
  Chemical
  Science
rsc.li/chemical-science

Volume 12
Number 3
21 January 2021
Pages 817–1178

ISSN 2041-6539

EDGE ARTICLE
Amnon Bar-Shir et al.
Elucidating dissociation activation energies in host–guest 
assemblies featuring fast exchange dynamics



Chemical
Science

EDGE ARTICLE

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

8 
D

ec
em

be
r 

20
20

. D
ow

nl
oa

de
d 

on
 4

/1
5/

20
26

 5
:1

9:
40

 A
M

. 
 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
View Journal  | View Issue
Elucidating disso
aDepartment of Organic Chemistry, Weizman

Israel. E-mail: amnon.barshir@weizmann.a
bInstitute of Nanotechnology (INT), Karlsruh

von-Helmholtz Platz 1, 76344 Eggenstein-Le
cDepartment of Chemical Research Support,

7610001, Israel

† Electronic supplementary information (
and supporting gures. See DOI: 10.1039/

Cite this: Chem. Sci., 2021, 12, 865

All publication charges for this article
have been paid for by the Royal Society
of Chemistry

Received 14th October 2020
Accepted 1st December 2020

DOI: 10.1039/d0sc05666a

rsc.li/chemical-science

© 2021 The Author(s). Published by
ciation activation energies in
host–guest assemblies featuring fast exchange
dynamics†

Ronit Shusterman-Krush, a Laura Grimm,b Liat Avram, c Frank Biedermann b

and Amnon Bar-Shir *a

The ability to mediate the kinetic properties and dissociation activation energies (Ea) of bound guests by

controlling the characteristics of “supramolecular lids” in host–guest molecular systems is essential for

both their design and performance. While the synthesis of such systems is well advanced, the

experimental quantification of their kinetic parameters, particularly in systems experiencing fast

association and dissociation dynamics, has been very difficult or impossible with the established methods

at hand. Here, we demonstrate the utility of the NMR-based guest exchange saturation transfer (GEST)

approach for quantifying the dissociation exchange rates (kout) and activation energy (Ea,out) in host–

guest systems featuring fast dissociation dynamics. Our assessment of the effect of different monovalent

cations on the extracted Ea,out in cucurbit[7]uril:guest systems with very fast kout highlights their role as

“supramolecular lids” in mediating a guest's dissociation Ea. We envision that GEST could be further

extended to study kinetic parameters in other supramolecular systems characterized by fast kinetic

properties and to design novel switchable host–guest assemblies.
Introduction

For many supramolecular host–guest systems, elucidating their
kinetic characteristics is critical for thoroughly understanding
their performance and further improving their design as
synthetic channels,1 receptors,2 transporters,3 drug carriers,4

catalysts,5 stimuli-responsive materials6,7 and more. Controlling
the kinetic properties in such systems can be obtained through
an external stimulus that changes the system's activation energy
(Ea) so as to yield an “open” or “closed” state of the host and,
thus, govern the exchange dynamics of the bound guest.
Considerable advances have been made in the design of such
switchable open/closed molecular hosts and their response to
a variety of external stimuli, such as pH,8 light,9 heat,10 redox11

and more. However, a robust and accessible tool for studying
their effect on the dissociation activation energy Ea (Ea,out) in
a quantitative manner, which is crucial for the further devel-
opment and improved performance of such systems, has yet to
be offered. Indeed, well-established classical methods, such as
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stopped-ow experiments,12 UV-Vis measurements13 and
exchange spectroscopy (EXSY)-NMR,14 are useful for character-
izing slow dynamic processes. Nevertheless, these analytical
tools are less favourable when it comes to supramolecular
complexes with fast exchange dynamics, including the evalua-
tion of such systems' Ea values.

Applying the chemical exchange saturation transfer (CEST)
NMR method to the study of host–guest systems using
a hyperpolarized 129Xe gas guest15 has opened new opportuni-
ties for quantifying exchange dynamics in supramolecular
assemblies. Indeed, hyperCEST was applied to a wide array of
molecular hosts, such as cryptophanes,16,17 cucurbit[n]urils
(CBn),18–20 pillar[n]arenes21 and paramagnetic-capsules,22

demonstrating its applicability to a range of exchange regimes
that are dependent on the host properties.23 The combination of
CEST and 19F-NMR24,25 and its extension to host–guest
systems26–28 have expanded the arsenal of molecular guests that
are suitable for CEST-based studies beyond that of 129Xe. This
approach, termed guest exchange saturation transfer (GEST),29

