1021/mp500437e
http://www.ncbi.nlm.nih.gov/pubmed/25190147
http://doi.org/10.1016/j.bpj.2013.10.031
http://www.ncbi.nlm.nih.gov/pubmed/24359728
http://doi.org/10.1529/biophysj.106.089581
http://www.ncbi.nlm.nih.gov/pubmed/16877510
http://doi.org/10.1016/S0009-3084(99)00054-7
http://doi.org/10.1016/S0006-3495(01)75690-1
http://doi.org/10.1017/S0033583508004721
http://doi.org/10.1529/biophysj.107.107938
http://doi.org/10.1038/nrm2330
http://doi.org/10.1021/acs.biochem.5b00649
http://doi.org/10.1016/j.bbamem.2013.05.021
http://www.ncbi.nlm.nih.gov/pubmed/23747364
http://doi.org/10.1021/la0007325
http://doi.org/10.1016/0001-8686(94)00228-5
http://doi.org/10.1021/bi00476a027
http://www.ncbi.nlm.nih.gov/pubmed/2383561
http://doi.org/10.1007/s00249-021-01518-4
http://www.ncbi.nlm.nih.gov/pubmed/33837826
http://doi.org/10.1007/s11095-007-9326-0
http://doi.org/10.1126/science.1168750


Pharmaceutics 2023, 15, 174 32 of 32

99. Klotz, I.M.; Hunston, D.L. Protein Interactions with Small Molecules—Relationships Between Stoichiometric Binding Constants,
Site Binding Constants, and Empirical Binding Parameters. J. Biol. Chem. 1975, 250, 3001–3009. [CrossRef]

100. Vega, S.; Abian, O.; Velazquez-Campoy, A. A unified framework based on the binding polynomial for characterizing biological
systems by isothermal titration calorimetry. Methods 2015, 76, 99–115. [CrossRef]

101. Sauna, Z.E.; Andrus, M.B.; Turner, T.M.; Ambudkar, S.V. Biochemical basis of polyvalency as a strategy for enhancing the efficacy
of P-glycoprotein (ABCB1) modulators: Stipiamide homodimers separated with defined-length spacers reverse drug efflux with
greater efficacy. Biochemistry 2004, 43, 2262–2271. [CrossRef]

102. Xu, W.C.; Chen, S.H.; Wang, X.Q.; Wu, H.G.; Yamada, H.; Hirano, T. Bisbenzylisoquinoline alkaloids and P-glycoprotein function:
A structure activity relationship study. Bioorg. Med. Chem. 2020, 28, 115553. [CrossRef] [PubMed]

103. Cardoso, D.S.P.; Szemeredi, N.; Spengler, G.; Mulhovo, S.; dos Santos, D.; Ferreira, M.J.U. Exploring the Monoterpene Indole
Alkaloid Scaffold for Reversing P-Glycoprotein-Mediated Multidrug Resistance in Cancer. Pharmaceuticals 2021, 14, 862. [CrossRef]
[PubMed]

104. Ferreira, R.J.; Ferreira, M.J.U.; dos Santos, D. Molecular Docking Characterizes Substrate-Binding Sites and Efflux Modulation
Mechanisms within P-Glycoprotein. J. Chem. Inf. Model. 2013, 53, 1747–1760. [CrossRef]

105. Isca, V.M.S.; Ferreira, R.J.; Garcia, C.; Monteiro, C.M.; Dinic, J.; Holmstedt, S.; Andre, V.; Pesic, M.; dos Santos, D.; Candeias, N.R.;
et al. Molecular Docking Studies of Royleanone Diterpenoids from Plectranthus spp. as P-Glycoprotein Inhibitors. ACS Med.
Chem. Lett. 2020, 11, 839–845. [CrossRef] [PubMed]

106. Lagares, L.M.; Perez-Castillo, Y.; Minovski, N.; Novic, M. Structure-Function Relationships in the Human P-Glycoprotein
(ABCB1): Insights from Molecular Dynamics Simulations. Int. J. Mol. Sci. 2022, 23, 362. [CrossRef]

107. Deng, F.; Ghemtio, L.; Grazhdankin, E.; Wipf, P.; Xhaard, H.; Kidron, H. Binding Site Interactions of Modulators of Breast Cancer
Resistance Protein, Multidrug Resistance-Associated Protein 2, and P-Glycoprotein Activity. Mol. Pharmacol. 2020, 17, 2398–2410.
[CrossRef]

108. Loo, T.W.; Clarke, D.M. Mapping the Binding Site of the Inhibitor Tariquidar That Stabilizes the First Transmembrane Domain of
P-glycoprotein. J. Biol. Chem. 2015, 290, 29389–29401. [CrossRef]

109. Doige, C.A.; Yu, X.H.; Sharom, F.J. The Effects of Lipids and Detergents on ATPase-Active P-Glycoprotein. Biochim. Biophys. Acta
1993, 1146, 65–72. [CrossRef]

110. Aanismaa, P.; Gatlik-Landwojtowicz, E.; Seelig, A. P-glycoprotein senses its substrates and the lateral membrane packing density:
Consequences for the catalytic cycle. Biochemistry 2008, 47, 10197–10207. [CrossRef] [PubMed]

111. Wadkins, R.M.; Houghton, P.J. The Role of Drug Lipid Interactions in the Biological-Activity of Modulators of Multidrug-
Resistance. Biochim. Biophys. Acta 1993, 1153, 225–236. [CrossRef]

