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Molecular glues are powerful tools for the control of protein—protein interactions. Yet, the mechanisms
underlying multi-component protein complex formation remain poorly understood. Native mass
spectrometry (MS) detects multiple protein species simultaneously, providing an entry to elucidate these
mechanisms. Here, for the first time, covalent molecular glue stabilization was kinetically investigated by
combining native MS with biophysical and structural techniques. This approach elucidated the

stoichiometry of a multi-component protein-ligand complex, the assembly order, and the contributions
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Introduction

Molecular glues have revolutionized drug discovery by enabling
greater control of protein function through chemical-induced
protein complexation.”> These small molecules enhance
protein complex avidity by influencing the protein-protein
interaction (PPI) interface. This drug discovery approach
translates to greater control of the proteome, for instance, via
introducing new cellular functions,>* generating dead-end
protein complexes,>® modulating protein localization,” or
restoration®/enhancement® of protein function. This approach
has enabled the targeting of proteins once considered
undruggable by addressing a protein complex in contrast to
a dysregulated protein in isolation.'*'*

Recently, the fusion of covalent and molecular glue drug
discovery has yielded a new and promising alternative drug
discovery approach."* Briefly, covalent molecular glues incor-
porate an electrophile that reacts with a nucleophilic amino
acid on one of the protein partners. Covalent molecular glues
EN450 (ref. 13) and RM-18 (ref. 5 and 6) stand as compelling
examples of the potential of this technology. Further, reversible
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mechanisms of covalent small molecule ligation and informs (covalent) molecular glue development.

covalent electrophiles, including disulfides**™® and imines,"”

show promise for fragment-based molecular glue development,
providing initial chemical matter for further drug optimization.

While covalent molecular glues show potential, the mecha-
nistic understanding by which covalent molecular glues stabi-
lize multi-component protein complexes remains limited. This
stabilization process consists of sequential non-covalent and
covalent binding events between the individual proteins and
the molecular glue. Traditional biochemical assays report
globally on PPI formation, providing limited information
regarding the order of multi-component protein complex
assembly, and typically do not distinguish between non-
covalent and covalent binding events. Native mass
spectrometry provides a solution to study these molecular
processes.

Significant advances in native mass spectrometry (MS) have
enabled the high-resolution detection of protein complexes in
their native state, enabling protein function elucidation.'®*
Further, native MS is a powerful tool to investigate ligand-
protein complexes,**** ligand-DNA complexes,*® and molecular
glue protein complex stabilization.>*** In contrast to protein
denaturing MS techniques, native MS preserves protein
complexes from solution into the gas phase enabling the anal-
yses of protein complexes in their native state.'®*® This provides
macromolecular insight into the abundances of individual
proteins and protein complexes, their affinity, and the stoichi-
ometry of the PPIs. Previously, native MS/MS experiments using
antibody-drug conjugates have demonstrated that non-covalent
interactions can be disrupted, whilst covalent interactions
between the bioconjugate are maintained.*® This technique
presents an exciting opportunity for covalent drug discovery, as

© 2023 The Author(s). Published by the Royal Society of Chemistry
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covalent and non-covalent binding modes can be probed using
native MS.

Here we elucidate that aldehyde-based molecular glue
stabilization occurs via a two-step process using a time-
dependent fluorescence anisotropy (td-FA) assay. We then
applied native MS experiments to disentangle the stepwise
covalent stabilization mechanism of a molecular glue, for the
first time. Specifically, by developing a native MS/MS method,
non-covalent and covalent interactions were discriminated
allowing the assembly of the ternary protein complex to be
tracked over time, and as a function of covalent ligation. These
data provided a deep molecular understanding of covalent
molecular glue stabilization, showing that aldehyde-based
molecular glue induced stabilization is composed of highly
cooperative non-covalent binding followed by slow covalent
ligation.

Results and discussion

Aldehyde-MG stabilization of 14-3-3 complexes proceeds via
a two-phase process

Covalent molecular glue drug discovery has emerged as
a promising approach. However, to date studies, including our
own research using disulfide,"**” and aldehyde-based chem-
istry'”?” have focused on understanding structure-activity rela-
tionships with limited to no consideration of the kinetics of
covalent molecular glue stabilization.

