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methionine to recognition of
trimethyllysine in aromatic cage of PHD domains:
implications of polarizability, hydrophobicity, and
charge on binding†

Katherine I. Albanese and Marcey L. Waters *

Recognition of trimethyllysine (Kme3) by reader proteins is an important regulator of gene expression. This

recognition event is mediated by an aromatic cagemade up of 2–4 aromatic residues in the reader proteins

that bind Kme3 via cation–p interactions. A small subset of reader proteins contain a methionine (Met)

residue in place of an aromatic sidechain in the binding pocket. The unique role of sulfur in molecular

recognition has been demonstrated in a number of noncovalent interactions recently, including

interactions of thiols, thioethers, and sulfoxides with aromatic rings. However, the interaction of

a thioether with an ammonium ion has not previously been investigated and the role of Met in binding

Kme3 has not yet been explored. Herein, we systematically vary the Met in two reader proteins, DIDO1

and TAF3, and the ligand, Kme3 or its neutral analog tert-butyl norleucine (tBuNle), to determine the role

of Met in the recognition of the cationic Kme3. Our studies demonstrate that Met contributes to binding

via dispersion forces, with about an equal contribution to binding Kme3 and tBuNle, indicating that

electrostatic interactions do not play a role. During the course of these studies, we also discovered that

DIDO1 exhibits equivalent binding to tBuNle and Kme3 through a change in the mechanism of binding.
Introduction

Trimethyllysine (Kme3) is a post-translational modication
(PTM) that regulates chromatin remodeling and gene expres-
sion.1–4 It functions by creating a new binding epitope for reader
proteins that further recruit protein complexes to the nucleo-
some to elicit a biological response.5–7 Over 170 methyllysine
reader proteins are known in humans, and development of
inhibitors and molecular probes for these proteins is an active
area of research,8 as dysregulation of lysine methylation has
been associated with a wide range of diseases.3,9 An aromatic
cage made up of 2–4 aromatic residues is the ubiquitous
binding motif in these Kme3 reader domains.4,10–17 Many
studies have validated the necessity of the aromatic side chains
for providing specic Kme interactions through mutagenesis
efforts.4,10–17 The positively charged PTM binds to the aromatic
cage via cation–p interactions, the favorable electrostatic
interaction between a positive charge and the electron rich face
on an aromatic ring.18,52,56 Interestingly, PHD domains diverge
from other Kme3 readers in that they have a conserved methi-
onine (Met, M) residue that occupies the back face of the cage in
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place of what would normally be another aromatic residue
(Fig. 1).13,19–27 In contrast, there are no examples of a reader
protein with an aliphatic residue (Ala, Val, Leu, or Ile) in the
aromatic cage, suggesting a unique role for Met in binding
Kme3.11,13,28 A range of noncovalent interactions with sulfur
have been characterized, most notably sulfur–p interac-
tions.29–41 Additionally, a recent study reported a Arg–Met–p
triad, suggesting that cation–sulfur interactions may be favor-
able.29 Thus, we were interested in determining whether and
how the methionine in PHD domains contributes energetically
to binding Kme3 through favorable interactions with the cation
or if its role is purely structural.

Herein, we report a mechanistic study to evaluate the role of
methionine in recognition of trimethyllysine by systematically
varying both the Met residue in the aromatic cage and the
charge on the histone PTM. In addition to mutating Met to the
canonical amino acids alanine (Ala, A), cysteine (Cys, C), and
phenylalanine (Phe, F) (Table S1†), we harnessed the promis-
cuity of the methionine tRNA synthetase42–47 to incorporate Met
isosteres norleucine (Nle) and selenomethionine (SeMet)
(Fig. 2A) in two representative PHD domains, TAF3 and DIDO1
(Fig. 3). We also mutated the analogous tyrosine (Tyr, Y), Y23, in
the PHD domain BPTF, an outlier in this family of reader
proteins, to a methionine to compare binding to a 4-residue
aromatic cage (Fig. 1D). To explore the role of the ammonium
cation to the interaction with Met, Kme3 was mutated to
© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 (A) Sequence alignment of PHD domains that recognize H3K4me3 and chromodomains that recognize H3K9me3. Highlighted in green
are residues that make up the aromatic cage motif of chromodomains, and PHD domains in purple. (B–D) Examples of reader domain types that
bind Kme3. (B) HP1 chromodomain bound to H3K9me3 with 3 aromatic residues in the binding cage (PDB ID: 1KNE). (C) RAG2 PHD domain
bound to H3K4me3 with two aromatic residues and one Met in the aromatic cage (PDB ID: 2V89). (D) BPTF PHD domain (PDB ID: 2F6J).
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a neutral analog, tert-butyl norleucine (tBuNle) (Fig. 2B). We
found that Met contributes favorably to binding through
dispersion forces rather than only playing a structural role, and
that the interaction of Met with the positive charge of the Kme3
contributes minimally to binding. Finally, we found that despite
the shared dispersive interactions between Met and Kme3 in
these closely related PHD domains, TAF3 and DIDO1 exhibit
different selectivity for Kme3 versus tBuNle, demonstrating the
complexity of combinations of interactions that contribute to
binding in these systems.
Results and discussion
Mutational strategies in model PHD domains DIDO1 and
TAF3

