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ABSTRACT: Peroxisome proliferator receptor gamma (PPARy), a type II nuclear
receptor, fundamental in the regulation of genes, glucose metabolism, and insulin
sensitization has been shown to be impacted by per- and poly-fluoroalkyl substances
(PFASs). To consider the influence of PFASs upon PPARy, the molecular interactions of
27 PFASs have been investigated. Two binding sites have been identified on the PPARy
homodimer structure: the dimer pocket and the ligand binding pocket, the former has
never been studied prior. Molecular dynamics calculations were performed to gain
insights about PFASs-PPARy binding and the role of acidic and basic residues. The
electrostatic interactions for acidic and basic residues far from the binding site were
probed, together with their effect on PPARy recognition. Short-range electrostatic and
van der Waals interactions with nearby residues and their influence on binding energies were investigated. As the negative effects of
perfluorooctane sulfonate acid were previously shown to be alleviated by one of its natural ligands, L-carnitine, here, the utility of L-
carnitine as a possible inhibitor for other PFASs has been considered. A comparison of the binding patterns of L-carnitine and PFASs
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provides insights toward mitigation strategies for PFASs.

1. INTRODUCTION

Per- and poly-fluoroalkyl substances (PFASs) are “forever
chemicals”, a number of which have been implicated with long
lasting effects on humans, animals, and the environment." The
first report of PFASs dates back to 1940.” Due to their oil- and
fat-repellent properties along with their resilient nature, these
chemicals were initially used for military purposes. Later, they
were applied to industrial products, such as coating agents, oil
repellents, and firefighting foam.*~>

Perfluorooctane sulfonate acid (PFOS) and perfluoroocta-
noic acid (PFOA) are the two most well-known PFASs. PFOA
was initially used in commercial products to produce
polytetrafluoroethylene, for non-stick coatings.3 Several studies
in the 1990s confirmed the presence of PFOS in blood serum.
Eight chemical companies agreed to stop the production of
PFOA and PFOS in 2006.° In 2015, the production of PFOS,
PFOA, perfluorosulfonic acids with six or more carbon atoms,
and perfluorocarboxylic acids with eight or more carbon atoms
in the United States ended.”” Despite safety concerns, which
has stopped U.S. production and use, the manufacturing of
these chemicals has continued in some countries.”

Recently, concerns have been raised about the possible levels
of PFAS compounds in water sources, and mitigation efforts
are underway in many states.” In 2016, the EPA released a
health advisory recommending that the combined concen-
tration of PFOS and PFOA in water should be less than 70 ng/
L."" Despite the health advisory, there are no mandatory
federal standards, and each U.S. state has its own regulations or
guidelines for the safety of drinking water, ranging from 11 to
1000 ng/L."
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Assessing the impact of PFASs on organisms at the
molecular level is fundamental to understand their possible
effects and identify routes to mitigate them. The hepatotox-
icity, neurotoxicity, reproductive toxicity, immunotoxicity,
thyroid disruption, and cardiovascular toxicity of PFOS has
been discussed by Zeng et al.'' For a number of affected
proteins linked to such toxicological impacts, there is crystal
structure data available, facilitating molecular level studies. In
addition, recent in vivo and in vitro studies have been
conducted to study the interactions between human and
animal proteins with PFASs (see, eg, refs 12—26).

In recent studies, PFOS was implicated in renal fibrosis.
The mechanism by which PFOS can cause renal injury
involves the deacetylation and inactivation of PPARY, playing a
very important role in cell signaling processes. Liu et al. studied
the associations of different PFASs and serum biochemical
markers for uremic patients under hemodialysis.”” They found
that the effects of PFOS and PFOA on the kidneys are long-
lasting and provided an explanation for the long half-life that
PFASs have in humans.