112. Speelmans, G.; Staffhorst, R.; Dewolf, F.A.; Dekruijff, B. Verapamil Competes With Doxorubicin For Binding To Anionic
Phospholipids Resulting In Increased Internal Concentrations And Rates Of Passive Transport Of Doxorubicin. Biochim. Biophys.
Acta-Biomembr. 1995, 1238, 137–146. [CrossRef] [PubMed]

113. Ferreira, R.J.; Ferreira, M.J.U.; dos Santos, D. Do adsorbed drugs onto P-glycoprotein influence its efflux capability? Phys. Chem.
Chem. Phys. 2015, 17, 22023–22034. [CrossRef] [PubMed]

114. Bonito, C.A.; Ferreira, R.J.; Ferreira, M.J.U.; Gillet, J.P.; Cordeiro, M.; dos Santos, D. Theoretical insights on helix repacking as the
origin of P-glycoprotein promiscuity. Sci. Rep. 2020, 10, 9823. [CrossRef] [PubMed]

115. Vahedi, S.; Chufan, E.E.; Ambudkar, S.V. Global alteration of the drug-binding pocket of human P-glycoprotein (ABCB1) by
substitution of fifteen conserved residues reveals a negative correlation between substrate size and transport efficiency. Biochem.
Pharmacol. 2017, 143, 53–64. [CrossRef]

116. Al-Ali, A.A.A.; Nielsen, R.B.; Steffansen, B.; Holm, R.; Nielsen, C.U. Nonionic surfactants modulate the transport activity of
ATP-binding cassette (ABC) transporters and solute carriers (SLC): Relevance to oral drug absorption. Int. J. Pharmaceut. 2019,
566, 410–433. [CrossRef]

117. Li-Blatter, X.; Nervi, P.; Seelig, A. Detergents as intrinsic P-glycoprotein substrates and inhibitors. Biochim. Biophys. Acta-Biomembr.
2009, 1788, 2335–2344. [CrossRef]

118. Cardoso, D.S.P.; Kincses, A.; Nove, M.; Spengler, G.; Mulhovo, S.; Aires-de-Sousa, J.; dos Santos, D.; Ferreira, M.J.U. Alkylated
monoterpene indole alkaloid derivatives as potent P-glycoprotein inhibitors in resistant cancer cells. Eur. J. Med. Chem. 2021, 210,
112985. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1016/S0021-9258(19)41586-X
http://doi.org/10.1016/j.ymeth.2014.09.010
http://doi.org/10.1021/bi035965k
http://doi.org/10.1016/j.bmc.2020.115553
http://www.ncbi.nlm.nih.gov/pubmed/32503690
http://doi.org/10.3390/ph14090862
http://www.ncbi.nlm.nih.gov/pubmed/34577562
http://doi.org/10.1021/ci400195v
http://doi.org/10.1021/acsmedchemlett.9b00642
http://www.ncbi.nlm.nih.gov/pubmed/32435393
http://doi.org/10.3390/ijms23010362
http://doi.org/10.1021/acs.molpharmaceut.0c00155
http://doi.org/10.1074/jbc.M115.695171
http://doi.org/10.1016/0005-2736(93)90339-2
http://doi.org/10.1021/bi800209h
http://www.ncbi.nlm.nih.gov/pubmed/18759452
http://doi.org/10.1016/0005-2736(93)90409-S
http://doi.org/10.1016/0005-2736(95)00119-N
http://www.ncbi.nlm.nih.gov/pubmed/7548128
http://doi.org/10.1039/C5CP03216D
http://www.ncbi.nlm.nih.gov/pubmed/26235302
http://doi.org/10.1038/s41598-020-66587-5
http://www.ncbi.nlm.nih.gov/pubmed/32555203
http://doi.org/10.1016/j.bcp.2017.07.014
http://doi.org/10.1016/j.ijpharm.2019.05.033
http://doi.org/10.1016/j.bbamem.2009.07.010
http://doi.org/10.1016/j.ejmech.2020.112985

	Introduction 
	Materials and Methods 
	Materials 
	Total Membrane Vesicle Preparation 
	ATPase Assays 
	Photolabeling of P–gp with [125I]-IAAP 
	Preparation of Large Unilamelar Vesicles 
	Association of the NBD Amphiphiles with Model Membranes and with Native Membranes 
	Bilayer Setup for Molecular Dynamics Simulations 
	Assembly of P–gp for Coarse Grain Molecular Dynamics Simulations 
	Umbrella Sampling Simulations for NBD–Cn in the Water/Complex Asymmetric Membrane 
	Umbrella Sampling Simulations for NBD–Cn in the P–gp Containing Membranes 
	MD Simulations Data Analysis and Visualization 

	Results 
	Effect of the Amphiphiles on P–gp ATPase Activity and Competition with IAAP for Binding 
	Association of the Amphiphiles with Lipid Bilayers and P–gp Containing Native Membranes 
	Molecular Dynamics Characterization of P–gp Embedded in Lipid Bilayers 
	MD Characterization of NBD–Cn in the Asymmetric Membrane 
	MD Characterization of the Transfer of NBD–Cn from the Lipid to P–gp 
	Details of the Interaction of the NBD–Cn Amphiphiles with P–gp 

	Discussion 
	Effective Concentration of the Amphiphiles 
	Concentration of the Amphiphiles in the Aqueous Phase 
	Relative Affinity of the Amphiphiles for the Lipid Bilayer and for P–gp 
	Number of Binding Sites in P–gp’s Binding Pocket 
	Re-Analysis of the Effects on ATPase Activity 
	Re-Analysis of the Effects on IAAP Displacement 
	Hypothesis for the Mechanism of Inhibition of P–gp ATPase Activity 

	Conclusions 
	References