allows – as we introduce herein – now also the use of conven-
tional NMR-setups to quantitatively study host–guest dissocia-
tion rates (kout) and Ea,out. In fact, most host–guest systems that
we are aware of display such low activation energies (and thus
very fast complex formation and dissociation rate constants)
that their study is simply infeasible by the available methods. In
several cases, direct binding assays can be used in combination
with stopped-ow experiments,30–34 particularly, when a chro-
mophoric or emissive guest considerably alters their
Chem. Sci., 2021, 12, 865–871 | 865

http://crossmark.crossref.org/dialog/?doi=10.1039/d0sc05666a&domain=pdf&date_stamp=2021-01-26
http://orcid.org/0000-0002-4130-2318
http://orcid.org/0000-0001-6535-3470
http://orcid.org/0000-0002-1077-6529
http://orcid.org/0000-0003-1431-0221
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d0sc05666a
https://pubs.rsc.org/en/journals/journal/SC
https://pubs.rsc.org/en/journals/journal/SC?issueid=SC012003


Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

8 
D

ec
em

be
r 

20
20

. D
ow

nl
oa

de
d 

on
 4

/1
5/

20
26

 5
:1

9:
40

 A
M

. 
 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
spectroscopic properties upon binding to the host. However,
oen in these cases a too fast complex formation is observed
which is completed within the mixing time (“dead time”) of the
technique. Thus, alternative methods for quantifying kinetic
parameters applicable to the study of fast equilibrating host–
guest systems are still in need.

We demonstrate here how the GEST-NMR method can be
used to quantify relatively fast kout values, which makes it
complementary to other tools,35,36 including those based on
NMR (i.e., EXSY),37 which are better suited for studying slow
exchange rates. By exploring the relationship between kout rates
and the applied temperature, we demonstrate GEST's use as an
analytical method for the study of Ea,out in host–guest systems.

Specically, we show that GEST-NMR can be used to quan-
titatively elucidate Ea,out values of uorinated guests (G) from
cucurbit[7]uril (CB7). The CB7 38–41 molecular host has a broad
range of applications through host–guest inclusion complex
formation,42–46 but also shows an unprecedented affinity to
cations through ion–dipole interactions forming “supramolec-
ular-lids”47–51 that mediate both thermodynamic52 and kinetic
properties31,53,54 of CB7:G systems. Herein, we demonstrate the
capability of GEST-NMR to quantify the effect of cationic-CB7
“lids” on the Ea,out values of fast-exchanging guests, thus
establishing it as an accessible analytical tool for future kinetic
studies in supramolecular systems.
Results and discussion

In the here presented study, we characterized the following
three host–guest systems regarding their kout values by GEST-
NMR: CB7 as host with halothane (G1), 5-uorotryptophan
(G2), and uroxene (G3) as guests (Fig. 1). As a rst step, we
acquired 19F-NMR spectra for each system to classify them
roughly as either slow or fast exchanging on the NMR timescale
(Fig. 2a and S1†). While CB7:G1 clearly exhibited the typical
additional peak of a bound guest (upeld shied to that of free
G1), the spectra of CB7:G2 and CB7:G3 featured only a single
peak, assigned to the non-bound guest. The clear, sharp,
distinct peaks in the CB7:G1 spectrum are typical for a relatively
slow exchange regime on the NMR timescale. However, faster
exchange processes, as in the cases of CB7:G2 and CB7:G3
(Fig. 2a), lead to NMR-line broadening and peak coalescence,
Fig. 1 Dynamic CB7:guest systems. (a) Schematic representation of
the studied dynamic process. (b) Chemical structures of CB7 and
guests G1–G3.

866 | Chem. Sci., 2021, 12, 865–871
which prevent one from distinguishing between free and bound
guests in the 19F-NMR spectra.

To further elaborate on this observation, GEST experiments
were carried out on solutions containing the studied CB7:G
systems. When performing GEST-NMR experiments of a CB7:G1
complex at room temperature (298 K), a well-dened saturation
transfer effect was observed at the frequency of the bound peak
(Fig. 2a, le). Interestingly, in the equivalent GEST-NMR
experiment of CB7:G2, we found a clear GEST effect (Fig. 2b,
middle), marked by the lack of the characteristic CB7:G2 peak
in the 19F-NMR spectrum (Fig. 2a, middle). In the CB7:G3
solution at 298 K, there was no observable asymmetry in the
GEST-spectrum (Fig. 2b, right). Nonetheless, the isothermal
titration calorimetry (ITC) experiments indicated the formation
of CB7:G3 with an association constant Ka of 7 � 104 M�1

(Fig. S2†), which indicates a system with fast exchange kinetics
that is accompanied by symmetric GEST spectrum (Fig. 2b,
right).