PPARy functions as a regulator for fatty acid storage and
glucose metabolism by binding to DNA and acting as a
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transcription factor. The homodimerization of PPARy and its
biological relevance have been discussed in the literature.”’~>
Fulton et al. provides direct evidence that PPARy homo-
dimerizes by using yeast two-hybrid experiments, where the
physical interaction between the two PPARy monomers, and
formation of homodimers, has been shown by reporter
activation.”® Todorov et al. studied nuclear receptor proteins
from CaLu-6 cells probed with the **P-labeled human renin
Pal3 sequence using electrophoretic mobility-shift assay.”’ The
addition of anti-PPARy antibody in these assays resulted in
retardation of two separate protein complex bands. In other
words, the anti-PPARy antibody bound and slowed down two
different PPARy containing protein complexes present in the
cells. Since RXRa is the standard interaction partner for
PPARy, Todorov et al. suggested that these two bands might
correspond to the PPARy/RXRa heterodimer and PPARy/
PPARy homodimer.”" Estany et al. found two inverted half site
DNA motifs which may allow two PPARy proteins to bind to
each half site as a homodimer.”” Okuno et al. utilized gel shift
analysis showing that PPARy might bind to the Pal3 DNA
motif as a homodimer, in comparison to the DR1 motif, which
is a commonly known PPARy/RXR heterodimer binding
site.”> Many PPARy crystals structures including the one
reported by Nolte et al. and the one studied here (PDB ID:
3ADV) by Waku et al. show that PPARy has a homodimer
interface and can form a homodimer complex similar to other
nuclear receptors (ie., estrogen receptor-a and R)(R—ot).34’35
Due to the possible biological relevance of the PPARy
homodimer, the homodimer was considered in this study.

The activation of PPARy causes insulin sensitization and
regulates glucose metabolism, and the intake of any kinds of
sugar is a fundamental process for the body to regulate. Chou
et al. investigated how L-carnitine plays an essential role in
attenuating the effects of PFOS in the kidneys via PPARy and
Sirtl mechanisms.”” Additionally, L-carnitine can be synthe-
tized on a cellular level by methionine and lysine, and in prior
studies, it is shown to diminish the effects of gentamicin-
induced apoptosis in PPARa.””**

To better understand PFAS structure/protein activity
relationships, computational studies are important, although
they are scarce. One of the first such studies was performed by
Salvalaglio et al.*® They examined the binding energies and
binding sites in human serum albumin, describing how PFOS
and PFOA bind to this protein. The authors utilized molecular
dynamics simulations along with molecular mechanics-
generalized Born solvation area (MM-GBSA) calculations to
predict free binding energies®® and described guidelines for
PFASs with lower bio-accumulative potential. Other studies
have utilized computation to investigate the interaction of
different PFASs with human or animal proteins and analyze
possible binding sites and poses.”’~*

Takacs and Abbott investigated the interaction between
PPARy and PFOS and PFOA."” They observed that there was
no PPARy activity alteration in both mice and humans in the
presence of these PFASs. Zhang et al. determined half
maximum inhibition concentrations (ICs,) for twelve PFASs
with PPARy, providing docking and activity studies, and
concluded that hydrogen bonding of the ligands to Tyr 473
and interactions with His 323 and His 449 were deemed
essential for PPARy activation. Additionally, the authors
identified key residues and important hydrogen bond pairs
on PPARy for the ligand binding pocket (LBP) using
molecular docking,'” For PPARy, different studies identify

His 323, His 499, and Tyr 473 as key for PPARy’s activity,
along with the size and length of the carbon chain (see
example refs 41 and 42). In terms of structural properties, the
importance of helixes AF-2, 3, 7, and 10 has been documented
prior for PPARy. The position of PFASs within the LBP and
AF-2 helix, along with key residue interactions, is of paramount
importance for PPARy’s activity.'”**

Activity and docking studies were also performed on
PPARS/S using a range of PFASs by Li et al."* The authors
found that the binding geometries of selected PFASs were
similar to those of fatty acids, fitting in the LBP of PPARS/6.
Furthermore, Li et al. found that both isoforms of PPAR are
activated by PFASs, and that the transcriptional activity was
associated with the carbon length.** Recently, Behr et al.
probed the activation of nuclear receptors with PFAS.'®
Although PPARa could activate several PFASs, PPARy was
shown to only be activated by perfluoro-2-methyl-3-oxahex-
anoic acid and 3H-perfluoro-3-[(3-methoxypropoxy) prop-
anoic acid. In comparison with in vitro experimental results by
Zhang et al, Behr et al. reported much different PPARy
activity. These inconsistencies were attributed to the PPARy
constructs selected, and different cell lines were used in the
experiment.'”'® Due to the conflicting conclusions from the
prior studies, a better understanding of how PPARy interacts
with different residues at a molecular level is needed.

In this study, different binding pockets are investigated, as
well as the interactions between PPARy and 27 widely used
PFASs. Herein, in addition to the orthosteric binding pocket
present in the PPARy LBD, a new binding site present in the
PPARy homodimer is identified: dimer pocket and studied as a
potential bio accumulative target. The dimer pocket is situated
between the two PPARy LBD monomers, and computational
predictions showed binding to a variety of PFASs.