We selected DIDO1 (death inducer obliterator 1) and TAF3
(tatabox protein associating factor 3) PHD domains, which bind
histone 3 K4me3 (H3K4me3), as our model reader proteins
because they both contain Met in their Kme3 binding pockets
and their bound wild-type structures have been determined,
which provides a starting point for considering the role of Met
in binding Kme (Fig. 3). Additionally, both contain only 1–2
additional methionine residues in their primary sequences
(Fig. 1A).21,25–27 This was an important determinant because
© 2021 The Author(s). Published by the Royal Society of Chemistry
incorporating Met analogs cannot be done sequence selectively
as in the case of genetic code expansion technology, and we did
not want confounding effects inuencing the interpretation of
our binding studies. To this end, wemutatedM900 andM907 in
TAF3 to glutamine (Gln, Q). Although both mutations slightly
weakened binding, circular dichroism (CD) spectra indicated
that the mutations did not affect global structure (Fig. S12†).
For the purposes of this report, the TAF3M900Q/M907Qmutant
is considered the wild-type construct.

Extensive work has been reported to contextualize the
implications of both of these PHD domains in epigenetic
regulation.21,24,27,48,49 Mutational studies of the aromatic cage by
either alanine scanning or point mutation to different aromatic
residues (i.e. Trp-to-Tyr/Phe) conrm the importance of cation–
p interactions for selective recognition of trimethyllysine.24,27

Additional investigations into the binding sites of both proteins
concluded that the histidine in DIDO1 is necessary for pH
dependent recognition of H3K4me3,26 and the aspartic acid in
the equivalent position in TAF3 forms important hydrogen
bonds with the H3T6 side chain and a water molecule near the
cage.27,50–52 In both systems, there are signicant NMR chemical
shi perturbations of Met upon binding H3K4me3,24,27 sug-
gesting Met makes key contacts with the PTM. Mutation of Met
to Ala resulted in loss of binding, however no additional
Chem. Sci., 2021, 12, 8900–8908 | 8901



Fig. 2 (A) Analogs of methionine studied. log P and polarizability
values were calculated at the m06-2x/6-311+g(d,p) level of theory. (B)
Chemical structures of Kme3 and tBuNle side chains.

Fig. 3 Structural alignment of DIDO1 (purple, PDB ID: 4L7X) and TAF3 (or
through formation of a three-stranded b-sheet and cation–p interactions
face of the aromatic cage.
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mutational analysis has been conducted to further investigate
its role.27,53

To characterize the role of Met in the aromatic cage, we
investigated several canonical and noncanonical mutations of
the Met within the binding pockets of DIDO1 and TAF3.
Mutation to alanine was made in DIDO1 (M35A) and TAF3
(M882A) to validate previously published results demonstrating
the necessity of a sidechain at the back face of the aromatic
cage.24,27 Met-to-Cys has not previously been reported in either
domain and was included to examine the importance of the
thioether moiety. Cys is a shorter and smaller volume sidechain,
but still places a sulfur in the binding pocket, and is thus amore
conservative mutation than Ala.

