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Disordered proteins and domains are ubiquitous throughout the proteome of human cell types, yet the

biomolecular sciences lack effective tool compounds and chemical strategies to study this class of

proteins. In this context, we introduce a novel covalent tool compound approach that combines

proximity-enhanced crosslinking with histidine trapping. Utilizing a maleimide–cyclohexenone

crosslinker for efficient cysteine–histidine crosslinking, we elucidated the mechanism of this dual-

reactive tool compound class. This tool compound concept was then applied to profile the full-length

complex of 14-3-3 and hyperphosphorylated Tau (hpTau), relevant to Alzheimer's. This approach

identified a cryptic binding interaction between 14-3-3 and hpTau via its phosphorylated Ser356,

overlooked by the majority of 14-3-3/Tau literature. Utilizing a mutational study and an equilibrium

model, this cryptic binding interaction is revealed to play a prominent biomolecular role at cellularly

relevant concentrations. This finding necessitates a re-evaluation of the mechanism of the 14-3-3/Tau

interaction. The histidine-trap crosslinker approach reported here not only advances our understanding

of the 14-3-3/Tau interaction but also demonstrates the potential of dual-covalent tool compounds in

studying complex interactions involving IDPs and IDDs.
Introduction

The biomolecular understanding of the function and interactome
of intrinsically disordered proteins (IDPs) and intrinsically
disordered domains (IDDs) of proteins remains in its infancy.1

Unlike structured proteins, where the application of non-covalent
tool compounds and drugs have signicantly advanced our
biomolecular understanding of protein structure and function,2,3

such non-covalent tool compounds have been largely ineffective
against IDPs and IDDs. This inefficacy originates from the
absence of a stable tertiary protein structure, preventing
recognition-driven small molecule binding.1 Therefore, novel
chemical strategies and tool compound approaches not only
contingent on molecular recognition are needed to circumvent
the challenge of targeting unfolded proteins and domains, ena-
blinggreater molecular insights into protein function.
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The application of covalent chemistry, next to non-covalent
approaches, has greatly improved our biomolecular under-
standing of the functions of structured proteins, DNAs/RNAs
and lipid membranes. For example, protein complex ligation4

and spatiotemporal photo-release of caged-peptides5 have
enabled a deeper understanding of transcription factors and
signalling protein function. As an example, the application of
reversible covalent crosslinkers to study RNA has enabled
characterization of ternary RNA structures6 and transient
biomolecular complexes7 not otherwise detectable. Covalent
tool compounds have also led to signicant advances in our
ability to functionalize proteins, for small molecule biosensing,8

ligand-directed cargo release,9 and peptide based covalent
probes.10

Covalent small molecule strategies have shown initial
promise for probing the function of IDPs and IDDs. Specically,
covalent small molecules EN4,11 which blocks MYC DNA
binding, and EPI-001, that covalently binds the disordered
transactivation domain of the androgen receptor, have proven
effective in studying oncogenic IDPs.12,13 Notwithstanding these
attractive examples, the scarcity of chemical matter targeting
IDPs and the absence of broadly applicable general approaches
underscore the existing challenge of targeting an IDP. Given
that IDPs and IDDs typically form complexes to execute their
Chem. Sci., 2025, 16, 3523–3535 | 3523
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functions, developing covalent tool compounds that go beyond
the individual protein or protein–protein interaction (PPI)
inhibition will be essential to studying IDP complexes.

Chemical crosslinking and proximity ligation represent an
attractive approach to study IDP complexes. The two reactive
groups of chemical crosslinkers allow for the capture and
immobilization,14 identication of protein complexes,15 and
probing of binding motifs.16 Chemical crosslinking perma-
nently freezes IDP complexes in the interaction state.17 This is
particularly important as IDP complexes are typically weak and
highly transient.18

Signicant efforts over the last decade have been dedicated
to the development of novel chemical crosslinkers.19,20 Break-
throughs have brought forth mass-spectrometry (MS)-cleavable
linkers (DSSO)21 and affinity tags (PhoX).22,23 However, there has
been limited innovation in the electrophilic reactive groups.
Commonly used crosslinking chemistries include lysine–lysine
(Lys–Lys) crosslinking using homobifunctional NHS esters such
as DSS and BS3 crosslinkers,24 and acid-amine (amide) cross-
linking using carbodiimide reagents like EDC.25 However, these
chemistries are highly reactive and typically target residues with
high abundance across the protein surface, leading to off-target
reactivity and a lack of selectivity.26 Hence, there is a need for
developing diverse crosslinking chemistries with enhanced
selectivity and differentiated applicability.

Phosphorylation mediated PPIs play a central role in regu-
lating IDPs, such as those with the prototypical hub protein 14-
3-3.27,28 This highly structured dimeric protein typically binds
phosphorylated motifs within disordered regions of
proteins.28–30 14-3-3 exhibits remarkable versatility, binding and
modulating a large number of proteins, including c-Myc,31

Tau,32 and the cystic brosis transmembrane conductance
regulator (CFTR) protein,33,34 many of which are intimately
linked to debilitating diseases like cancer, neurodegenerative
disorders and cystic brosis.35,36 Therefore, decoding the inter-
actions of IDPs and IDDs with 14-3-3 holds great potential for
the development of novel diagnostic and therapeutic strategies
to combat these diseases.