The PFASs investigated here represent a variety of carbon
chain lengths and functional groups (amines, carboxylic
groups, alcohols, and sulfonic groups) to provide insights
about how structural modifications affect the binding of PFAS
species to the receptor. A number of “short chain” PFAS
alternatives are considered including 2,3,3,3-tetrafluoro-2-
heptafluoropropoxy propanoic acid (GenX), 4,8-dioxa-3H-
perfluorononanoic acid (ADONA), 6:2 fluorotelomer carbox-
ylic acid (6:2 FTCA), and 6:2 fluorotelomer alcohol (6:2
FTOH). “Short chain” alternatives to PFOS and PFOA are
perfluoroalkyl carboxylic acids (PFCAs) with six or less
fluorinated carbons and perfluorosulfonic acids (PFSAs) with
five or less fluorinated carbons. “Short chain” PFASs are
generally thought to be less harmful; however, their effects on
the human body and environment are less understood.*~*
The influence of basic and acidic residues upon the
interactions has been investigated, as has the impact of L-
carnitine and its interaction with different binding pockets.

2. COMPUTATIONAL METHODS

2.1. Site Analysis and Molecular Docking. The PPARy
dimer structure was taken from the RSCB Protein Data Bank
(PDB ID: 3ADV*®) and was protonated using the Protonate
3D™ program from the Molecular Operating Environment’s
(MOE).*” 3ADV structure is a PPARy homodimer, which has
seen less attention in the literature and allowed us to identify a
new binding site for PFASs (dimer pocket). Additionally,
3ADV has a fatty acid metabolite, which has an amphiphilic
nature similar to PFASs and also has good X-ray resolution
(2.27 A), which allows for detecting positions of the side chain
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atoms confidently.”> The protonated PPARy dimer was
scanned for potential binding pockets using MOE’s “site
finder”. The site finder program detects alpha shapes on the
protein surface and evaluates them according to their
propensity of ligand binding (PLB) score.”’

The initial structures of the PFASs and L-carnitine were
obtained from PubChem.’’ The chemical formulas and
acronyms for the PFASs can be found on Table S1, and the
chemical structures of the compounds are included in Table
S2. The protonation states of the PFASs and L-carnitine under
physiological conditions (pH 7, 300 K and 1 atm) were
determined using the Protonate3D module and were
minimized in MOE with the AMBERI10: Extended Hiickel
Theory (EHT) force field, which uses Amber ff10 for
macromolecules and EHT for the ligands.””™>* PFASs’ and
L-carnitine's binding modes to the dimer pocket and LBP were
determined by docking to the binding sites using MOE.*
During the generation of L-carnitine binding poses to the LBP,
the hydrogen bond to the Tyr 473 was implemented as a query
for a pharmacophore approach, which is associated with
PPARYy activity.

The London AG scorinsg function was used to evaluate 100
initial ligand placements.”> Then, these initial 100 placements
were further refined to ten poses via the generalized-born
volume integral/weighted surface area scoring function
(GBVI/WSA) AG with induced fit protein settings. The
structurally distinct refined poses with the highest (GBVI/
WSA) AG scores were selected for further studies.

2.2. Simulation Protocol. The selected complex struc-
tures were minimized using molecular mechanics (MM) with
the Amberl0:EHT forcefield in MOE.>>">* The topologies
and the parameters for the minimized structures were created
using the Leap module of Amber Tools*® by using general
amber force field (GAFF) and AMBER ff14sb force fields.”’
The AM1-BCC charge scheme®® was used to calculate partial
charges of the ligand atoms, and these partial charges were fit
to GAFF by using the antechamber’® suite to generate ligand
parameters. The protein—ligand complex structures were
placed in a 14 A cube beyond the solute box, neutralized,
and ionized with 100 mM NaCl ions using parameters from
Joung and Cheatham in order to replicate a biological ionic
environment.””