To investigate the kinetics of molecular glue induced protein
complex stabilization, and in turn the underlying molecular
mechanism (Fig. 1A), we utilized aldehyde-based molecular
glue MG1 as a case study (Fig. 1B)."” As MG1 has previously been
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Fig. 1 (A) llustrates the limited understanding of MG1 induced
complex stabilization. (B) Schematic representation of MG1 ligation.
(C) Enlarged view of the 14-3-3/Pinl/MGL1 interface (PDB:7BFW,
previous workY). (D) MG1 covalently bound to Lys122 of 14-3-3 by
aldimine bonding.
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extensively biochemically and structurally characterized, this
provided a robust base for systematically understanding the
kinetic processes that lead to covalent molecular glue stabili-
zation. MG1 stabilizes the hub protein 14-3-3/peptidyl-prolyl
cis-trans isomerase NIMA-interacting 1 (Pin1) PPI (Fig. 1A-D
and 2A). This small molecule forms an imine bond between the
formyl group of MG1 and Lys122 of 14-3-3 (Fig. S1A-Ct)."”
Notably, 14-3-3 is a dimeric protein with each monomer binding
a single phospho-peptide and molecular glue, independent of
the complementary monomer (Fig. S1D¥). Given this indepen-
dent binding behaviour of the 14-3-3 monomers, the crystal
structure of 14-3-3 is depicted as a monomer.

Cognizant that small molecule imine bond formation typi-
cally takes minutes to hours to reach equilibrium,”® we
hypothesized this chemical property would translate to time-
dependent PPI stabilization. To investigate this hypothesis, we
performed a td-FA assay were 14-3-3y was titrated to a fluores-
cein-labelled Pin1 peptide in the presence or the absence of
a stabilizer, and data was incrementally collected over 4 h. The
resulting data was then processed using the workflow described
in Fig. S2.1 To compare non-covalent and covalent molecular
glue stabilization, natural product fusicoccin-A (FC-A, Fig. 2B)
was used as a non-covalent control stabilizer.>****® To validate
FC-A binds the same 14-3-3/Pin1 binding pocket, we crystalized
the ternary complex (Fig. S1E-Gt). Analysis of the crystal
structure confirmed FC-A binds at the interface of the 14-3-3/
Pin1 complex similarly to MG1, however, does not form a cova-
lent bond with 14-3-3. Notably, 14-3-3¢AC, which is C-terminally
truncated, was used as this mutant simplifies crystallization
and is highly homologous to 14-3-3y in structure and sequence
(Table S1t). Analysis of the td-FA data showed the binary 14-3-3/
Pin1 complex formed rapidly (<10 min, K = 30 =+ 2 uM; Fig. 2C)
and was constant over time (Fig. 2D). In the presence of FC-A
rapid stabilization of the 14-3-3/Pin1 complex was also observed
(apparent Kp, (Kp*PP) = 2.9 £ 0.2 uM), correlating to a ~10-fold
stabilization. In contrast, MG1 mediated stabilization pro-
ceeded via two phases. Initially, a rapid stabilization of the 14-3-
3/Pin1 complex was observed (Kp**P? = 5.4 + 1 uM at 10 min),
followed by a slower second phase of stabilization taking 2-3 h
to reach its maximum effect (Kp*PP = 1.5 + 0.5 uM; Fig. 2C-D).
This observation suggested the slow stabilization kinetics,
compared with non-covalent FC-A, was a function of imine
bond formation.