In this study, we developed a tool compound concept
merging proximity-enhanced ligation and histidine trapping to
study interactions between IDPs and 14-3-3 (Fig. 1A), using
a maleimide–cyclohexenone crosslinker for efficient cysteine–
histidine crosslinking. The crosslinking mechanism and the
critical role of the cyclohexenone electrophile were elucidated
using a focused library of eleven analogues and a 14-3-3/peptide
interaction model. The reactivity of these histidine-trap cross-
linkers was proled with two peptide panels: the rst assessing
reactivity of the crosslinker strategy and position of the nucle-
ophilic histidine within the 14-3-3 binding sequence, and the
second comprising nine native 14-3-3 binding peptides to
explore sequence inuence on crosslinking efficiency. The
strategy selectively targets cysteine and histidine and is effective
across a range of 14-3-3 partners. Focusing in depth on the PPI
of 14-3-3 and Tau, a cryptic binding interaction was identied
between 14-3-3 and Tau at phosphorylation site Ser356, an
interaction that has been overlooked by the majority of litera-
ture on the 14-3-3/Tau complex. By utilizing a mutational study
3524 | Chem. Sci., 2025, 16, 3523–3535
and an equilibrium model, this cryptic binding interaction was
demonstrated to be of relevant affinity to modulate the 14-3-3/
Tau PPI.

Results and discussion
Structure-based design of a histidine-trap crosslinker

The design of a chemical crosslinker to study 14-3-3/IDP PPIs
started with electrophile selection. 14-3-3s contains a single
surface-exposed cysteine (Cys38) located at the interface of the
14-3-3/phospho-partner PPI interface (Fig. 1B and C).37 Cys38
has previously been targeted in drug discovery campaigns as an
anchoring point for covalent fragment screening.38,39 The low
proteogenic abundance of cysteine, its close location to the
protein complex interface and its chemical tractability made
this amino acid a logical starting point to develop a covalent
tool compound to study 14-3-3 interactions with IDPs. To target
Cys38 a maleimide electrophile was selected, based on the fast
reaction kinetics and high thiol selectivity.40–42 IDPs and IDDs
are typically characterized by their sequences featuring a higher
charge density relative to those of structured proteins and
domains.1,43–45 With this in mind, we sought a positively
charged, reactive and relatively abundant amino acid present in
the disordered polypeptide chains as the complementary
nucleophilic amino acid. Recently, 2-cyclohexenone electro-
phile has been reported to react with histidine residue via an
aza-Michael addition to the imidazole side chain.46 We selected
the histidine–cyclohexenone pair, as histidine is highly repre-
sented in IDPs, such as Tau.47 Unlike NHS- and EDC-based
crosslinkers, which are highly reactive, the cyclohexenone
electrophile presents an interesting case study due to its lower
reactivity, which has the potential to distinguish bona de IDP
interactions from highly transient and less biologically relevant
PPIs.

Next, we sought a model system to represent a 14-3-3/IDP
complex. The protein–peptide interaction between 14-3-3 and
the binding pSer365 motif of B-Raf was selected.48 The pSer365
peptide (sequence: 360-RDRSS(pS)APNVH-370, KD = 7.0 ± 0.2
mM, Fig. S1A†) contains a histidine (His370) at the C-terminus of
the peptide. To gain detailed spatial information regarding the
distance between the His370 and the Cys38, we solved the co-
crystal structure of the 14-3-3s/B-Raf (pSer365) protein–
peptide complex. Specically, we employed a soaking method
previously developed by Ottmann and colleagues.49 This
approach afforded 14-3-3s/B-Raf crystals with a resolution of 2.3
Å. Analysis of the 14-3-3s/B-Raf (pSer365) structure showed the
electron density of the B-Raf peptide to be well resolved
(Fig. 1B), with His370 of B-RAF is in close proximity to Cys38 of
14-3-3s. However, the precise positioning of the imidazole
sidechain of His370 remained unresolved. As such, two poten-
tial conformations of the imidazole sidechain were modelled
and the distances to Cys38 of 14-3-3s were measured at
approximately 10.2–12.3 Å (Fig. 1C). Utilizing this information
crosslinker 1with a butyrate linker was designed with a distance
of 10.4 Å spanning the C2 (3) of the maleimide electrophile and
C19 of the cyclohexenone (Fig. 1D; MM2-minimalized
maximum, Chem3D).
© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Structure-based design of the 14-3-3/B-Raf pS365 crosslinker. (A) Schematic illustration of crosslinking protein complexes of 14-3-3 and
IDPs/IDDs. Amino acids Cys, His and pSer are represented by orange, green and red dots, respectively. (B) The co-crystal structure of the B-Raf
(Ser365 phosphorylated) peptide in complex with 14-3-3smonomer (PDB ID: 9F35). The B-Raf peptide is shown as blue spheres with the His370
residue as green spheres. The 14-3-3s protein is shown as grey surfacewith the Cys38 residue as orange sticks. (C) Themeasured distance (black
dashes) between Cys38 (orange sticks) of 14-3-3s and His370 (green sticks) of B-Raf. The 2Fo–Fc electron density map is shown as blue mesh
contoured at 1.5 s. (D) The synthesis scheme and the structure of crosslinker 1.
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Crosslinker 1 was synthesized through a four-step synthetic
route, starting from the commercially available 1,4-cyclo-
hexanedione monoethylene acetal (Fig. 1D). First, the ketone
functionality was transformed into a silyl enol ether using
TMSOTf under basic conditions. The silyl enol ether underwent
a Saegusa reaction, leading to the formation of an a,b-unsatu-
rated ketone. A Luchi reduction was then employed to selec-
tively reduce the ketone to an allyl alcohol. Immediately aer
this step, the acetal protection was removed in a single step
using oxalic acid. The 4-hydroxyl cyclohexenone was later
merged with 4-maleimidobutyric acid under the Steglich ester-
ication condition, resulting in the production of crosslinker 1.