In the minimization protocol, a series of harmonic potentials
(500.0, 200.0, 20.0, 10.0, 5.0, and 0.0 kcal mol™) were used,
which restrain the protein structure and allow water molecules,
ions, and the ligand to relax. Then, the systems were heated
from 100 to 300 K in 30 ps MD simulations. After heating, 30
ns MD simulations were performed to ensure the convergence
of the system at 300 K and 1 atm pressure (see example rmsd
plots in Supporting Information, Figures S8—S11). During all
simulations, the pressure and temperature were controlled by
isotropic position scaling and Langevin dynamics, respectively.
Furthermore, the SHAKE algorithm60 was used to constrain
hydrogen bonds which allowed the use of a 2 fs time step.
Non-bonded interactions were truncated to 10 A, while the
particle-mesh Ewald method was used to efficiently approx-
imate long-range electrostatic interactions. The minimization
protocol and MD simulations were performed with Amber.*

2.3. Binding Energy Calculations. The binding free
energies of the ligand—protein complexes were calculated
using both molecular mechanics Poisson—Boltzmann surface
area (MM-PBSA) and MM-GBSA with a modified general
born solvation model® implemented in the Amber PBSA-

solver.”” The default internal and external dielectric constants
were used (1.0 and 80.0, respectively). The solvent accessible
surface area was determined with the default linear
combinations of pairwise overlaps method using modified
Bondi atomic radii. Due to the high computational cost of the
methodology, 500 frames of the simulation were used for the
MM-GBSA and MM-PBSA calculations. As shown in Figures
S8—S11, the overall protein rmsd has reached stability by this
point, so longer simulations are not necessary. A prior paper
has demonstrated that choice of different/longer time frames
will have little impact on the binding energy predictions.”> The
solute entropies were not considered because the primary
focus of this effort was on the relative binding energies of the
ligands on PPARy. The binding contributions of the residues
were calculated by per-residue decomposition,”® and the
energy contribution for each acidic and basic residues were
averaged from all of the poses tested. The residue
decomposition was performed using CPPTRAJ from Amber,
and the full length of the simulation was considered.”** This
step is important to understand specific interactions,
selectivity, and recognition in PPARy.

2.4. Hydrogen Bonding Analysis. Hydrogen bond
lifetime analyses were performed via CPPTRAJ for every
ligand tested.”* The ligand-PPARy complex with the strongest
MM-PBSA relative binding energy was selected for analysis.

3. RESULTS AND DISCUSSION

3.1. Binding Pockets on PPARy. The two potential
binding sites with the highest PLB scores, referred to here as
the dimer pocket and the LBP, were investigated and are
shown in Figure 1. The dimer pocket, not previously studied,

PDB ID: 3ADV
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Figure 1. Binding pockets detected on the PPARy dimer structure
(PDB ID: 3ADV) using MOE’s Site Finder. Two potential binding
sites are identified, and their entrances are shown. The surface and
area of the binding sites are depicted. The red spheres indicate a
hydrophilic surface, while silver depicts hydrophobic surfaces.

has the highest PLB score in comparison to other pockets. It is
located between the two PPARy dimer structures and is ~1900
A3 in size. This is in contrast to the LBP, which is ~1300 A® in
size. The LBP is known to bind to a variety of ligands (i.e.
medium chain fatty acids, thiazolidinediones, phenyl acetic
acids, and phenyl propanoic acids).”*%" In this study, both the
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dimer pocket and the LBP were considered as potential
binding sites for the PFASs (Table S1) and L-carnitine.

3.2. Binding Poses of PFASs. To determine how PFASs
orient within the potential binding sites, molecular docking
was used. The ligand binding to PPARy is a complex process.
The PPARy receptor contains flexible binding cavities and can
host a variety of structurally distinct ligands.”® Due to the
complexity of binding, induced-fit docking is used during the
pose generation. Induced-fit docking accounts for the move-
ments in the protein structure upon ligand binding and
multiple binding possess generated during this step are further
evaluated through MD and binding free energy calculations.
The binding poses with highest affinity are evaluated through
the residue decomposition schemes and hydrogen bond
analysis. The highest affinity binding poses of the ligands
into the LBP and the dimer pocket are shown in Figures 2 and
S1, respectively. PEASs which have more than six and less than
14 per-fluorinated carbon orient their functional groups toward
Tyr 473, His 449, and His 323, which have previously been
proposed as important residues for PPARy activity.'’

3.3. Binding Free Energy Calculations (MM-GBSA/
MM-PBSA) and Correlation Plots. The binding modes of
PFASs and L-carnitine to the LBP and dimer pocket were
studied using MM-GBSA and MM-PBSA, and the resulting
binding energies are depicted in Figures 3 and S2, respectively.
The binding energies were determined by averaging the results
for different PPARy binding poses for each compound. In
comparing the experimental IC, values by Zhang et al. (see,
ref 17) to our predicted PFASs to LBP binding energies, better
correlation was obtained using MM-PBSA rather than MM-
GBSA.