To further investigate the effects of imine-bond formation on
PPI stabilization a td-FA assay was performed at varied pH (6.0-
9.0) and the data was processed using the aforementioned
workflow (Fig. S31). The 14-3-3/Pinl1 and the 14-3-3/Pin1/FC-A
complexes were non-responsive to the pH variations under
neutral and basic conditions (Fig. S4t). In contrast, the forma-
tion of the 14-3-3/Pin1/MG1 complex was highly responsive to
pH (6.5-8.0) with a KPP range of ~5.2-0.6 uM (~3.8-48-fold
stabilization, Fig. 2E), in line with the pH-dependent behaviour
of imine formation.*"*>* Maximum MG1 stabilization of the 14-3-
3/Pin1 complex was also observed after 2-3 h, dependent on pH
(7.0-8.0) (Fig. 2F). While at pH 6.5 a constant KPP of ~5.2 uM
was observed throughout the measurement, with no signs of the
slower second phase of stabilization.
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Fig. 2

(A and B) Chemical structures of MG1 and FC-A. (C) 14-3-3y titration FA assay, using fluorescein-Pinl peptide in absence (grey), or

presence of molecular glue MG1 (purple) or FC-A (blue) over time. (D) KPP plot over time of 14-3-3/Pinl (grey), 14-3-3/Pin1/FC-A (blue) and 14-
3-3/Pin1/MG1 (purple) complexes. (E) 14-3-3y titration over the pH range 6.5-8.0 in absence (hollow dots), or presence of molecular glue MG1
(solid dots). (F) Kp®®P plot over time of 14-3-3/Pinl (hollow dots) and 14-3-3/Pin1/MGL1 (solid dots) complexes over pH range 6.5-8.0. (G) The
panel of 2-ortho substituted benzaldehydes. (H) Kp*P plot over time of the 14-3-3/Pinl complex (hollow triangles), MG1 stabilized 14-3-3/Pinl
complex (solid dots), and MG2-6 stabilized 14-3-3/Pinl complexes (solid triangles). Error bars represent the standard deviation (n = 3).

In addition to the pH, the reactivity of the aldehyde func-
tional group is highly influenced by the electrochemical
properties of the electrophilic small molecule. To investigate
the electro-donating and electro-withdrawing properties of the
molecular glue on PPI stabilization a panel of 2-ortho
substituted benzaldehydes was used (Fig. 2G). Structural
analysis of X-ray crystal structures of MG2-6 in complex with
the 14-3-3¢AC/Pin1 complex showed all molecular glues
shared a common binding mode to MG1 with an unambig-
uous electron density map for the ligand (Fig. S51). Time-
dependent FA experiments showed that electronegative
substitutions enhance stabilization (MG4 versus MG2)
(Fig. 2H), with the trend remaining consistent over a range of
pH values (Fig. S6t1). However, stabilization was not solely
driven by electronegativity, with 2-Cl (MG5) and 2-CF3 (MG6)
analogues eliciting less stabilization than 2-Br (MG4). These
results showed that 14-3-3/Pin1 stabilization is driven by an
interplay of molecular recognition of the composite 14-3-3/
Pin1 binding pocket and the reactivity of the aldehyde. This
is best illustrated by MG2 that covalently binds 14-3-3/Pin1 yet
did not stabilize the complex.

Next, we assessed if time-dependent molecular glue
stabilization was unique to the ternary 14-3-3/Pin1/molecular
glue complex. The previously published aldehyde-based
molecular glue MG7 has also been shown to covalently
ligate Lys122, and in turn stabilize the 14-3-3/p65 PPI
(Fig. S77).*® Using this ternary complex, we repeated the td-FA

6758 | Chem. Sci, 2023, 14, 6756-6762

assay at various pH values (Fig. S87). Analysis of the td-FA data
using MG7, 14-3-3, and a p65 peptide showed a time- and pH-
dependent molecular glue stabilization profile, similar to
MG1. Interestingly, complete saturation of stabilization was
observed at pH 8. Whilst MG1 and MG?7, are not directly
comparable given the scaffold and binding partner vary, these
results provide valuable insight into aldehyde-based
stabilization.