The histidine-trap crosslinking reaction proceeds via
a proximity-enhanced mechanism

To assess 14-3-3/B-Raf crosslinking efficiency, 1 (10 eq., Fig. 1D)
was incubated with either 14-3-3s alone or the 14-3-3s/B-Raf
complex (ratio 1 : 2) overnight at pH 7, 10 °C and monitored
using intact Mass Spectrometry (MS) (Fig. 2A). Analysis of the 14-
3-3s/1mixture showed a single peak (26 787 Da) corresponding to
a single covalent addition of crosslinker 1 (277 Da) to 14-3-3s (26
509 Da). In contrast, two peaks were observed for the 14-3-3s/B-
Raf/1 mixture. The major peak (28 133 Da, >90%) corresponds to
the crosslinked 14-3-3s/B-Raf complex and the minor peak
overlaps with the single addition of 1 to 14-3-3s (26 787 Da). This
result indicates successful and selective crosslinking of 14-3-3s/B-
Raf complex induced by 1. The kinetics of the crosslinking reac-
tion was then investigated using time-dependent intact MS
© 2025 The Author(s). Published by the Royal Society of Chemistry
measurements of the 14-3-3s/B-Raf/1 mixture (Fig. 2B and C). At
5 min, apo-14-3-3s was completely consumed, resulting in
a major peak assigned to the 14-3-3s–1 conjugate (Fig. 2B). The
14-3-3s–1 conjugate further reacted with B-Raf peptide over the
following 6 h to furnish the crosslinked complex of 14-3-3s and B-
Raf (Fig. 2C). Further analysis of the kinetic intact experiment
showed a crosslinking yield of ∼80% was observed aer 6 h.
Raycro et al. have reported a reaction rate (k2) of (17.6 ± 0.9) ×
103 M−1 s−1 for L-cysteine–maleimide conjugation.50 Further,
Sauerland et al. compared cysteine conjugation to a,b-unsatu-
rated carbonyl-containing compounds and reported reaction
rates (k2) of approximately 0.25–0.53 M−1 s−1 for cysteine–cyclo-
hexanone conjugations across a panel of proteins, and gluta-
thione.51 Given the three log-fold difference in reactivity between
cysteine–maleimide and cysteine–cyclohexanone conjugations,
this suggest that the intermediate 14-3-3–crosslinker 1 conjugate
species is likely the cysteine–maleimide species.

We further validated the kinetics of 14-3-3s/B-Raf cross-
linking from the perspective of the peptide using a uorescence
anisotropy (FA) assay. Crosslinker 1 was titrated to the mixture
of 1.5 mM 14-3-3s and 50 nM uorescein labelled B-Raf peptide,
and the polarized emission was measured over time (Fig. 2D).
The half maximal effective concentration (EC50) of 1 required to
recruit B-Raf to 14-3-3s was plotted over time (Fig. 2E). As ex-
pected, the EC50 value reduced with time, reaching saturation at
approximately 6 h, correlating with the time-dependent intact
MS measurements.
Chem. Sci., 2025, 16, 3523–3535 | 3525
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Fig. 2 Investigation of the crosslinking reaction by intact mass analysis and FA assay. (A) The deconvoluted mass spectra of 14-3-3s (8 mM)
incubated with DMSO (black), 80 mM crosslinker 1 (blue) and 80 mM crosslinker 1 plus 16 mMB-Raf pS365 (red) in a 20mM BTP buffer at pH 7, 10 °
C. (B) The deconvolutedmass spectra of samples incubated with 8 mM 14-3-3s, 80 mMcrosslinker 1, and 16 mMB-Raf pS365 for 5min (green) and
6 h (purple). (C) The percentage of crosslinking at 8 mM 14-3-3s and 16 mM B-Raf pS365 by 80 mM crosslinker 1 over 6 h. (D) Time-dependent
fluorescence anisotropy (FA) measurements were crosslinker 1 was titrated to a fixed concentration of 14-3-3s and FITC-labelled B-Raf pS365
over 12 h (n = 3). (E) A plot of the EC50 values of of crosslinker 1 over time determined by FA assay. (F) A plot of 14-3-3/B-Raf pS365 crosslinking
showing the effect of varying pH. (G) A schematic illustration of the proximity-driven crosslinking reaction between 14-3-3s, B-Raf pS365 and
crosslinker 1.
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Interestingly, crosslinking of the 14-3-3s/B-Raf complex was
insensitive to protein : crosslinker stoichiometries of 1 : 1, 1 : 5
and 1 : 10 (Fig. S1B†). This result is likely due to the high reac-
tion efficiency of the cysteine–maleimide addition, maintaining
the local concentration of the cyclohexenone electrophile even
at lower crosslinker concentration. Conjugation of 1 to 14-3-3s
and subsequent crosslinking proved sensitive to pH changes
(Fig. 2F). The nal proportion of the 14-3-3s–1 conjugate varied
from 20% to 0% over the pH range of 6–8 aer overnight
incubation while the fraction of the crosslinked complex ranged
from approximately 55% at pH 6 to over 90% at pH 7. Notably,
pH 7 was optimal with complete consumption of 14-3-3s.