We also investigated mutating Met-to-Phe in DIDO1 and
TAF3 as it creates a complete aromatic cage in both proteins,
analogous to the BPTF PHD domain, which is structurally
similar (RMSD ¼ 0.33, Fig. S15†), but has an additional
aromatic residue in place of the otherwise conserved Met in the
aromatic cage (Fig. 1D). Furthermore, we also mutated the
tyrosine in BPTF to methionine to compare the contribution of
Met vs. Tyr to binding. Of note, for each of these mutations, the
optimal F–j angles in an antiparallel b-sheet match those
found at the Met position in both TAF3 and DIDO1, so the
conformational preferences are well aligned and should not be
directly implicated in any potential unfavorable binding.54

Inspired by work from the Honek lab,42–46 Tirrell lab,47 and
our own previous investigations into cation–p interactions,55 we
also incorporated isosteres of Met that are structurally more
analogous to Met, but have different chemical properties
ange, PDB ID: 5WXH). Both PHD domains recognize H3K4me3 (green)
. Both domains contain a conservedmethionine that occupies the back

© 2021 The Author(s). Published by the Royal Society of Chemistry
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(Fig. 2). Norleucine (Nle) and selenomethionine (SeMet) were
included to probe the effect hydrophobic interactions and
polarizability have on binding. Norleucine is the most hydro-
phobic of the side chains investigated, which could provide
favorable contacts with the N-methyls and rest of the alkyl chain
of Kme3 via the hydrophobic effect. Selenium is larger, more
polarizable, and less hydrophobic than sulfur, and therefore
allows us to measure the inuence of dispersion forces on
binding to Kme3. Investigating the mutations in this systematic
way provides insight into the contribution each chemical
parameter has on binding.

Finally, to investigate the importance of the positive charge
of Kme3, we synthesized a neutral analog, tBuNle, in place of
H3K4me3 in the histone tail peptide for binding studies. This
unnatural amino acid has been previously used in our lab and
others to probe the necessity of the positive charge on reader
domain–histone tail recognition to demonstrate that the
cation–p interaction was essential for binding.52,56 The positive
charge notwithstanding, both Kme3 and tBuNle are equally
polarizable; if dispersion forces dominate the Met–Kme3
interaction, then tuning the interaction should have an equal
effect on binding to tBuNle. The histone tail peptide consisted
of amino acid residues 1–12 of H3 (ARTXQTARKSTGGY, X ¼
Kme3 or tBuNle) as they contain both the modication site of
interest (K4) as well as the sequence selective recognition motif
(residues 1–6) and a GGY sequence at the C-terminus for
concentration determination.
Canonical mutations to DIDO1 and TAF3 show variable effects
on binding to H3K4me3

Binding of the H3K4me3 peptide to DIDO1 and TAF3, as
measured by ITC, was found to be in good agreement with
previously reported binding affinities (Table 1) for both wild-
type constructs and the TAF3 M882A mutant.24,27,48 Mutation
of methionine to alanine was unstable in DIDO1, as the protein
was never successfully puried, consistent with prior studies.24

Though TAF3 M882A has been demonstrated to be a loss of
function mutation through histone protein pulldown experi-
ments,21 its affinity for H3K4me3 has not previously been re-
ported. We determined binding of the TAF3 M882A mutant to
Table 1 Binding affinities and energies of TAF3 and DIDO1 canonical
mutants to H3K4me3 measured by ITC

Mutationa

Kd (mM) DG� (kcal mol�1)

DIDO1 TAF3 DIDO1 TAF3

Met 2.28 � 0.03 1.05 � 0.01 �7.70 � 0.01 �8.16 � 0.01
Ala nd 120 � 50 nd �5.4 � 0.3
Cys 36 � 1 nd �6.07 � 0.01 nd
Pheb nd >120 nd <�5.4

a Experiments were performed by titrating H3K4me3 peptide (500 mM to
3 mM) into TAF3 and DIDO1 mutants (50–200 mM) in 50 mM sodium
phosphate, pH 7.4, 150 mM NaCl, 2 mM TCEP at 25 �C. Error was
determined as standard error of the mean. b N ¼ 1.

© 2021 The Author(s). Published by the Royal Society of Chemistry
be >100-fold weaker, although it did not appear to perturb the
overall global structure based on CD (Table 1 and Fig. S12†).

The cysteine mutation was stable in DIDO1 but was not in
TAF3 as the protein was not successfully isolated (Table 1).
DIDO1 M35C exhibits �15-fold weaker binding to H3K4me3,
suggesting that the thioether in Met contributes to binding.
Adding to the nuanced differences between these two domains,
mutating Met to Phe to closely mimic BPTF resulted in no
expressed full-length protein in the case of DIDO1, while
expression and binding was successfully characterized for the
TAF3 M882F mutant (Table 1). This mutation disrupted
binding, possibly by Phe taking on a conformation that lls the
binding site which then obstructs Kme3 from interacting. These
results suggest that Met has a structural role and contributes
directly to binding, such that even when well folded, mutation
at this position alters the binding affinity.