In order to quantify the guest dissociation rates of each of
the CB7:G systems, we set up a series of GEST experiments with
varied pre-saturation pulses (B1, Fig. 2c). Fitting the experi-
mental data to the Bloch–McConnell equations55 allowed us to
quantitatively evaluate the kout of the studied CB7:G systems. As
expected, CB7:G1 (Fig. 2, le) exhibited relatively slow dissoci-
ation kinetics, with kout ¼ 15 � 1 s�1; this kout value ts in the
slow exchange rate regime on the NMR timescale, with a kout �
Du for a Du of 1.3 ppm (equal to 490 Hz at 9.4 T NMR) offset
between free and bound G1 in the 19F-NMR spectrum. Note that
such a slow kout value could also be quantied with the estab-
lished EXSY-NMR method,56 which, as noted above, is not
applicable to host–guest systems with faster dissociation rates
where two distinct NMR peaks are not detected (as shown for G2
and G3 in Fig. 2). Ideally suited for the study of faster exchange
regimes,57 GEST-NMR was used to quantify the kout of CB7:G2,
found to be 2000 � 100 s�1 (for Du of �1200 Hz; Fig. 2c,
middle). Nevertheless, we were unable to determine the
exchange rate by which G3 is excluded from its CB7:G3 complex
(kout >4000 s�1, 298 K, Fig. 2c, right), as a very broad z-spectrum
was obtained (Fig. 2b, right). Thus, we can use GEST-NMR to
differentiate between the kinetic regimes of each of the above-
mentioned host–guest systems – CB7:G1, CB7:G2 and CB7:G3,
representing slow-, intermediate-, and fast-exchange processes
on the NMR timescale at room temperature (298 K),
respectively.

For the elucidation of the binding mechanism, and thus for
obtaining deeper insights into non-covalent interactions and
supramolecular principles, the knowledge of the activation
energies is of utmost benet.

Having identied two CB7:G systems that experience
intermediate-to-fast kout rates (>2000 s�1), we turned to evaluate
the capability of GEST-NMR to determine the Ea,out. To this end,
the kout values for both CB7:G2 and CB7:G3 were determined at
a series of temperatures and then correlated to the inverse
temperature using the Arrhenius equation (eqn (1)):

lnðkoutÞ ¼ �Ea;out

R

�
1

T

�
þ lnðAÞ (1)
© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 19F-NMR and GEST-NMR of the CB[7:G systems. (a) 19F-NMR spectra and (b) z-spectra of the GEST experiments performed for each
CB7:G system in 5 mM phosphate buffer solution (pH ¼ 7). (c) Multi-B1 GEST NMR experiments acquired for each of the CB7:G solutions with
molar ratios of 1 : 20 for CB7:G1, 1 : 25 for CB7:G2 and 1 : 500 for CB7:G3. Circles represent GEST-NMR experimental data, and solid lines,
computational fitting to the Bloch–McConnell equations. The 19F-NMR spectra in (a) were obtained from solutions of 1 : 10 CB7:G ratio.

Fig. 3 Dissociation activation energies in CB7:G systems. The disso-
ciation exchange rates (kout, s�1), calculated from GEST-NMR at
a series of temperatures, of (a) CB7:G2 and (b) CB7:G3 in 5 mM
phosphate buffer. (c) Arrhenius plots of ln(kout) as a function of the
inverse temperature for CB7:G2 and CB7:G3. (d) The calculated Ea,out
values for each CB7:G system. CB7:G solutions with molar ratios of
1 : 50 for CB7:G2 and 1 : 100 for CB7:G3 were used.
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The linear relationship between ln(kout) and T�1 in eqn (1)
can be used to evaluate Ea,out values even for host–guest systems
that experience fast exchange (kout [ Du) at a given tempera-
ture (e.g., for CB7:G3 at 298 K, Fig. 2b, right). This can be ach-
ieved by simply performing a series of GEST experiments at
lower temperatures where the condition kout # Du is fullled.
Therefore, we conducted GEST-NMR experiments of CB7 with
either G2 or G3 in a phosphate buffer solution (5 mM sodium
phosphate, pH ¼ 7) at different temperatures (Fig. 3a, b, S6 and
S7†), from which different kout values were extracted and plotted
as a function of T�1 (Fig. 3c). The obtained linear relationships
allowed the estimation of the dissociation Ea values (eqn (1))
from the slope of these plots.