Mutation of Cys38 of 14-3-3 to asparagine abolished the
conjugation of 1 to 14-3-3s (Fig. S1C†), conrming the selec-
tivity for this 14-3-3 cysteine. Further, incubation of the B-Raf
peptide with crosslinker 1 in the absence of 14-3-3s did not
result in the formation of the B-Raf–1 conjugate (Fig. S2A–E†),
revealing a low intrinsic reactivity between both the cyclo-
hexenone and maleimide electrophiles with B-Raf His370.
Incubation of 1 and B-Raf with the ligand binding domain of
the Peroxisome proliferator-activated receptor gamma (PPARg)
or bovine serum albumin (BSA) which both have exposed
cysteines but do not bind the B-Raf peptide, revealed exclusive
crosslinker 1 conjugation to protein alone with no B-Raf
crosslinking observed (Fig. S1D and E†). The 14-3-3s/B-Raf
3526 | Chem. Sci., 2025, 16, 3523–3535
crosslinking is thus dependent on PPI complex formation and
proceeds via a proximity-enhanced mechanism, with the 14-3-
3s–crosslinker conjugate serving as the intermediate (Fig. 2G).
Maleimide and cyclohexenone electrophiles are critical to
dual site-selective crosslinking

To further understand the structure–activity relationship (SAR)
of the Cys–His crosslinker, a focused library based on 1 was
developed (Fig. 3A). This SAR investigation focused on linker
length and rigidity (1–4), as well as the histidine and cysteine
reactive groups (5–11). Intact MS proling showed that a shorter
linker (2, n = 2, 8.8 Å) had no effect on crosslinking efficiency,
while increasing the linker length (3, n= 5, 12.9 Å) or rigidifying
the linker (4, 11.6 Å) resulted in a small (∼10%) decrease in
crosslinking (Fig. 3B and C). Unsurprisingly, reduction of the
histidine electrophile (5) or the maleimide (6) abolished cross-
linking. Substituting the maleimide with chloro- or bromo-
substituted acet/propionamide (7–9) also led to the loss of
crosslinking. Substitution of the cyclohexenone with N-
hydroxysuccinimide (NHS, 10) resulted in a complex mixture,
likely due to promiscuous reactivity of the NHS ester with
surface-exposed lysines on 14-3-3s. Homodimeric maleimide
crosslinker (11) elicited a 20% crosslinking efficiency, high-
lighting the lower reactivity of the maleimide electrophile with
© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Structure–activity relationship of the crosslinker. (A) The chemical structures of analogues 1–11. (B) Schematic illustration of conjugated
and crosslinked species observed by intact mass analysis. (C) A plot of the percentage of conjugation and crosslinking after overnight incubation
at 8 mM 14-3-3s, 80 mM compound, and 16 mM B-Raf pS365 peptide. (D) Schematic illustration summarising the key structure–activity rela-
tionship (SAR) insights.
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histidine. Analogues 6–9 that lacked the maleimide group or
replaced the maleimide electrophile resulted in a loss of
crosslinking (Fig. 3B, C, S3A and B†). However, 100% 14-3-3
conjugation was still observed indicating that in the absence of
the maleimide the cyclohexenone reacts with Cys38. Given that
Michael-addition reactions are reversible we next investigated
the thermodynamic stability of the Michael-addition products.
First, cyclohexenone was incubated with 14-3-3s and MS anal-
ysis showed ∼80% conjugation (Fig. S3C and D†). We then co-
incubated 1 : 1 cyclohexanone and N-ethylmaleimide (NEM)
with 14-3-3s. Experimental analysis showed exclusively the 14-
3-3s–NEM conjugate (Fig. S3E and F†). This result indicates the
cysteine–maleimide conjugate is signicantly more stable rela-
tive to cyclohexenone. In context to the literature, this SAR study
emphasizes the signicance of the maleimide for proximity
enhanced crosslinking, the essential role of the cyclohexanone
in targeting histidine, and cysteine–maleimide reaction is
signicantly faster and thermodynamically more stable relative
to cyclohexanone.
Histidine-trap crosslinkers show a wide substrate scope

The amino acid selectivity and relevance of histidine position
were investigated using a panel of mutated B-Raf peptides
(Fig. 4A). Specically, three mutated B-Raf peptides (17-mer)
were prepared, where the His residue was replaced by either an
alanine (H+5A), lysine (H+5K), or cysteine (H+5C) in the +5
position and eight B-Raf peptides with the histidine residue
shied along the sequence, analogous to alanine scanning,
from positions +1 to +8 (Fig. 4A). The amino acid numbering
refers to the position of the residue relative to the phosphory-
lated amino acid (pSer). Notably, for the histidine scanning the
native residue was replaced with an alanine if not at +5 position.
© 2025 The Author(s). Published by the Royal Society of Chemistry
To conrm peptide binding with 14-3-3, the affinities of the
peptide panel were rst determined using a FA assay (Fig. S4A
and B†). All peptides maintained their affinity to 14-3-3s, with
KD values ranging from 1.80–135 mM. His +1, +2, and +3 elicited
the poorest affinities (KD > 50 mM). However, all peptides
showed sufficient 14-3-3 affinity for subsequent intact MS study.