MG1 preferential binds the preformed 14-3-3/Pin1 complex

Having kinetically probed aldehyde-based molecular glue
stabilization, native MS was subsequently employed to correlate
stabilization to ternary complex formation. Specifically, by
linking the observed profile to real-time quantification of
abundances and stoichiometries of protein complexes. First,
Pinl was incubated with 14-3-3 (5:1 ratio) to confirm the
formation of the binary complex without MG1 (Fig. 3A). Given
14-3-3 dimerizes in solution (Fig. S91),** we observed unbound
14-3-3 dimer (14-3-3,), single Pin1 bound 14-3-3 dimer (14-3-3,/
Pin1), and double Pin1 bound 14-3-3 dimer (14-3-3,/Pin1,), with
the apo 14-3-3 dimer (~65%) dominating the mass spectrum at
the set equivalents. MG1binding to 14-3-3 was then measured
(5:1 ratio, Fig. 3B). Minimal MG1 bound 14-3-3 was observed
after 20 h incubation, indicating that Pinl is required for
cooperative MG1 binding. In contrast, incubation of 14-3-3,
Pinl1 and MG1 (1:5: 5 ratio) resulted in the ternary 14-3-3/Pin1/
MG1 complexes as the dominant species after 20 h incubation

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 (A—C) Native mass spectra of the 14-3-3/Pinl, 14-3-3/MGL1, and 14-3-3/Pin1/MG1 complexes. Inserts represent relative abundances of

observed complexes. *Indicates protein contaminant. (D) Relative abundances of observed complexes over incubation time (pH 8.0). (E)
Schematic representation of the native MS/MS experiment. (F) Relative abundance of non-covalent/covalent 14-3-3/Pinl/MG1 complex
formation observed by native MS/MS over time (pH 8.0), (G) and over pH.

(~90%, Fig. 3C). Further analysis of these 14-3-3/Pin1/MG1
complexes showed the 14-3-3,/Pin1,/MG1, complex was the
major species (Fig. S101), with minimal apo 14-3-3 dimer (=5%)
observed. Moreover, no complex was observed between Pinl
and MG1, indicating the specific nature of this stabilization
(Fig. S117). Taken together, these results indicate that the three
components bind with high cooperativity wherein MG1 acts by
‘gluing’ 14-3-3 and Pinl together, and Pin1 functions to
template MG1.

Previously we have shown that MG1 induces conformational
changes to the 14-3-3/Pinl interface leading to cooperative
complex formation."” Given that molecular glue binding to 14-3-
3 was partner protein dependent, we sought to investigate the
kinetics of ternary complex assembly. Pin1, 14-3-3, and MG1
were incubated for 0.25, 1, 2, 4, and 20 h, and the abundance of
each complex was quantified at each timepoint (Fig. S12+). After
15 min, the rapidly formed binary complexes (14-3-3,/Pin1 and
14-3-3,/Pin1,) were the dominating species, and trace amounts
of stabilization (<5%) were observed (Fig. 3D). This was followed
by the consumption of the binary complexes over the next
45 min with the 14-3-3,/Pin1,/MG1 complex being the domi-
nant species after 2 h. MG1 induced stabilization continued
until the most abundant species was the saturated 14-3-3,/
Pin1,/MG1, complex. Comparison of the native MS measure-
ments at 15 min with and without MG1 showed enhanced
consumption of apo 14-3-3, and an increase in both single and
double Pin1 bound 14-3-3 dimer (Fig. S131). This result suggests
that MG1 accelerates 14-3-3/Pin1 complexation. Notably, double
MGT1 binding to the 14-3-3 dimer (14-3-3,/Pin1,/MG1,) in the

© 2023 The Author(s). Published by the Royal Society of Chemistry

native MS experiment resulted in an overall enhancement in the
abundance of stabilized protein complexes, however, did not
elicit an equivalent response to single MG1 binding (Fig. S14A
and Bf). This result indicates that the avidity of the total
complex is further enhanced by a second molecular glue
binding. Notably, at these stoichiometries (1:5:5 14-3-3 : Pin1:
MG1) there is limited 14-3-3, potentially explaining the lack of
equivalent response upon double ligation. Interestingly,
enhanced stabilization upon double MG1 binding was not
observed in the FA experiments (Fig S14B+t). This discrepancy
may originate from concentration differences between the assay
formats leading to different kinetics of ternary complex
formation. Specifically, in the native MS experiments equimolar
concentrations of MG1 and Pin1 were used, in contrast, in the
td-FA experiment a 1000-fold excess of MG1 (relative to Pin1)
was used, explaining the rapid stabilization observed in the FA
experiments. This observation highlights the power of native
MS as a technique to study molecular events, such as molecular
glue binding.