Our ndings clearly demonstrate that the Ea,out value of
CB7:G2 (53 � 1 kJ mol�1) is much higher than that of CB7:G3
(Ea,out ¼ 32 � 1 kJ mol�1), which is in good correlation with the
observed differences in the extracted kout values. In comparison,
dissociation activation energies of the uorescent guest
berberine and other uorescent alkaloids are much larger, i.e.
Ea,out > 65 � 1 kJ mol�1,58 as was determined by direct binding
assays. Neither faster equilibrating guests for CB7 with lower
Ea,out barriers nor non-chromophoric guests can be investigated
by established stopped-ow-coupled direct binding assays.
Indeed, we thoroughly attempted to obtain the binding kinetics
and activation energies for the CB7:G3 complex by uorescent-
based stopped-ow measurements at a range of different
temperatures, pH and salt concentrations. However, in all cases
the low emission signal change upon binding and the very fast
guest inclusion kinetics prevented the extraction of any
© 2021 The Author(s). Published by the Royal Society of Chemistry
meaningful data with this established protocol. Likewise, even
with the newly introduced kinetic versions of the indicator- and
guest-displacement assays (kinGDA and kinIDA) that are appli-
cable also to non-chromophoric guest,59 we did not succeed in
tting reliable rate constants for these fast equilibrating guests
(Fig. S3–S5†).
Chem. Sci., 2021, 12, 865–871 | 867
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These results show that by applying GEST-NMR on supra-
molecular systems with fast exchange dynamic, one can directly
quantify Ea,out values, providing for the rst time access to
activation energies of host–guest systems with fast formation
and dissociation kinetics. It is important to mention, that CEST-
based approaches are less suited for systems with a slow
exchange dynamic. In this regard, the slow kout of G1 at 298 K
and its relatively low boiling temperature prevented us from
performing GEST at higher temperatures to obtain faster kout
and thus did not allow to accurately evaluating the Ea,out value of
CB7:G1.

To investigate GEST-NMR's applicability to systems where
the Ea,out is mediated also by external factors, we utilized the
“supramolecular-lidding” capabilities of monovalent cations
known to increase the binding affinities of guests to CBn in
systems with very slow kout characteristics.31,53,60,61 As a rst step,
we used GEST-NMR to determine and quantify the effect of
different monovalent cations on the kout of the studied CB7:G3
system (Fig. 4). In contrast to the very fast kout of G3 from its
CB7:G3 complex and no asymmetry in the z-spectrum in
phosphate buffer solution (Fig. 2b right, 298 K), an increase in
the salt concentration resulted in a signicant observable
asymmetry of the z-spectrum plot. Altering the added cation
(i.e., 140 mM of Li+, Na+, K+, Rb+, Cs+ or NH4

+) resulted in
different z-spectrum proles (Fig. 4a–c and S8†), indicating
different kout values (Fig. 4d). Specically, tting of the experi-
mental GEST data revealed that the fastest dissociation rate
constant occurred in the presence of Li+ (kout ¼ 2800 � 300 s�1,
at 298 K), and the slowest one, in the presence of Na+ (kout ¼
1300 � 100 s�1, at 298 K), with an intermediate kout value in the
presence of Rb+ (kout ¼ 2000 � 150 s�1, at 298 K). The repro-
ducibility of this observation was examined and the difference
Fig. 4 The effect of cations on fast dissociation exchange rates. Multi-
B1 GEST NMR experiments of CB7:G3 performed at 298 K in 5 mM
phosphate buffer under the addition of 140 mM (a) LiCl, (b) NaCl or (c)
RbCl. Circles represent GEST-NMR experimental data; solid lines
represent fitting curves received by fitting with the Bloch–McConnell
equations. (d) kout values of CB7:G3 in the presence of various
monovalent cations. CB7:G3 solutions at 1 : 500 ratio were prepared in
5 mM phosphate buffer (pH ¼ 7) under the addition of 140 mM of MCl
(M ¼ Li+, Na+, K+, Rb+, Cs+, NH4

+).

