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MRI has emerged as a very important tool in biomedical research and is an essential diagnostic method in
clinical radiology today. Although it can be utilised as a standalone technique, the inherent low sensitivity
of the method has led to the development of contrast agents (CAs) in order to improve the specificity of
the measurement. Nevertheless, the preparation of such probes is often challenging using standard solu-
tion phase chemistry, resulting in limitations in CA diversity and ultimately their broader applications. Solid
phase synthesis (SPS) has emerged as an alternative synthetic methodology that can assist in circumvent-
ing these issues to enable more complex and specific derivatives to be developed. This article aims to
provide a concise overview of the strategies employed for MRI CAs developed using SPS synthetic meth-
odologies and evaluate the outlook for the approach in future CA synthesis. Specifically, the development
of ligands for T;-weighted imaging, chemical exchange saturation transfer and bioresponsive MRI CAs
synthesised directly via SPS are discussed.
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tomography and optical imaging have been fundamental in

Introduction

the fields of diagnostic and molecular imaging."” Imaging

The invention and development of imaging techniques such
as magnetic resonance imaging, positron emission tomogra-
phy, single-photon emission computed tomography, computed
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probes for each technique are either necessary to conduct the
experiment or aim to improve the specificity of the technique.
Molecules based on paramagnetic ions (for the use in MRI or
OI), radio metals (for PET or SPECT) or organic dyes (for OI)
have been deeply investigated for a wide range of applications/
targets. MRI has emerged as a leading imaging modality due
to its ability to obtain highly spatially resolved, three dimen-
sional anatomical images, without the use of ionising radi-
ation that is fundamentally required in both PET and SPECT.
Additionally, the unlimited penetration depth of MRI offers a
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unique advantage over OI, which suffers in this regard and is
thus unsuitable for the study of deep tissue. Finally, the versa-
tility of available MRI methodologies such as T;- or T,-
weighted, CEST, heteronuclear or hyperpolarized MRI offers a
great deal of possibilities to provide very specific information
that is not obtainable using any other imaging modality.
Although MRI can be utilised as a standalone technique, the
inherent low sensitivity of the method has led to the develop-
ment of CAs in order to improve the specificity of the
measurement.>® CAs can be categorised in a variety of ways
based on their chemical structure, magnetic properties, biodistri-
bution and contrast mechanisms.” Each of these mechanisms
and the principles of MRI have been concisely reviewed else-
where, and a spectrum of CAs developed for each application.®™>
The most common method of MRI CA synthesis is standard
solution phase chemistry. Indeed, these protocols have been
used to develop a range of agents including clinically available
MRI CAs. The design of these probes is relatively simple, so
their preparation can be achieved easily following these proto-
cols. However, as the field of molecular imaging continuously
expands, there is a need for CAs which can be utilised to study
specific biological events and/or processes. Therefore, bifunc-
tional probes with increased functionality and specificity are
required. This in turn requires more complex CA design to
include additional moieties, which improve CA potency or bio-
compatibility. Consequently, the increased complexity of the
probes can often lead to more challenging synthesis and
arduous purification procedures.’*® Alternative synthetic
methods such as solid phase synthesis (SPS) offer specific
advantages over standard solution phase techniques, which
can be employed to circumvent these issues and enable more
‘complex’ and specific derivatives to be developed. Indeed
various radiopharmaceuticals,'®?” lanthanide luminescent
polyaminopolycarboxylate complexes®*® and other peptide-
metal complex conjugates have been developed using SPS pro-
tocols.”” Furthermore, examples of the use of peptide-based
building blocks for supramolecular MRI CAs have been
covered in a recent review article and will be also discussed
here.”® More recently, an article describing the SPS of mole-
cular heterooligonuclear lanthanoid complexes as a platform
for luminescence or MRI applications has also been pub-
lished.?* SPS is instrumental in the development of these
specific probes, showing how it can be utilised as a special
tool in the synthesis of molecular imaging agents and of
similar compounds for applications unrelated to metal chela-
tion.*® To expand on the elegance of the SPS methodology and
its application potential, this review aims to provide a concise
overview of the strategies employed in the development of MRI
CAs using it and evaluate the outlook of the approach in future
CA synthesis. Focus will be placed in areas related to polyami-
nopolycarboxylate ligands for T;-weighted imaging, CEST and
bioresponsive MRI CAs. Furthermore, as the mainstay of
peptide production occurs via SPS methodologies, there have
been many reports of CAs developed via the solution phase
coupling of MRI reporter ligands to peptides prepared by SPS.
These are noted; however, the essence of this work is to
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discuss the methodologies and applications of MRI CAs syn-
thesised directly via an SPS platform.