Finally, a native MS/MS approach was developed to directly
discriminate between non-covalent and covalent molecular
glue binding in a time-deconvoluted manner. This approach
isolated all complexes in the ion trap and then subjected
these to a set higher-energy collision induced dissociation
energy at which the non-covalent interactions between 14-3-3,
Pin1l, and MG1 were disrupted whilst conserving covalent
interactions (Fig. 3E). This enabled the detection of covalently
ligated 14-3-3/MG1, as demonstrated in a control experiment
conducted after 2 h incubation of 14-3-3, Pinl and MG1

Chem. Sci., 2023, 14, 6756-6762 | 6759
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(Fig. S15%). Consistent with the complex assembly seen in
Fig. 3D, the ternary complex formation increased time-
dependently (native MS/MS spectra shown in Fig. S167), and
positively correlated with MG1 ligation (Fig. 3F). For instance,
at 15 min the 14-3-3/Pin1/MG1 species were predominantly
non-covalent. After 45 min, the covalent ligation increased to
~30%, with almost complete ligation at 20 h. These results
showed that complex stabilization proceeded via a two-step
MG1 ligation process.

To further dissect the role of imine bond formation, we
performed native MS/MS experiments at varied pH. Analysis of
the native MS spectra showed an increase in overall 14-3-3/Pin1/
MG1 complex abundance upon increasing pH (Fig. S177).
Subsequent, analysis of the native MS/MS experiments showed
pH-dependent ligation (20 h) (Fig. S18t), with ~65% and ~95%
MGt ligation at pH 6.5 and 8.0, respectively (Fig. 3G). A similar
experiment at 15 min and varied pH confirmed the two-step
ligation mechanism, with pH-independent non-covalent MG1
binding observed (Fig. S197). Taken together the native MS/MS
experiments correlated with the td-FA data, where stabilization
was enhanced with increasing time and pH.

Ternary complex formation proceeds via specific assembly
order

Mechanistically, this study shows that MG1 has a weak affinity
for apo 14-3-3, however, strongly binds the preformed 14-3-3/
Pinl complex (Fig. 3D and 4A). Further, MG1 stabilizes the 14-
3-3/Pin1 PPI via a two-phase process where initially MG1 non-
covalently binds and stabilizes the binary 14-3-3/Pinl
complex. As this initial phase is reached rapidly and is pH-
independent, we propose that MG1 binds by hydrogen bonding
between the g-amino group of Lys122 and the aldehyde elec-
trophile of MG1 (Fig. 4B). After the first phase, MG1 stabiliza-
tion proceeds via a pH-responsive imine bond formation with
enhanced cooperativity effects.

14-3-3 + MG1 —=

14-3-3 - MG1

J

14-3-3 s MG1 =—=
Hydrogen bonding Imine bonding

(&

Fig. 4 (A) Proposed hypothesis of the major pathway for 14-3-3/Pinl/
MG1 complex assembly. (B) Proposed two-step molecular mechanism
for MGL1 binding to the 14-3-3/Pinl complex.
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Conclusions