Given that BPTF did not evolve to contain a methionine in its
aromatic cage, we explored how mutation of Tyr-to-Met (Y23M)
would affect binding to H3K4me3. Interestingly, mutation in
BPTF to Met was stable, and binding was only 3-fold weaker for
Kme3 than what is reported for wild-type protein (7.5 mM vs. 2.7
mM,57 respectively, Table S6†) amounting only about
0.65 kcal mol�1 loss in binding. This relatively small loss in
affinity suggests that Met may partially compensate for the loss
of the cation–p interaction with Tyr through favorable interac-
tions with Kme3.
Evaluation of driving forces for interaction of Met with Kme3

From the results of the Ala, Cys, and Phe mutations in DIDO1
and TAF3, it is clear that Met contributes to recognition of
H3K4me3. However, these canonical mutations alone do not
elucidate the role the thioether may be playing in direct inter-
action with Kme3 in DIDO1 and TAF3. Met is oen considered
to be a hydrophobic sidechain, providing a structural role
within a protein core, but as has been shown in other studies,
its unique properties clearly contribute more than just the
hydrophobic effect.58 Sulfur is very polarizable and its partici-
pation in noncovalent interactions are predominantly disper-
sive in nature and can be electrostatically favorable as well.29–31

Nle, the carbon analog of Met, is more hydrophobic and less
polarizable and dispersive (Fig. 2). If Met contributes to binding
of Kme3 via the hydrophobic effect in PHD domains, one would
expect binding to Nle mutants to be more favorable. SeMet is
more polarizable than Met due to its larger size but is otherwise
similar (Fig. 2). If dispersion forces are key contributors to the
Met–Kme3 interaction, then binding to the SeMet mutants
should be more favorable.

To characterize more specically the chemical nature of the
Met–Kme3 interaction, Nle and SeMet mutations were
successfully expressed and puried in both domains, and
binding affinities were measured using ITC (Table 2).
Comparison of the Met, Nle, and SeMet affinities in DIDO1 and
TAF3 indicate that DIDO1 is more sensitive to the mutations
than TAF3. Moreover, TAF3 exhibits a trend with Nle < Met <
SeMet, whereas for DIDO1, Met has tighter binding to Kme3
than Nle and SeMet.
Chem. Sci., 2021, 12, 8900–8908 | 8903



Table 2 Binding affinities and energies of for DIDO1 and TAF3 Met isostere mutants to H3K4me3 measured by ITC

Mutationa

Kd (mM) DG� (kcal mol�1) DDG� (kcal mol�1)

DIDO1 TAF3 DIDO1 TAF3 DIDO1 TAF3

Met 2.28 � 0.03 1.05 � 0.01 �7.70 � 0.01 �8.16 � 0.01 — —
Nle 10 � 2 1.7 � 0.2 �6.9 � 0.1 �7.90 � 0.06 0.9 � 0.2 0.3 � 0.2
SeMet 4.2 � 0.2 0.84 � 0.07 �7.34 � 0.02 �8.29 � 0.05 0.36 � 0.05 �0.19 � 0.09

a Experiments were performed by titrating H3K4me3 peptide (500 mM to 1 mM) into TAF3 and DIDO1 mutants (50–200 mM) in 50 mM sodium
phosphate, pH 7.4, 150 mM NaCl, 2 mM TCEP at 25 �C. Error was determined as standard error of the mean.

Chemical Science Edge Article
To evaluate the contributions of the different factors that
may participate in binding, including dispersion forces and the
hydrophobic effect, the free energy of binding ðDG�

bÞwas plotted
against polarizability, which is a measure of dispersion, and
log P, which is a measure of hydrophobicity, to assess any
correlations and identify possible linear free energy relation-
ships (LFERs, Fig. 4). In general, the LFERs for TAF3 binding
show better correlations than those for DIDO1. This is largely
due to Met being the most favorable in DIDO1, but qualitatively,
the trends are similar between the two. TAF3 shows a positive
correlation with polarizability, but shows a negative correlation
with log P (Fig. 4). This is consistent with previous reports that
noncovalent interactions involving sulfur are driven by disper-
sion forces and that hydrophobic interactions do not dominate
in this case.32–37,39–41