The binding energy values correlate directly with the carbon
chain length; however, the effects of the carbon chain length
differ for the dimer pocket and the LBP. On average, the
binding energies for the dimer pocket were lower than for the
LBP. Et-PFOSA-AcOH and Me-PFOSA-AcOH showed high
affinity toward the dimer pocket. Their chain lengths in
addition to their sulfonic and carboxylic functional groups
enabled very strong interactions (~25 kcal mol™"). L-Carnitine
also showed strong binding to the dimer pocket and strong
residue interactions (see Section 3.4).

The PFASs showed stronger binding to the LBP than to the
dimer pocket, while L-carnitine showed similar binding to both
pockets according to MM-PBSA. This indicates that PFASs are
prone to bind more strongly to the LBP, although the dimer
pocket can still have a role on the accumulation of PFASs.
Ligand binding to LBP is important for the activity of PPARy
(see, e.g, ref 17). In order to assess how the calculated binding
energies for LBP correlate to the PPARy activity, ICs, values of
PEDA, PENA, PFHxS, PFOA, PFOS, PFHxDA, PFOcDa,
PFTeDA, and PFDoA determined by Zhang et al. are used for
comparison, as shown in Figure 4. The binding energies of
PFOcDA and PFHxS were calculated only for the LBP to
compare with respective experimental ICs, values by Zhang et
al.'” The predicted binding energies of L-carnitine show that it
can compete to replace PFASs from both binding sites.

On average, the affinity of PFASs to LBP increased with the
size of the carbon chain length. There is a rise in binding
energy from PFBA to PFOcDA, which is consistent with the
increasing size of the carbon chain length. The LBP is
approximately three times larger than other nuclear receptors’
ligand pockets, which allows for compounds as large as
PFOCDA to bind strongly.”> PFASs with sulfonic acid groups
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Figure 2. Binding poses of PFASs and L-carnitine on PPARy. The
binding modes that have the highest binding affinity determined from
MM-PBSA are shown. Residues depicted belong to chain A.
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Figure 3. Average binding energies of PFASs and L-carnitine
calculated with MM-GBSA and MM-PBSA for the LBP. PFASs are
divided into subgroups: PFCAs, followed by perfluoroalkyl sulfonic
acids (PFSAs), fluorotelomer alcohols (FTOHs), fluorotelomer
carboxylic acids (FTCAs), fluorotelomer sulfonic acids (FTSAs),
and then alternatives. Each subgroup was listed from the shortest
chain length to longest (see Supporting Information Tables S1 and S2
for acronyms and structures).

showed higher affinity to the LBP in comparison to the
carboxylic acids, fluoro telomer alcohols (FTOHs), and fluoro
telomer carboxylic acids (FTCAs), with the same number of
per-fluorinated carbons. The PFASs that have a six to eight
per-fluorinated carbons along with both sulfonic acid and
carboxylic acid groups (Et-PFOSA-AcOH and Me-PFOSA-
AcOH) showed strong binding to LBP and to the dimer
pocket.

In recent work, MM-GBSA and MM-PBSA binding energy
predictions were evaluated for PFASs and the hPXR protein.”’
In this prior study, both MM-PBSA and MM-GBSA correlate
well with the experimental ECyy, though the MM-GBSA
correlation was slightly better.”” However, large PFAS
molecules such as PFTeDA, PFHxDA, and PFOcDA were
not studied for the hPXR receptor, and for these larger
molecules, MM-GBSA and MM-PBSA differ. As shown
previously, the utility of MM-GBSA and MM-PBSA can vary

with respect to the studied system.”’ Factors such as
hydrophobicity, lipophilicity, and electrostatics of the ligand
and choice of binding site, all play an important role on the
performance of the theoretical methods, directly influencing
computed predictions. For the large PFASs (PFTeDA,
PFHxDA, and PFOcDA), the tail portion of the compound
is more solvent-exposed and MM-PBSA provides a more
rigorous treatment of these solvent effects; thus, MM-PBSA
results in better correlation with experimental ICs, values. For
this reason, only the MM-PBSA correlation plot (Figure 4) has
been included. The MM-GBSA correlation is shown in Figure
S3. The r* between calculated binding energies and
experimental ICg, values is 0.6, which indicates that the
calculated binding energies for LBP correlate with the activity
data, although some variance is observed. This variance is
associated with both experimental and calculated standard
deviations. Another element that contributes to lower
correlation is the fact that experimental ICy, values relate to
the structure activity data, which is not the case for MM-GBSA
or MM-PBSA. For example, for 6:2 FTOH or 8:2 FTOH,
Zhang et al. does not detect any activity experimentally;
however, in the current study, these species do bind, though
they do not contribute to the receptor’s activity. PFHpA is an
outlier and has not been included in Figure 4, due to its large
ICsy value and large experimental uncertainty for PPARy
activation (192.4 + 17.2).