868 | Chem. Sci., 2021, 12, 865–871
between the evaluated kout values was found to be statistically
signicant (Fig. S9†). Note here, that this effect and the ob-
tained dissociation rates were not affected by changes in the pH
(Fig. S10†), with similar kout values extracted for the same Na+

containing solution but with a variety of pH values, i.e., pH ¼ 3
(1100 � 80 s�1), pH ¼ 5 (1300 � 80 s�1), and pH ¼ 7.2 (1300 �
100 s�1). This observation indicates that the dissociation
process of the guest from the CB7 cavity is governed primarily
by the cation content in the system. To validate that the ob-
tained exchange process is indeed between bound (CB7:G3) and
free G3 in solution, a guest that strongly binds to CB7 (i.e., 1-
aminoadamantane) was used as a competitor (Fig. S11†). The
preferable binding of 1-aminoadamantane to CB7 completely
eliminates the GEST effect, conrming that the observed
exchange dynamics depend on the availability of the CB7 cavity
to accommodate G3. Aer determining various cation effects on
the kout rates in the fast exchanging system CB7:G3 (Fig. 4), we
turned to study their effect on the Ea,out values.

To this end, we performed GEST-NMR experiments at
different temperatures (Fig. 5a and S12†) on CB7:G3 in 5 mM
phosphate buffer solution to which LiCl (fast exchange, Fig. 4a),
RbCl (intermediate exchange, Fig. 4c) or NaCl (slow exchange,
Fig. 4b) was added. The obtained Ea,out values (evaluated from
the slopes of the linear plots in Fig. 5b) are shown in Fig. 5c. We
found that the Ea,out value, which was found to be 32 �
1 kJ mol�1 in the absence of cations (Fig. 3d), increased in the
presence of Li+, Rb+ and Na+ to 34 � 2, 37 � 5 and 42 �
3 kJ mol�1, respectively (Fig. 5c). This observed dependency of
the dissociation activation energy for guest exclusion on the
Fig. 5 Dissociation rate as a function of monovalent cations. Disso-
ciation activation energy as a function of monovalent cations. (a)
Experimental z-spectra of GEST experiments performed at different
temperatures (278 K and 288 K) for CB7:G3 in a 5mMphosphate buffer
solution to which 140mM LiCl (left), 140mM RbCl (middle), or 140mM
NaCl (right) was added; (b) Plots of ln(kout) as function of the inverse
temperature for CB7:G3 (1 : 500 ratio) in 5 mM phosphate buffer
solution in the presence or absence of 140 mM LiCl, RbCl or NaCl. (c)
Evaluation of the dissociation Ea values from the slopes of the plots
shown in (b).

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 6 NMR studies of cations binding to CB7. (a) 7Li-NMR, 87Rb-NMR
and 23Na-NMRwith (upper) and without (lower) CB7. (b) 7Li- and 23Na-
diffusion coefficients in phosphate buffer solutions containing free M+,
M+$CB7, and M+$CB7$G3. Ratios of 1 : 4 CB7:M+ and 1 : 2 of CB7:G3
were used with 2 mM CB7.
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cationic content manifests its role in mediating the dissociation
process even in systems with fast exchange kinetics. By
combining Ea,out values with the enthalpy change of the reaction
(extracted from the ITC data for each system, Fig. S13†), the
association activation energy (Ea,in) values were accessible.
Furthermore, assuming a one-step reaction, we used the
correlation of the Eyring equation to calculate the dissociation
activation free energy (DG#

out) as summarized in Table 1.
To conrm the formation of supramolecular CB7 “capsules”

with M+$CB7:G3$M+ and to assure that M+-CB7 capping indeed
occurred and mediated the obtained Ea,out values, 1D-NMR (7Li-
NMR, 23Na-NMR and 87Rb-NMR) and 7Li- and 23Na-diffusion
NMR experiments were performed.62,63 This entailed the direct
measurement of the NMR-characteristics of the cations (Li+, Na+

or Rb+) in aqueous solutions of LiCl, NaCl and RbCl with and
without CB7. From the obtained 1D 7Li-NMR, 23Na-NMR and
87Rb-NMR spectra, it is evident that CB7 has no effect on the
chemical shi of 7Li+ (Fig. 6a, le), which is in contrast to the
pronounced effect on the chemical shi of 23Na+ (Fig. 6a,
middle) and 87Rb+ (Fig. 6a, right).