DIDO1 has a weaker correlation with polarizability, and like
TAF3, a negative correlation with log P, once again suggesting
that the hydrophobic effect is not the major contributor. The
correlation with polarizability suggests that for the Nle, Met,
and SeMet mutants, dispersion contributes to binding, but does
not directly address whether the charge on Kme3 is also
important. Thus, to investigate the contribution of electrostatic
interactions directly, we synthesized a neutral but equally
polarizable analog of Kme3, tBuNle, and measured binding to
DIDO1 and TAF3.
TAF3 is selective for Kme3 over tBuNle but DIDO1 and BPTF
Y23M are unselective

Binding studies were performed using the neutral analog of
Kme3, tBuNle,52,56 to determine the importance of the positive
charge to the DIDO1 and TAF3 interactions with respect to
Fig. 4 LFERs for TAF3 (cyan) and DIDO1 (blue) binding to H3K4me3.

8904 | Chem. Sci., 2021, 12, 8900–8908
mutation at the methionine position. Our group has previously
developed tBuNle to show in a chromodomain reader protein
that the replacement of Kme3 with tBuNle weakens binding by
2.2 kcal mol�1.56 Mecinović and coworkers have also previously
shown that TAF3 binds H3K4tBuNle 2 kcal mol�1 less favorably
than it binds H3K4me3.52 We conrmed that the neutral analog
bound to TAF3 ten-fold weaker, and was less enthalpically
favorable, consistent with a loss of cation–p interactions with
the aromatic rings and any electrostatic component to the Met–
ammonium interaction (Fig. 5). Prior to this report, binding to
a neutral analog of Kme3 had not been investigated in DIDO1.
Surprisingly, we found that the overall affinity for DIDO1 is
within error of Kme3 and complete enthalpy–entropy compen-
sation is observed (Fig. 5). The enthalpy–entropy compensation
suggests different mechanisms for binding to the two ligands:
cation–p interactions contribute to enthalpic binding Kme3,
whereas tBuNle binding is driven by the hydrophobic effect,
which is entropy-driven. A similar change in driving force has
been observed in a b-hairpin model system that studied the
Trp–Kme3 vs. Trp–tBuNle interactions.56

Like DIDO1, binding to the Y23M mutation in BPTF with
the H3K4tBuNle ligand showed no loss in affinity between the
two histone peptides, nor was there any change in thermo-
dynamic driving force for the interaction (Fig. 5 and Table
S6†). Mecinović and coworkers measured H3K4tBuNle
binding to BPTF wild-type and found a less than two-fold
difference in affinity compared to H3K4me3 (Table S6†).52

Thus, the Y23M mutation results in loss of selectivity for the
charged residue, consistent with dispersion forces as the
primary interaction between Met and the ligand. The lack of
enthalpy–entropy compensation in BPTF Y23M demonstrates
a different mechanism of binding from DIDO1 that is equally
© 2021 The Author(s). Published by the Royal Society of Chemistry



Table 3 Binding affinities and energies for TAF3 Met isostere mutants to H3K4tBuNle and H3K4me3 measured by ITC

TAF3 mutationa

Kd (mM) DG� (kcal mol�1) DDG� (kcal mol�1)

tBuNle Kme3 tBuNle Kme3 tBuNle Kme3

Met 10.7 � 0.7 1.05 � 0.01 �6.78 � 0.02 �8.16 � 0.01 — —
Nle 13.7 � 0.3 1.7 � 0.2 �6.64 � 0.01 �7.90 � 0.06 0.15 � 0.04 0.3 � 0.2
SeMet 8.3 � 0.2 0.84 � 0.07 �6.94 � 0.01 �8.29 � 0.05 �0.15 � 0.04 �0.1 � 0.2

a Experiments were performed by titrating H3K4tBuNle peptide (500 mM to 1mM) into TAF3mutants (50–200 mM) in 50mM sodium phosphate, pH
7.4, 150 mM NaCl, 2 mM TCEP at 25 �C. Error was determined as standard error of the mean.

Fig. 5 Thermodynamic consequences of DIDO1, TAF3, and BPTF Y23M binding H3K4me3 and H3K4tBuNlemeasured by ITC. Experiments were
performed by titrating histone peptide (500 mM to 1 mM) into TAF3 and DIDO1 wild type domains (50–200 mM) in 50 mM sodium phosphate, pH
7.4, 150 mM NaCl, 2 mM TCEP at 25 �C. Error was determined as standard error of the mean.