3.4. Residue Decomposition Analysis. 3.4.1. Binding
Contribution from Nearby Residues to PFASs and -
Carnitine. To evaluate the contribution of nearby residues to
the Gibbs free energy of binding, a space of 5—6 A around
PFASs and L-carnitine was selected. The binding energy
contribution within this space was determined via a per-residue
decomposition, which accounts for electrostatic and van der
Waals contributions to the binding. The average residue
contributions for PFASs (red) and vr-carnitine (green) were
determined from the highest affinity poses for the LBP and
dimer pocket and are compared in Figures 5 and S5,
respectively. At pH 7, L-carnitine is neutral, but it has two
charged groups. One side of the molecule is positively charged
(N*C3H,), and the other side has a deprotonated carboxylic
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Figure 4. Average calculated binding energies of PFASs with MM-PBSA in comparison with IC;, values determined experimentally by Zhang et al.
On the y-axis, the average calculated binding energies are plotted, and along the x-axis, the experimental IC;, values are provided. Error bars are

depicted in black (MM-PBSA) and red (experimental).
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Figure S. Binding contribution of each nearby residue for PFASs and
L-carnitine (LBP). For PFASs, highest affinity poses are averaged, and
for L-carnitine, the highest affinity pose is used.

group (COO™). It also has an OH group which can serve as a
hydrogen donor (Section 3.5). As discussed in Section 3.3, L-
carnitine shows similar binding energies to the dimer pocket
and LBP, with average binding energies of —19.0 kcal mol ™
from MMPBSA (Tables S3 and S4).

For the dimer pocket, the acidic residues such as Glu 324,
Asp 396, Glu 407, and Asp 441 repel PFASs derivatives very
strongly, as demonstrated by the average binding contributions
of ~30 kcal mol™ (Figure S4). For L-carnitine, the acidic
residues contribute positively or negatively to the overall
energy depending on their orientation toward the NH;* and
COO™ groups in the molecule. For example, in the dimer
pocket, L-carnitine is repelled by Glu 324 (15 kcal mol™"),
whereas Glu 407 has a negative contribution to the binding
energy (—15 kcal mol™"). The interaction energy of L-carnitine
with basic residues especially arginines and lysines is
significant, but not as strong as for PFASs.

Figure S shows the interaction energy of PFASs with close
residues within the LBP. As shown, Arg 288 and Lys 367 have
the strongest contributions to the binding, whereas Glu 295
and Glu 343 repel PFASs from binding to the LBP. In contrast,
L-carnitine is not repelled by Glu 295 and Glu 343 and
additionally showed strong interaction energy with Lys 367.
Tyr 473 contributes slightly to the binding of PFASs and L-
carnitine to the LBP, due to the hydrogen bonding observed
with the long carbon chain molecules. (Zhang et al. proposed
hydrogen bonding to Tyr 473 as key to the PPARy activity.'”
The hydrogen bonding interaction is discussed in Section 3.5).
L-Carnitine has a —6.6 kcal mol™ interaction energy to Tyr
473, compared to a slightly lower value of average PFASs.
PFASs that are shorter in length such as PFBA and PFPA did
not form a hydrogen bond with Tyr 473 (Figure 8).

As the importance of His 449 and His 323 PPARy activity
has been reported,”* the role of these residues is examined.
His 449 has an interaction energy of ~—5 kcal mol ™!, with the
PFASs and L-carnitine. For His 323, the calculated interaction
energy was —5.3 kcal mol™' for L-carnitine, but positive for
PFAS:s.

3.4.2. Binding Energy Contribution from Acidic and Basic
Residues to PFASs and t-Carnitine. A residue decomposition
of PPARy in terms of long-range electrostatic interaction was
done. To date, there is no such study done for PPAR receptors.
Here, we consider two questions: how are ligands affected by

long-range interactions? How is the LBP affected by residues
on the other side of the protein?