These observations indicate a stronger interaction of CB7 with
the Rb+ and Na+ cations as compared to that with the Li+ cations
and correlate with previous studies showing that different cations
have different affinities to the portals of CBns.47,52,60,61,64–67 Our 7Li-
and 23Na-diffusion NMR experiments are in agreement with
previous reports68 and further corroborate these observation
(Fig. 6b). Notably, we found no signicant change in the diffusion
coefficient of Li+ upon the addition of CB7, further corroborating
that this cation does not bind to the portals of the host (Fig. 6b,
le). In contrast, we noted a signicant reduction in the diffusion
coefficient of Na+ upon the addition of the CB7 host, either with
or without G3 (Fig. 6b, right). The shi in the 133Cs-NMR spec-
trum (Fig. S14a†) and the decrease in the diffusion coefficient of
133Cs+ in the presence of CB7 (Fig. S14b†) were similar to those
obtained for Na+. This correlates with the slowest and similar kout
values calculated for CB7:G3 in the presence of either Na+ or Cs+

(Fig. 4d). Such a reduction in Na+ (or Cs+, Fig. S14b†) diffusivity
conrms that these cations strongly bind to the CB7 portals and
serve as an active “lid”, in comparison to the in size smaller Li+

cation. These observed different affinities of various cations to
the host portals govern the changes in the transition energy
barrier of the host–guest complex and, therefore, mediate guest
egression kinetics.61
Table 1 Kinetic parameters calculated for CB7:G3 dissolved in 5 mM
phosphate buffer under the addition of different cations (LiCl, RbCl,
NaCl, c ¼ 140 mM each)

CB7:G3 +Li+ CB7:G3 +Rb+ CB7:G3 +Na+

kout [s
�1] (T ¼ 298 K) 2800 � 300 2000 � 150 1300 � 100

Ea,out [kJ mol�1] 34 � 2 37 � 5 42 � 3
Ea,in [kJ mol�1] 15 � 2 17 � 5 33 � 3
DH#

out [kJ mol�1] 36 � 2 40 � 5 45 � 3
TDS#out [kJ mol�1] �22 � 1 �20 � 5 �16 � 4
DG#

out [kJ mol�1]a 58 � 1 59 � 4 60 � 3

a Calculated using the Eyring equation.

© 2021 The Author(s). Published by the Royal Society of Chemistry
Conclusions

In summary, GEST-NMR was used to elucidate dissociation
activation energies in host–guest assemblies featuring fast
exchange dynamics highlighting the role of “supramolecular
lids” in mediating guests' dissociation Ea. Our results empha-
size GEST's ability to quantify exchange rates that cannot be
measured by other approaches used for the study of kinetics in
host–guest systems, in general, and in particular in CBn–guest
systems.31,53,69,70 Performing GEST-NMR at a range of tempera-
tures and plotting the quantied kout values as a function of the
(inverse) experimental temperature allowed the evaluation of
different dissociation activation energies with various kinetic
proles. Finally, we demonstrated the role of monovalent
cations in mediating kout and the energetic barrier of guest
dissociation by their supramolecular capping features for a fast-
exchanging system. Thus, GEST can serve as an important
analytical tool in designing supramolecular systems where
controlling the Ea is crucial, such as switchable molecular host
systems.9–11 The fact that GEST can be applied with a conven-
tional NMR setup, which is available at any research institute,
offers new opportunities to explore dissociation dynamics and
Ea in a variety of supramolecular systems and should provide
insights into less-studied mechanisms. The extension of CEST-
NMR experiments to 15N- and 13C- and its implementation in
other dynamic molecular systems, such as proteins,71,72

emphasizes the potential of the proposed approach to be
further developed. Because state-of-the-art experimental
methods for determining the rate constants of host–guest
complexes were so far limited to comparably slow binding
Chem. Sci., 2021, 12, 865–871 | 869
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systems (<10 s�1), having now a method at avail that can also be
applied to rapidly unbinding guests (>1000 s�1) may open new
possibilities for shedding light on fundamental questions in
host–guest complexation kinetics. GEST can thus provide an
additional insight into binding mechanisms in host–guest
systems, as for example in the inuence of guest and host
desolvation that remains hidden so far. Therefore, we envision
that using GEST-NMR for the study of binding kinetics and
dissociation Ea will advance the knowledge of supramolecular
systems toward better understanding their kinetic properties
and allow their further development as functional materials.
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