For the crosslinking experiment crosslinkers 1 (3-carbon
linker) and 3 (5-carbon linker) were selected, and the previously
established intact MS assay condition was applied. As expected,
no crosslinking for H+5A and only trace amount of crosslinking
was observed for H+5K (<5%) with 1 and 3 (Fig. 4B). Compounds
1 and 3 elicit 77% and 36% complex crosslinking for the H+5C
peptide, respectively, aligning with previous observations that
the cyclohexenone electrophile also reacts with cysteine.
Notably, compounds 1 or 3 did not crosslink a non-
phosphorylated H+5C peptide (Fig. S4C–E†) which lacks
affinity for 14-3-3s, further highlighting the proximity-
enhanced nature of the crosslinking. Analysis of the histidine
scanning on the crosslinking efficiency showed positions +1, +4,
+5, +6, +7, and +8 were amendable to crosslinking (>50%
crosslinking; Fig. 4A and B). In contrast, His+2 and His+3
showed minimal crosslinking. Increased peptide concentra-
tions from 2 eq. to 16 eq. of His+2 and His+3 did not result in
improved crosslinking (<10%, Fig. S4F†). We reasoned that
affinity, amino acid conformation and distance from Cys38
collectively contribute to diminished crosslinking. His+1 clearly
exhibited a distance effect, as 3 (ve-carbon linker) showed ∼
two-fold higher crosslinking compared to 1 (three-carbon
linker). These results demonstrated the broad suitability of
our crosslinkers for Cys–His and Cys–Cys crosslinking at
various positions (+1, +4, +5, +6, +7, and +8) in the peptide
sequence.
Chem. Sci., 2025, 16, 3523–3535 | 3527
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Fig. 4 Residue & position preference profile and target scope of the crosslinkers. The amino acid numbering (+1, +2, +3.) refers to the position
of the residue relative to the phosphorylated amino acid. (A) Schematic representation of the +5 positionmutation and histidine scanning peptide
panels. (B) A plot of the percentage of crosslinking of 14-3-3s and B-Raf mutants induced by crosslinker 1 and 3. (C) A table of the sequences of
natural 14-3-3 binding motifs containing His or Cys residues. (D) A plot of the percentage of crosslinking of 14-3-3s and natural 14-3-3 binding
motifs induced by crosslinker 1 and 3.

Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

7 
Ja

nu
ar

y 
20

25
. D

ow
nl

oa
de

d 
on

 8
/5

/2
02

5 
6:

02
:1

0 
PM

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
We next sought to investigate how peptide sequence inu-
enced histidine-trap crosslinking using a panel of other native
14-3-3 binding motifs. Each peptide contained either a His or
Cys residue at different positions within the peptide sequence
(Fig. 4C). These motifs included His at +1 (KSR1 and CDK11B),
+5 (C-Raf and Cby), and remote +13 (p65), as well as Cys at +1
(PKR) and +3 (RGS18) positions. A bivalent Tau peptide with two
phosphorylation sites (pSer214 and pSer324) that mimics the
known 14-3-3 binding motifs of Tau was also used. Briey, this
38-mer Tau peptide consists of the pSer214 and pSer324
binding motifs connected by a exible, 11-amino-acid-long
glycine–serine linker. Notably, there are two consecutive His
residues at +5 and +6 positions relative to the pSer324. Most of
the peptides are moderate binders of 14-3-3 with KD values in
micro-molar range with the exception of p65 and PKR. p65 has
a weak affinity (above micromolar) towards 14-3-3 while PKR
binds 14-3-3 much stronger (sub-micromolar). Within this
peptide panel varying degrees of crosslinking (10–98%) to 14-3-
3s were observed (Fig. 4D), indicating that our crosslinkers can
target a diverse range of 14-3-3 binding partners. Peptides with
His at +5 position (C-Raf and Cby) exhibited higher levels of
crosslinking (58–81%) compared to those with His at +1 posi-
tion (KSR1 and CDK11B) (10–46%). Crosslinkers 1 and 3 also
showed crosslinking of the 14-3-3/p65 complex though with
a lower yield (30%). Interestingly, the p65 peptide contains a His
at the +13 position, considered outside the 14-3-3 binding
groove. This result suggests that the Ca–Ca distance between
His+13 of p65 and Cys38 of 14-3-3s can be within 12.9 Å during
binding. RGS18 with Cys at +3 position elicited the greatest
crosslinking efficiency (98%), whereas the His residue in the B-
Raf mutant at the same position exhibited negligible cross-
linking. This result suggests the Cys residue at the +3 position of
RGS18 peptide may adapt a more favourable conformation
3528 | Chem. Sci., 2025, 16, 3523–3535
compared to the His residue at the +3 position of the B-Raf
mutant. Despite relatively lower efficiency (18–23%), PKR with
Cys at +1 position was also found to be crosslinked by both 1
and 3. Linker length had no signicant effect on crosslinking,
apart from the +1 His position (KSR1 and CDK11B) with 3 (ve-
carbon linker) eliciting a 3–4 fold increase in crosslinking
relative to 1 (three-carbon linker), respectively. We postulated
this to be a distance effect as observed earlier for the B-Raf
His+1 mutant. The bivalent Tau peptide had a relatively low
level of crosslinking (<30%, Fig. 4D) with both 1 and 3 even
though two histidine residues are located at the empirically
favorable position (+5 and +6) for crosslinking. We reasoned
this is due to the presence of a cysteine residue at the −2
position which leads to intrapeptide crosslinking and competes
with the 14-3-3s/Tau crosslinking.