To investigate these questions, basic residues (arginines,
lysines, and histidines) and acidic (glutamate and aspartate)
residues within the PPARy dimer were studied from the A and
B chains. All ligand poses were considered for the dimer pocket
and LBP. Average interaction energies for all of the PFASs
investigated were compared with the L-carnitine interaction
energy. In Figures 6 and 7, the average interaction energies for
LBP are shown for PFASs and L-carnitine, respectively.

The average interaction energies for the dimer pocket can be
found on Figures SS and S6. As the dimer pocket is situated
between the two monomers (Figure 1), it is able to interact
with both chains of the protein (almost symmetrically, when
comparing the energies of chain A and chain B). For basic
residues, the strongest interactions are observed with Arg 397,
Arg 443, Lys 373, Lys 434, and Lys 438, and for acidic
residues, the strongest repulsion is observed with Asp 396, Glu
324, Glu 407, and Asp 441 (>+25 kcal mol™"). The short-
range electrostatic interactions within the chains of the protein
can stabilize the ligand or repel it. When comparing PFASs
with L-carnitine, the average interaction energies for the PFASs
with Asp 396, Glu 324, Glu 407, and Asp 441 reveal a different
trend than for L-carnitine. PFASs are strongly repelled by these
residues, while L-carnitine is only slightly repelled (~$ kcal
mol™") by Glu 324 but attracted by the other ones.

Considering the LBP, the strongest interactions correspond
to residues in chain A (Arg 288, Lys 367, Glu 291, Glu 295,
and Glu 343), which are situated mainly in the LBP (Figures 6
and 7). There are large contributions from the residues on the
other chain that range from —S to —15 kcal mol ™" for the basic
residues and 5—15 kcal mol™ for the acidic residues.

For L-carnitine, considering the acidic residues’ interaction
energy, there is a different trend compared to PFASs (Figure
7). The acidic residue energies vary from positive to negative,
which shows that not all are repulsive toward L-carnitine.
Regarding basic residues, Lys 367 is the major contributor
toward its affinity in the pocket and contributes strongly to the
LBP binding.

3.5. Hydrogen Bonding. A detailed analysis of the
propensity of the dimer pocket and LBP to hydrogen bond
is fundamental for understanding the intermolecular inter-
actions between ligands and residues. By using MD
trajectories, it is possible to understand fundamental binding
properties and the activity of the receptor/protein. Herein,
some of the ligands: 6:2 FTOH, 8:2 FTOH, L-carnitine, Et-
PFOSA, and Met-PFOSA can be hydrogen donors or
acceptors (Figures 8 and S7).

In Figure S7, the hydrogen bonding percentage is shown for
the dimer pocket. Lys 438, Arg 443, and Arg 397 have the
highest percentage of hydrogen bonding. These residues were
noted earlier (Section 3.4.1) as being in close proximity to the
ligands in the binding cavity. L-Carnitine is stabilized in this
pocket by three hydrogen bonds with Gln 437, Arg 443, and
Ser 394. L-Carnitine’s positive and negative charged groups
allow for different bonding with residues in the dimer pocket.
Et-PFOSA-AcOH and Met-PFOSA-AcOH have very strong
affinity to the dimer pocket and form strong hydrogen bonding
with Arg 443. The sulfonic and carboxylic functional groups
interact strongly with nearby residues. In addition, Et-PFOSA-
AcOH and Met-PFOSA-AcOH are also stabilized by the
interaction with Asp 396 and Gln 444. In the dimer pocket,
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Figure 6. Binding contributions of the acidic and basic residues for PFASs (LBP) in chain A and chain B.

hydrogen bonding from fluorines can occur, though it is
minimal.

In Figure 8, the LBP hydrogen bonding is described for
PFASs and L-carnitine. As mentioned earlier, hydrogen
bonding to Tyr 473 is directly associated to the activity of
the receptor. PFASs with 7-12 perfluorinated carbons such as
PFHpA, PFOA, PENA, PFDA, PFDoA, PFOS, Et-PFOSA-
AcOH, and Met-PFOSA-AcOH show high affinity to this
residue. PFOS, Et-PFOSA-AcOH, Met-PFOSA-AcOH, and
PEDS have a sulfonic group, which enables them to undergo
strong hydrogen bonding, occurring for nearly the entire
simulation. From the literature, 6:2 FTOH, 8:2 FTOH, 6:2
FTCA, PFBS, and PFBA show no activity, which is
corroborated in Figure 8; there is no hydrogen bonding to