SPS

SPS, originally developed as SPPS - solid phase peptide syn-
thesis, was established in the 1960s by Bruce Merrifield, revo-
lutionising the field of peptide synthesis and earning him the
Nobel Prize in 1984.*** The concept of this methodology
relies on the use of a resin in which the compound of interest
can be anchored, and subsequent synthetic steps performed.
The SPS technique has been reviewed extensively in a range of
publications so it will not be discussed in great depth
here;**™*¢ instead, a brief summary of the technique is pro-
vided in the following paragraphs (Fig. 1).

*Q
J couple  [p>—HED
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J Remove protecting group

—a--Q

Further deprotection
or coupling cycles

Building block
l (e.g. amino acid)

Fig. 1 Illustration of the general synthetic protocol for SPS. Initially, a
functionalised resin is coupled to a protected building block (e.g. amino
acid). Once attached the protecting group is removed and the process
repeated with various reagents until the desired compound is obtained.
This is then removed from the resin via a cleavage procedure resulting in
the final compound.
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The term ‘solid-phase’ refers to the use of a resin, typically
polystyrene with 1-2% divinylbenzene utilised as a cross-
linking agent; the synthesis occurs on this resin. These
materials usually have sizes of 35-150 microns and are in-
soluble in common solvents. One of the key steps in SPS is the
swelling of the resin, which allows for all the linker units and
surface functionalities to be exposed for further reactions. The
linker itself is a specialised functional group, which serves
linking the resin bead to the substrate. It plays an essential
role in the SPS process and careful consideration is required
when choosing the resin, as the linker deprotection conditions
must be orthogonal to conditions required to complete the
peptide synthesis. The correct and most efficient swelling
solvent is dependent on the type of resin used; for polystyrene
based resins these are usually tetrahydrofuran, dichlor-
methane or N,N-dimethylformamide. For the synthesis of
more polar compounds, PEGylated resins are recommended
allowing for the use of more polar solvents.

Compared to standard solution phase protocols, SPS offers
various advantages such as: (i) rapid synthesis, (ii) a reduction
in the number of purification steps, (iii) minimal requirement
for reaction condition optimisation, (iv) minimal physical
losses, and (v) potential automation of the process.
Limitations of SPS include difficulties in the final purification
steps, which most often originate from incomplete reactions
resulting in byproducts and deletion sequences, or alterna-
tively, from the use of impure reagents that cause product con-
tamination. Furthermore, reaction monitoring is usually con-
ducted using either qualitative colourmetric resin tests or by
performing a micro cleavage procedure and analysing the
resulting compound using standard analytical techniques.®’
This can be inconvenient as the qualitative tests are not always
conclusive and the micro -cleavage procedure requires
additional time. Finally, the cost of reagents used in SPS can
prove to be a limitation. Coupling agents can be quite expen-
sive and the requirement for large excesses of reagents used in
coupling reactions may not be economical when using more
expensive building blocks. Despite this, for small to medium
scale synthesis of highly diverse compounds, SPS is a highly
favourable synthetic method.