Taken together this SAR study shows that crosslinking effi-
ciency is ultimately inuenced by the accessibility of the reac-
tive residue. Specically, three parameters inuence
crosslinking efficiency: the distance between cyclohexanone
and nucleophilic amino acid, spatial orientation of the nucle-
ophilic amino acid, and steric hindrance caused by anking
residues. Having robustly characterized the reactivity of the
histidine-trap crosslinker strategy, we shied focus to probing
a full-length IDP complex.
Probing the 14-3-3/Tau IDP complex using the histidine-trap
crosslinkers

The interaction between 14-3-3 and hyperphosphorylated Tau is
of particular interest. Research has shown that Tau in its dys-
regulated state is hyperphosphorylated.52,53 The hyper-
phosphorylation of Tau is promoted by cAMP-dependent
protein kinase A (PKA).54,55 Further, emerging research has
shown that hyperphosphorylated Tau accumulates in liquid–
© 2025 The Author(s). Published by the Royal Society of Chemistry
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liquid phase separated droplets, leading to Tau aggregation and
ultimately neurodegeneration. Interestingly, liquid–liquid
phase separation (LLPS) experiments have shown that 14-3-3's
binding specically inhibits the aggregation of hyper-
phosphorylated Tau under phase separation conditions.56,57

To explore potential 14-3-3 binding sites we sought to apply
histidine-trapping to the 14-3-3/hyperphosphorylated Tau
complex. First we optimized reaction conditions using the
bivalent Tau peptide by; (1) reducing the crosslinker concen-
tration to equimolar relative to 14-3-3s, (2) crosslinker 1 was
substituted for the rigid crosslinker 4—we rationalized the
more rigid crosslinker would limit intra-peptide crosslinking,
(3) the crosslinking reaction was performed in two steps (one-
pot), and (4) methoxamine was employed to trap the formed
ketone aer crosslinking via an oxime ligation reaction (30 659
Da) to prevent the retro-Michael reaction during the trypsin
digestion (Fig. S5A–E†).46 The resulting optimization led to
a favourable crosslinking of the 14-3-3s/bivalent Tau peptide
(74%, Fig. S5D†). Analysis of the MS1 spectrum of the digested
sample showed peaks corresponding to triply (m/z = 852.7011),
quadruply (m/z = 639.7750), and quintuply (m/z = 512.0248)
charged aTau-b14-3-3 ions (Fig. S6A and B†) consistent with the
peptide surrounding the pSer324 of the bivalent Tau peptide
(aTau) and the peptide surrounding the Cys38 of the 14-3-3s
(b14-3-3).55 Having established a workow for detection of the
protein–peptide interaction, we proceeded with full-length Tau.

To biochemically investigate 14-3-3's binding to hyper-
phosphorylated Tau (hpTau), a full-length Tau construct (2N4R
isoform) was recombinantly expressed and subjected to in vitro
PKA phosphorylation to produce the hpTau construct.55 The
phosphorylation sites were then mapped using trypsin diges-
tion and mass spectrometry revealing up to ve phosphorylated
sites on Tau: Ser214, Ser324, Ser356, Ser409, and Ser416 (Fig. 5A
and S7A–G†), consistent with previous reports.58,59 Whilst
pSer214 and pSer324 have been studied extensively, limited
biochemical and cellular data is available on 14-3-3's interaction
with other phosphorylation sites on Tau, such as pSer356.60 The
full-length hpTau was subjected to crosslinking with 14-3-3s
using the previously optimized crosslinking conditions and
subjected to sodium dodecyl sulfate polyacrylamide gel elec-
trophoresis polyacrylamide gel electrophoresis (SDS-PAGE) to
determine crosslinking species and molecular weights. Gel
analysis revealed two new bands (lane 5, Fig. 5B, adapted from
S8A†). Intact MS analysis of the data conrmed that the lower
band corresponds to the crosslinking of hpTau with a 14-3-3s
monomer (single crosslinking, 73 288 Da, Fig. S8B†) and the
upper band aligned with the crosslinking of hpTau with two 14-
3-3smonomers (double crosslinking, 99 804 Da, Fig. S8C†). Our
team was intrigued by this result as the pSer214 site lacks
a histidine or cysteine residue for crosslinking, suggesting that
besides crosslinking with pSer324 site on hpTau one more
crosslinking event took place either within two 14-3-3 mono-
mers or 14-3-3/hpTau. Crosslinking of two 14-3-3 monomers
was excluded based on gel experiments with 4 and apo-14-3-3
that showed no crosslinking (lane 2, Fig. 5B). Further, cross-
linking experiment with the bivalent Tau peptide supported this
reasoning (Fig. S5D†). Therefore, the presence of the upper
© 2025 The Author(s). Published by the Royal Society of Chemistry
band suggested an additional crosslinking event within the 14-
3-3/hpTau. Unfortunately, attempts to elucidate the cross-
linking sites with our MS workow only afforded ions aligned
with the crosslinking of the peptide surrounding pSer324 of
full-length hpTau (Fig. S8D and E†). While this result is
consistent with previously reported NMR studies that pSer324
in the microtubule binding domain binds 14-3-3 upon PKA
phosphorylation,61 the other site was le unidentied. Given
the challenges detecting the cryptic site on hpTau, likely due to
the incomplete and/or an unknown mis-cleavage by trypsin, we
shied focus to mutation studies to elucidate it.