15109

Tyr 473." Even though PFTeDA, PFHxDA, and PFOcDA
show activity experimentally, the MD simulations do not show
hydrogen bond formation with Tyr 473. There are examples of
PPARy agonists that do not form H-bonds with Tyr 473 but
are still able to activate a receptor through immobilization of
the H12 helix.'”** Due to the size of these larger PFASs, the
binding poses obtained for them were more distant from Tyr
473 and more solvent-exposed, and thus, the hydrogen
bonding with Tyr 473 is not demonstrated. Also, the scope
of this study was to compare relative binding energies of
various PFASs and understand the molecular interactions
behind the PPARy recognition. For this purpose, 30 ns MD
simulations were performed, allowing more PFAS molecules
and poses to be considered. PFASs alternatives such as
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Figure 7. Binding contributions of the acidic and basic residues for L-carnitine (LBP) in chain A and chain B.

ADONA, GenX, 6:2 FTOH, 6:2 FTCA, Et-PFOSA-AcOH,
and Met-PFOSA-AcOH have large binding energies, but not
all of them showed hydrogen bonding with Tyr 473 during
MD simulations. Short-chain PFASs exhibit binding toward
PPARy, yet they show limited hydrogen bonding with Tyr 473.
PFASs that have between six and twelve carbons form strong
hydrogen bonds with Tyr 473 and alter PPARY’s activity. L-
Carnitine forms strong hydrogen bonds as an acceptor with
Tyr 327, Lys 367, His 449, and Tyr 473 (Figure 8). As a
donor, it also interacts with Ser 289. ADONA is a proposed
alternative to PFASs and also forms a hydrogen bond with Tyr
473, which shows its ability to activate PPARy. Tyr 327 and
Lys 367 form a hydrogen bond with a range of PFASs.

4. CONCLUSIONS

The interactions of twenty-seven PFAS molecules and one of
its natural ligands, L-carnitine with two potential binding
pockets on the PPARy dimer, were investigated. Possible poses
for the PFASs and L-carnitine, their binding energies, and
important residue interactions, including hydrogen bond
analysis were evaluated. The role of the dimer pocket is
discussed and shown to be important for binding PFASs and L-
carnitine. The PFASs’ binding energies predicted for the dimer
pocket show evidence for potential bioaccumulation of PFASs
at this site. Significant correlation is observed between the
predicted binding energies for the LBP and experimental ICs
values of PFASs in PPARy, which allowed the activity of the
remaining PFASs to be estimated.
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Figure 8. Hydrogen-bond lifetimes for the LBP. The y-axis depicts the chain and residue number from the receptor, and in brackets, the atom from
the ligand performing the hydrogen bonding is shown. Acceptors are portrayed by “(0), (F), (N)”, and donors by “(H)”. In the x-axis, the different

PFASs and L-carnitine are shown.

Shorter-chain PFASs, such as PFBA, PFPA, 6:2 FTCA, Met-
PFOSA-AcOH, and Et-PFOSA-AcOH bind strongly to the
dimer pocket, which indicates their potential bioaccumulation
at this site. The PFASs in this study that have between six and
twelve carbons form strong hydrogen bonds with Tyr 473 and
may alter PPARY's activity. PFAS alternatives such as ADONA,
GENX, 6:2 FTOH, 6:2 FTCA, Et-PEOSA-AcOH, and Met-
PFOSA-AcOH also have large binding energies, but not all of
them showed hydrogen bonding with Tyr 473 during MD
simulations, which is deemed essential for PPARy activation. L-
Carnitine also showed hydrogen bonding with Tyr 473.

The affinity of L-carnitine to LBP determined by MMPBSA
is —19.0 kcal mol™!, which shows similar binding in
comparison to most of the PFASs. In addition, acid/base
and short distance residue interactions contribute more
towards the L-carnitine binding affinity than toward the
studied PFASs. For the dimer pocket, the binding affinity of
L-carnitine is one of the largest binding energies. The high
affinity of L-carnitine to both pockets demonstrates that it
could viably be used to compete/replace PFASs from the
binding sites. The important interactions detailed here can
provide useful insights about how these species may interact
with other proteins and about traits that may be important in
building an inhibitor that can help to alleviate the effects of
these “forever chemicals” on PPARy.
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