In conclusion, we have unravelled the molecular mechanism of
aldehyde-based molecular glue MG1 induced PPI stabilization.
Ternary 14-3-3/Pin1/MG1 complex formation proceeds via
a sequential order of assembly requiring preformation of the
binary 14-3-3/Pin1 complex. This is scientifically significant as it
experimentally probes existing multi-component equilibrium
models® in a time dimension. Further, it shows that high
cooperativity can compensate for weak affinities of the molec-
ular glue to the individual proteins. These results further
debunk a misconception that affinity is the paramount
parameter, showing a balanced view of molecular glue param-
eters are needed for molecular glue optimization. Additionally,
our native MS/MS approach enabled the dissection of the non-
covalent and covalent stabilization steps, both time- and pH-
dependently. This revealed that MG1 stabilization proceeds
via a two-step binding mechanism that consists of a rapid non-
covalent association followed by slow covalent imine ligation.
This shows that molecular glue ligation is regulated by a non-
covalent cooperative binding event. Finally, this study
provides a framework for the application of native MS to other
molecular glues and more broadly covalent drug discovery.
Importantly, this study is a conceptual step forward in drug
discovery understanding, providing important biochemical
information for future covalent molecular glue development.

Data availability

The crystal structures elucidated in this manuscript have been
deposited to the PDB (8C3C & 8C2G). All raw mass spectrometry
data files are provided at https://doi.org/10.25500/
edata.bham.00000951.

Author contributions

CJAV, DFK, ACL and PJC. conceptualized and initiated the
project. CJAV, and LD performed molecular glue synthesis and
purification. DFK performed the native MS experiments. CJAV
performed the FA and X-ray crystallography studies of unpub-
lished compounds. RGD, LB scientifically consulted with the
design of FA and native MS experiments. LB, ACL and PJC
supervised the project and provided scientific guidance. CJAV
and PJC wrote the manuscript with essential input and feedback
from all other authors.

Conflicts of interest

The authors declare the following competing financial
interest: LB is a scientific co-founder of Ambagon Therapeutics.

Acknowledgements

The research described was funded by The Netherlands Orga-
nization for Scientific Research via NWO Veni VI.Veni.212.277,
OCENW.M20.200, and Gravity Program 024.001.035. The mass
spectrometry research was supported by the Biotechnology and

© 2023 The Author(s). Published by the Royal Society of Chemistry


https://doi.org/10.25500/edata.bham.00000951
https://doi.org/10.25500/edata.bham.00000951
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc01732j

Open Access Article. Published on 31 2023. Downloaded on 30/10/25 19:14:43.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Edge Article

Biological Sciences Research Council (BBSRC) and University of
Birmingham funded Midlands Integrative Biosciences Training
Partnership (MIBTP2) (BB/M01116X/1). The Eclipse mass spec-
trometer was funded by the BBSRC (BB/S019456/1). The crys-
tallography data collection was performed at the European
Synchrotron Radiation Facility (ESRF), Grenoble, France. We
would like to thank Lindsay McGregor for assistance in using
beamline ID23-1. Beamtime was allocated for proposal MX-2407
(doi 10.15151/ESRF-ES-1006014569). We would like to thank Dr
Madita Wolter for her contribution to assay and crystallography
method development. Further we would like to thank Dr
Christian Ottmann for arranging beamtime and scientific
discussions. We thank Dr Jeddidiah Bellamy-Carter for helpful
discussions and the Advanced Mass Spectrometry facility at the
University of Birmingham for set-up and maintenance of the
mass spectrometers used in this work.

Notes and references

1 T. M. Geiger, S. C. Schifer, J. K. Dreizler, M. Walz and
F. Hausch, Curr. Res. Chem. Biol., 2022, 2, 100018.

2 S. L. Schreiber, Cell, 2021, 184, 3-9.

3 M. E. Matyskiela, T. Clayton, X. Zheng, C. Mayne, E. Tran,
A. Carpenter, B. Pagarigan, ]J. McDonald, M. Rolfe,
L. G. Hamann, G. Lu and P. P. Chamberlain, Nat. Struct.
Mol. Biol., 2020, 27, 319-322.

4 C. Mayor-Ruiz, S. Bauer, M. Brand, Z. Kozicka, M. Siklos,
H. Imrichova, I. H. Kaltheuner, E. Hahn, K. Seiler,
A. Koren, G. Petzold, M. Fellner, C. Bock, A. C. Miiller,
J. Zuber, M. Geyer, N. H. Thomi, S. Kubicek and
G. E. Winter, Nat. Chem. Biol., 2020, 16, 1199-1207.