Identication of pSer356 as a cryptic 14-3-3 binding site

Sequence inspection of the ve Tau sites phosphorylated by PKA
showed that, except for Ser324, only Ser356 contains a histidine
in proximity to the phosphorylated amino acid, and no cysteine
residues present (Fig. S7A†). Further, Ser324 and Ser356 contain
73% sequence homology in the C-terminal binding region
(Fig. 5A). Sluchanko et al. rst identied the Ser356 site as
signicant 14-3-3 binding site,60 however, this site has been
largely overlooked in mechanistic models.32 Post-translational
modication proling of Alzheimer's patient brains has also
shown Ser356 as highly phospho-enriched, relative to control
brains,62 highlighting the signicance of this phosphorylation
site. To investigate this cryptic 14-3-3 binding site we expressed
a Tau mutant protein where serine residues Ser214, Ser409, and
Ser416 were mutated to alanine, whilst Ser324 and Ser356 were
conserved (Tau324,356). The resulting Tau mutant was then
subjected to PKA phosphorylation to afford a double phos-
phorylated Tau324,356 construct (hpTau324,356, 45 706 Da,
Fig. S9A†). Intact MS indicated a purity of around 60% double
phosphorylated Tau out of a mixture of single and double
phosphorylation. Next, the hpTau324,356 construct was then
subjected to crosslinking experiments using 4 and 14-3-3s. The
resulting SDS-PAGE showed two protein bands corresponding
to single and double crosslinking (lane 5, Fig. 5C, adapted from
S9B†). Intact MS measurements also conrmed the two bands
corresponded to a 1 : 1 and 1 : 2 Tau : 14-3-3 crosslinking stoi-
chiometry (72 547 and 99 389 Da, Fig. S9C and D†). These
results suggested that the additional binding site indeed was
pSer356. To validate this binding site a 16-mer Tau peptide
representing the pSer356 binding site was prepared (Fig. S9E†).
Crosslinking experiments with the pSer356 peptide conrmed
that this motif binds 14-3-3 (Fig. S9F†). Binding studies with the
established FA assay further conrmed that the pSer356 peptide
binds 14-3-3 (both s and g isoforms), however does not reach
binding saturation (Fig. 5D and S9G†).

14-3-3 binds pSer356 at cellularly relevant concentrations

To gain a greater thermodynamic understanding of 14-3-3/
hpTau complex formation, given this new insight and the
multivalent interaction between 14-3-3 and hpTau, we sought to
develop a multicomponent equilibrium model. Critical for the
development of the model was the determination of effective
molarity (EM) values of hpTau binding to dimeric 14-3-3 for the
phosphorylation pairs pSer214–pSer324 (110-mer), pSer324–
Chem. Sci., 2025, 16, 3523–3535 | 3529
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Fig. 5 Probing interaction between 14-3-3 and full-length Tau. (A) Schematic representation of the domain structure of the Tau protein (2N4R
isoform). (B) SDS-page analysis of the crosslinking reaction between 14-3-3s and PKA phosphorylated Tau (hpTau). (C) SDS-page analysis of the
crosslinking reaction between 14-3-3s and hpTau324,356 mutant. (D) Fluorescence anisotropy (FA) measurement of titrating 14-3-3g to 50 nM
FITC-labelled Tau pSer214, pSer324 and pSer356 peptides respectively. (E) Overview of the effective molarity (EM) values of the phosphorylation
pairs pSer214–pSer324, pSer324–pSer356 and pSer214–pSer356 on hpTau respectively. (F) Schematic representation of the binding model
between 14-3-3 dimers and a multivalent hpTau. Only relevant binding sites pSer214, pSer324 and pSer356 are shown. (G) Simulation of the
species distribution at a range of 14-3-3 concentration from 0.01 mM to 10 mM. A constant concentration of 2 mM hpTau (as reported in neuron)
was applied. (H) Simulation of the fractions of different species in brain at a concentration of 100 mM 14-3-3 and 2 mM hpTau. Species below 4%
are not labelled. (I–K) Simulation of the fractions of different species at a concentration of 100 mM 14-3-3 and 2 mM hpTau in a scenario where
binding sites pSer214 (I), pSer324 (J) and pSer356 (K) get stabilized respectively (KD enhanced by 100-fold). Species below 4% are not labelled.
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pSer356 (32-mer), and pSer214–pSer356 (142-mer). To this end,
we employed a Wormlike Chain Model (see ESI†), affording EM
values of 2.8, 1.4, and 1.1 mM for the 32, 110, and 142-mer
3530 | Chem. Sci., 2025, 16, 3523–3535
random-coil peptides, respectively (Fig. 5E). Utilizing the
derived EM values and the mass balance equations, an equi-
libriummodel was created that describe a system where a single
© 2025 The Author(s). Published by the Royal Society of Chemistry
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hpTau (A) with three binding sites (1, 2 and 3) can bindmultiple
14-3-3 dimers (B) with connected dissociation constants KD

1–

KD
3 encoded (Fig. 5F). The model derived the fraction of protein

complexes based on the total concentrations of 14-3-3 and
hpTau used in the intact MS and gel experiments (hpTau = 16
mM; 14-3-3 = 8 mM), the previously calculated EM values, and
peptide affinities with 14-3-3g from the FA studies (Fig. 5D).
Notably, the KD value for the pSer356 site (KD

3) was extrapolated
by conning the upper limit of the dose–response curve.

Analysis of the equilibrium model under experimental
conditions (Tau = 16 mM; 14-3-3 = 8 mM) revealed that
complexes involving the bivalent binding of Tau to the 14-3-3
dimer are the dominant species at 8 mM 14-3-3 (Fig. S9H†).
Among these, the bivalently bound pS214–pS324 (AB1_2) is the
major species, while the bivalently bound pS324–pS356 (AB2_3)
is the most prominent minor species. Bivalently bound pS214–
pS324 (AB1_2), elicited a calculated KD value of 0.138 mM.
Regarding bivalently bound pS324–pS356, this result highlights
that even when only present at low fractions, our histidine
trapping crosslinker can capture specic 14-3-3 interaction
partners, suggesting this probe could also be useful to study
other protein complexes.