Edge Article Chemical Science
enthalpically favorable regardless of binding H3K4me3 and
H3K4tBuNle.

Investigating the role of Met in achieving charge selectivity in
TAF3

As TAF3 is selective for H3K4me3 over H3K4tBuNle and struc-
tural studies demonstrate that there is no change in the
Fig. 6 LFERs for TAF3 comparing H3K4me3 (blue) to H3K4tBuNle (blac

© 2021 The Author(s). Published by the Royal Society of Chemistry
distance or geometry of TAF3 M882 to the bound state of either
Kme3 or tBuNle (Fig. S16†),52 binding to the Met isosteres Nle
and SeMet were investigated in this domain to further describe
the inuence of an electrostatic interaction specically. The
effects of the Met isosteres in TAF3 exhibit similar trends in
affinity as binding to Kme3 (Table 3), with weaker binding to
Nle and stronger binding to SeMet.
k).

Chem. Sci., 2021, 12, 8900–8908 | 8905
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Analysis of the LFERs for tBuNle binding to TAF3 demon-
strates that the trends are the same as with Kme3, showing
positive correlations with DG

�
b and polarizability but not log P

(Fig. 6). It is surprising that log P is anti-correlative when
binding to the neutral tBuNle analog, which has been previously
shown to participate in hydrophobically driven interactions in
other systems.56 The positive correlation with polarizability
suggests that dispersion forces are also the main driving force
for binding H3K4tBuNle (Fig. 6). Given that the polarizabilities
for Kme3 and tBuNle are very similar (45.94 and 46.47 Å3,
respectively), it is reasonable that the LFERs are not signi-
cantly different. The similar slopes of LFERs for TAF3 binding to
H3K4me3 and H3K4tBuNle (Fig. 6) indicate that the magnitude
of the Met interaction is nearly the same despite the loss of the
charge on the ligand, thus the electrostatic contribution to the
interaction is negligible. Moreover, these similarities are in
agreement with the loss of charge selectivity that results from
the Tyr-to-Met mutation in BPTF.

Conclusions

Using three PHD domains that recognize Kme3, we have
investigated the contribution of the thioether–alkylammonium
interaction to binding. Our approach of systematically varying
the properties of a single residue within the aromatic cage of
reader proteins55 allows us to discretely tune inherently weak
noncovalent interactions to investigate their role in binding.
These studies demonstrate that Met plays a favorable role in
binding to Kme3 rather than simply contributing to protein
structure. Additionally, LFERs indicate that the binding inter-
action between Met and Kme3 is driven primarily by dispersion
forces and exhibits a negative correlation with hydrophobicity.
Moreover, the correlation with polarizability holds true
regardless of the charge on the ligand, suggesting there is not
a unique sulfur–cation electrostatic interaction contributing to
binding. In the context of sulfur based noncovalent interactions
as a whole, our results correlate well with the literature prece-
dent that Met largely interacts dispersively due to the highly
polarizable sulfur atom in protein folding and protein–protein
interactions.32–37,39–41

In our investigation of the role of the ligand in the interac-
tion with Met, we discovered a difference in the contribution of
the charge to overall binding. Whereas TAF3 is selective for
Kme3, DIDO1 is not, and instead demonstrates enthalpy–
entropy compensation in binding tBuNle versus Kme3. Given
dispersion driven interactions by Met are conserved between
the two domains, our results suggest the change in mechanism
from enthalpically to entropically favorable binding in DIDO1
must arise from interactions with the remainder of the aromatic
cage. The enthalpy–entropy compensation observed in DIDO1 is
consistent with a change inmechanism in binding from cation–
p-driven to the hydrophobic effect between tBuNle and the
aromatic cage. This same phenomenon has been observed
previously in a b-hairpin peptide in the comparison of a Kme3
versus tBuNle interaction with a cross-strand Trp residue.56

Additionally, while BPTF, with a 4-residue aromatic cage,
exhibits a modest 2-fold selective for Kme3,52 the BPTF Y23M
8906 | Chem. Sci., 2021, 12, 8900–8908
mutant is no longer selective for Kme3 over tBuNle, nor is there
any change in thermodynamic driving force for the interaction
(Fig. 5 and Table S6†). The differences in selectivity for Kme3
over tBuNle between TAF3 and DIDO1, and BPTF Y23M were
unexpected, and suggest a more complicated mode of binding
than the cation–p mechanism that is generally assumed.
Additional studies are underway to gain insight into these
differences in selectivity.
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