5 G. L. Verdine, M. J. Nichols, S. A. Townson, U. K. Shigdel,
S. J. Lee, D. T. Stiles and N. ]. Anthony, US Pat.
2018259535(A1), 2018.

6 A. Gill, Revolut. Med. ACS, Orlando Present, 2019.

7 L. M. Stevers, M. Wolter, G. W. Carlile, D. Macdonald,
L. Richard, F. Gielkens, J. W. Hanrahan, D. Y. Thomas,
S. K. Chakka, M. L. Peterson, H. Thomas, L. Brunsveld and
C. Ottmann, Nat. Commun., 2022, 13, 3586.

8 K. R. Simonetta, J. Taygerly, K. Boyle, S. E. Basham,
C. Padovani, Y. Lou, T. J. Cummins, S. L. Yung, S. K. von
Soly, F. Kayser, J. Kuriyan, M. Rape, M. Cardozo,
M. A. Gallop, N. F. Bence, P. A. Barsanti and A. Saha, Nat.
Commun., 2019, 10, 1402.

9 E. Sijbesma, E. Visser, K. Plitzko, P. Thiel, L. G. Milroy,
M. Kaiser, L. Brunsveld and C. Ottmann, Nat. Commun.,
2020, 11, 3954.

10 Z. M. Khan, A. M. Real, W. M. Marsiglia, A. Chow,
M. E. Duffy, J. R. Yerabolu, A. P. Scopton and A. C. Dar,
Nature, 2020, 588, 509-514.

11 R. C. Hillig, B. Sautier, J. Schroeder, D. Moosmayer,
A. Hilpmann, C. M. Stegmann, N. D. Werbeck, H. Briem,
U. Boemer, J. Weiske, V. Badock, J. Mastouri, K. Petersen,
G. Siemeister, ]J. D. Kahmann, D. Wegener, N. Bohnke,
K. Eis, K. Graham, L. Wortmann, F. Von Nussbaum and
B. Bader, Proc. Natl. Acad. Sci. U. S. A., 2019, 116, 2551-2560.

© 2023 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Chemical Science

12 E. S. Toriki, J. W. Papatzimas, K. Nishikawa, D. Dovala,
A. O. Frank, M. J. Hesse, D. Dankova, J. G. Song, M. Bruce-
Smythe, H. Struble, F. J. Garcia, S. M. Brittain, A. C. Kile,
L. M. McGregor, J. M. McKenna, J. A. Tallarico, M. Schirle
and D. K. Nomura, ACS Cent. Sci., 2023, 9, 915-926.

13 E. A. King, Y. Cho, N. S. Hsu, D. Dovala, J. M. McKenna,
J. A. Tallarico, M. Schirle and D. K. Nomura, Cell Chem.
Biol., 2023, 30, 394-402.

14 E. Sijbesma, B. A. Somsen, G. P. Miley, I. A. Leijten-Van De
Gevel, L. Brunsveld, M. R. Arkin and C. Ottmann, ACS
Chem. Biol., 2020, 15, 3143-3148.

15 E. Sijbesma, K. K. Hallenbeck, S. Leysen, P. J. De Vink,
L. Skora, W. Jahnke, L. Brunsveld, M. R. Arkin and
C. Ottmann, J. Am. Chem. Soc., 2019, 141, 3524-3531.

16 M. Falcicchio, J. A. Ward, S. Y. Chothia, J. Basran,
A. Mohindra, S. Macip, P. Roversi and R. G. Doveston,
Chem. Sci., 2021, 12, 12985-12992.

17 P. ]J. Cossar, M. Wolter, L. Van Dijck, D. Valenti, L. M. Levy,
C. Ottmann and L. Brunsveld, J. Am. Chem. Soc., 2021, 143,
8454-8464.