Based on the data of Sluchanko et al.60 and our new under-
standing of 14-3-3/hpTau complex formation, we then sought to
gain a greater mechanistic understanding of 14-3-3 binding to
hpTau at cellularly relevant concentrations. The concentration
of Tau in a neuron is reported at ∼2 mM.63,64 Further, several
studies have estimated the most abundant 14-3-3 isoform zeta
in the brain has a concentration of 100 mM.65–68 Utilizing these
protein concentrations (Tau = 2 mM; 14-3-3 = 100 mM) and our
equilibriummodel it was observed that hpTau binds one or two
14-3-3 dimers (Fig. 5G and H). At 100 mM of 14-3-3, AB1_2
remains the major species, however, it undergoes a signicant
reduction in concentration compared to at equimolar 14-3-3
and hpTau (Fig. 5G) – with the double bound 14-3-3, containing
the bivalent binding pSer324–pSer356 (AB2_3B1) being the
second most abundant species (Fig. 5H). Interestingly, at high
concentrations of 14-3-3 effective molarity plays a more domi-
nate role with AB2_3B1 out competing AB1_2B3 and AB1_3B2
(Fig. 5G). This key nding aligns with the data report by Slu-
chanko et al.60 and is highly signicant to our current molecular
understanding of 14-3-3's interaction. Most studies focus purely
on binding affinities, however for this multivalent PPI, at
concentrations higher than 10 mM of 14-3-3, affinity plays a less
dominate role and effective molarity signicantly inuences
protein complex species. This suggest the need for the Tau
chemical biology and cellular biology communities to re-
evaluate the molecular mechanism of 14-3-3/Tau binding.

Finally, we are particularly interested in the development of
molecular glues that stabilize the native interaction between 14-3-3
and its interaction partners.37,69–72 14-3-3 binding to hpTau has
been shown to suppress its aggregation that leads to neuro-
degeneration.56,57 Utilizing this equilibrium model we simulated
100-fold stabilization of 14-3-3 binding at each phosphorylation
site (Fig. 5I–K). Simulated stabilization of the pSer214 and pSer324
sites had little effect on the overall fraction of 14-3-3 bound
landscape compared to the non-stabilized system (Fig. 5H).
© 2025 The Author(s). Published by the Royal Society of Chemistry
Interestingly, stabilization of the weakest pSer356 site signicantly
modied the distribution landscape of 14-3-3/hpTau complexes
(Fig. 5K). Specically, the enhanced app. KD coupled with the
higher effective molarity (30-mer vs. 110-mer) led to the complex
containing the bivalent binding of pSer324–pSer356 (AB2_3B1)
being the major species. This result suggests stabilizing the
pSer356 sitemay provide an interesting line of research tomitigate
hpTau aggregation enabling more 14-3-3 to be recruited to hpTau.

Conclusions

The development of tool compounds for studying the function
of IDPs and IDDs remains a signicant challenge. In this study,
we have developed a novel histidine trapping crosslinking
approach to study the interactions between IDPs/IDDs and the
well-structured hub protein 14-3-3. Our histidine trapping
crosslinker approach exhibited high crosslinking capacity
(>90%) and selectivity for cysteine and histidine. Through
kinetic, pH, and stoichiometry studies we identied key reac-
tion intermediates, enabling the deconvolution of a two-step,
proximity-driven crosslinking reaction pathway. SAR studies
underscored the indispensable role of the maleimide electro-
phile for the subsequent histidine–cyclohexenone crosslinking.
Further, replacement of either electrophile led to complete
abrogation or drastic decrease of the crosslinking efficiency. In
contrast, linker length was well tolerated as changes in linker
length didn't elicit signicant effect on the crosslinking effi-
ciency. Mutational studies demonstrated that the crosslinker
concept is also capable of crosslinking proximal Cys–Cys resi-
dues, but incapable of conjugating Lys. The cross-linking
approach is accommodating to a variety of His positions in
the IDPs/IDDs, except the +2 and +3 at the C-terminus of the 14-
3-3 binding motifs. Further, we demonstrated the robustness of
the approach on a panel of 14-3-3 binding peptides decorated
with either a histidine or cysteine.

Using the crosslinker to study the multivalent interaction
between full-length proteins 14-3-3 and PKA phosphorylated
Tau we identied a largely overlooked 14-3-3 binding site
pSer356 on Tau. An equilibrium model provided a greater
mechanistic understanding of the role of the pSer356 site in 14-
3-3 binding. At cellularly relevant 14-3-3 and Tau concentrations
a signicant proportion of 14-3-3 is bound to the pSer356 site of
Tau. Although rst reported by Sluchanko et al.,60 this binding
site has been less attended to in 14-3-3 mechanistic studies and
poorly depicted in 14-3-3/Taumodels. Interestingly, polypeptide
regions R4 (354–369) and PRD (212–221) (Fig. 5A), which
encompass Ser214 and Ser356, are signicantly phospho-
enriched in Alzheimer's patient brain samples.62 Given the
phospho-enrichment of Ser356 in Alzheimer's, coupled with
ours and Sluchanko's ndings necessitate a re-evaluation of the
mechanism of 14-3-3/Tau interactions in neurodegeneration.

Finally, we showed that stabilization of the pSer356 site has
the greatest impact on the 14-3-3 binding landscape. This
nding has signicant impact to the molecular glue drug
discovery eld as it suggests that stabilization of weak interac-
tions over high affinity interactions may have a greater biomo-
lecular impact on the interactome landscape.
Chem. Sci., 2025, 16, 3523–3535 | 3531
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The histidine-trap crosslinker approach reported here not
only advances our understanding of the 14-3-3/Tau interaction
but also demonstrates the potential of covalent tool compounds
in studying complex PPIs involving IDPs and IDDs.
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