18 S. Tamara, M. A. Den Boer and A. J. R. Heck, Chem. Rev.,
2022, 122, 7269-7326.

19 A. C. Leney and A. J. R. Heck, J. Am. Soc. Mass Spectrom.,
2017, 28, 5-13.

20 R. Beveridge, D. Kessler, K. Rumpel, P. Ettmayer,
A. Meinhart and T. Clausen, ACS Cent. Sci., 2020, 6, 1223-
1230.

21 L. Han, P. I. Kitov, J. Li, E. N. Kitova and J. S. Klassen, Anal.
Chem., 2020, 92, 3923-3931.

22 L. M. Sternicki, J. Nonomiya, M. Liu, M. M. Mulvihill and
R. J. Quinn, ChemMedChem, 2021, 16, 2206-2210.

23 C. Hind, M. Clifford, C. Woolley, J. Harmer, L. M. C. Mcgee,
I. Tyson-Hirst, H. J. Tait, D. P. Brooke, S. ]J. Dancer,
I. S. Hunter, C. J. Suckling, R. Beveridge, J. A. Parkinson,
J. M. Sutton and F. ]J. Scott, ACS Cent. Sci., 2022, 8, 2552—
2563.

24 J. Bellamy-Carter, M. Mohata, M. Falcicchio, J. Basran,
Y. Higuchi, R. G. Doveston and A. C. Leney, Chem. Sci.,
2021, 12, 10724-10731.

25 C. Jackson and R. Beveridge, DioRxiv, 2023,
bioRxiv:2023.02.03.526954, DOI: 10.1101/2023.02.03.526954.

26 A. Dyachenko, G. Wang, M. Belov, A. Makarov, R. N. De Jong,
E. T.]. Van Den Bremer, P. W. H. L. Parren and A. J. R. Heck,
Anal. Chem., 2015, 87, 6095-6102.

27 B. Somsen, R. Schellekens, C. Verhoef, M. Arkin,
C. Ottmann, P. Cossar and L. Brunsveld, J. Am. Chem. Soc.,
2023, 145, 6741-6752.

28 S. Kulchat, M. N. Chaur and J. M. Lehn, Chem.-Eur. J., 2017,
23, 11108-11118.

29 R. G. Doveston, A. Kuusk, S. A. Andrei, S. Leysen, Q. Cao,
M. P. Castaldi, A. Hendricks, L. Brunsveld, H. Chen,
H. Boyd and C. Ottmann, FEBS Lett., 2017, 591, 2449-2457.

30 S. A. Andrei, P. de Vink, E. Sijbesma, L. Han, L. Brunsveld,
N. Kato, C. Ottmann and Y. Higuchi, Angew. Chem., Int.
Ed., 2018, 57, 13470-13474.

31 C. Godoy-Alcantar, A. K. Yatsimirsky and J. M. Lehn, J. Phys.
Org. Chem., 2005, 18, 979-985.

Chem. Sci., 2023, 14, 6756-6762 | 6761


https://doi.org/10.1101/2023.02.03.526954
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc01732j

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

Open Access Article. Published on 31 2023. Downloaded on 30/10/25 19:14:43.

(cc)

Chemical Science

32 M. E. Bracchi and D. A. Fulton, Chem. Commun., 2015, 51,
11052-11055.

33 M. Wolter, D. Valenti, P. ]J. Cossar, S. Hristeva, L. M. Levy,
T. Genski, T. Hoffmann, L. Brunsveld, D. Tzalis and
C. Ottmann, J. Med. Chem., 2021, 64, 8423-8436.

34 X. Yang, W. H. Lee, F. Sobott, E. Papagrigoriou,
C. V. Robinson, J. G. Grossmann, M. Sundstrom,

6762 | Chem. Sci., 2023, 14, 6756-6762

View Article Online

Edge Article

D. A. Doyle and J. M. Elkins, Proc. Natl. Acad. Sci. U. S. A.,
2006, 103, 17237-17242.

35 P. J. De Vink, S. A. Andrei, Y. Higuchi, C. Ottmann,
L. G. Milroy and L. Brunsveld, Chem. Sci., 2019, 10, 2869-
2874.

© 2023 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc01732j

	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j

	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j
	Tracking the mechanism of covalent molecular glue stabilization using native mass spectrometryElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc01732j