After selection of the desired resin and the target sequence,
the sequential attachment of protected amino acids/building
blocks is usually carried out using coupling protocols utilising
various coupling agents, such as HATU/HBTU, PyBOP, DIC/
EDC etc. Once coupled, a series of deprotection, coupling and
washing procedures are performed to obtain the desired com-
pound, which is then removed from the resin under specific
cleavage conditions (Fig. 1). The synthesis of peptides conven-
tionally proceeds in the C-to-N direction, producing com-
pounds with an amino N-terminal; however there have also
been reports of synthesis in the opposite direction (N-to-C,
inverse SPS) enabling additional flexibility in compound
development.*®*® TInitially, SPS was carried out using a Boc/
tert-butyl protecting group approach, known as the ‘Boc strat-
egy’, which required harsh deprotection conditions, e.g. hydro-
fluoric acid (to cleave the peptide from the resin) or trifluoro-
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acetic acid (to cleave the Boc protecting group). This approach
was successful for the synthesis of large peptides/proteins, but
gradually became less popular due to the necessity to use
highly toxic hydrofluoric acid. Consequently, Boc was replaced
with the base labile Fmoc protecting group to provide a
second alternative approach, which is now the main synthetic
strategy utilised in SPS. Additional protecting groups are
usually used for any orthogonal functional moieties, as is the
case in solution phase synthesis; however, the deprotection
conditions of the resin must be considered as to not prema-
turely remove the whole sequence from the resin by mistake.

SPS in the chemistry of MRI probes

MRI CAs based on polyaminopolycarboxylate ligand scaffolds
can often be challenging to handle due to their polarity, size
and other factors relating to difficulty in synthesis and purifi-
cation. Furthermore, development of agents for diverse appli-
cations requires the production of a variety of structures,
which is often challenging. SPS has proved to be an important
tool in circumventing these issues by facilitating such compli-
cated synthesis and increasing probe functionality through the
simple introduction of targeting vectors (e.g. specific peptide),
fluorescent dyes and other functional molecules in simple pro-
cedures. Additionally, the nature of SPS allows for combinator-
ial processes, which enable the rapid production of compound
libraries to screen for ideal characteristics in a much more
straightforward, timely and efficient manner compared to the
solution phase alternative.’**> These inherent advantages of
SPS have thus been exploited in MRI CA development,
examples of which are discussed throughout the following
sections.

T,-Weighted CAs

Proton T;-weighted MRI CAs operate by shortening the longi-
tudinal and transverse relaxation times of water protons in
their immediate vicinity. Typically, T;-weighted CAs are com-
posed of paramagnetic ions (gadolinium or manganese) com-
plexed by organic scaffolds, whose purpose is to tightly bind
and prevent the release of free metal ions which can poten-
tially bring toxic effects.*>”*** The vast majority of
T,-weighted MRI CAs reported are based on Gd** complexes
with polyaminopolycarboxylate organic scaffolds, either as
acyclic or cyclic chelators. Gd** offers the greatest advantages
for "H T,-weighted MRI due to its high number of unpaired
electrons and slow electronic relaxation rate. The ‘gold stan-
dard’ Gd*"-based CA utilises a DOTA scaffold, which is cyclic
and offers high kinetic and thermodynamic stability when
compared to acyclic chelators. In terms of efficiency, the relax-
ivity of T;-weighted CAs can be modulated through various
parameters, such as the number of inner sphere water mole-
cules, their exchange with the bulk water and the overall
rotational correlation time of the complex. Significant research
has been undertaken in optimising systems to produce higher
relaxivities while attempting to maintain excellent thermo-

Org. Chem. Front, 2020, 7, 4121-4141 | 4123


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0qo00921k

Open Access Article. Published on 11 2020. Downloaded on 07/12/2025 03:57:50.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review

dynamic stability and kinetic inertness, resulting in the pro-
duction of a myriad of Gd**-based macrocyclic compounds at
the research level. Various strategies have been explored in
order to further improve the specificity or functionality of
gadolinium based CAs, including the use of macromolecular
systems, incorporation of targeting vectors and the introduc-
tion of functional molecules (e.g. dyes).>>*">°

While macromolecular systems offer various advantages,
such as increased local Gd*' concentration, their size can ulti-
mately limit their applications. Alternatively, peptides possess
excellent properties for molecular imaging applications such
as high bio-compatibly, specific target uptake and retention,
high in vivo stability and simple preparation.’” This allows for
probes with specific peptide sequences to be exploited for
developing cell permeable and target-specific probes. These
types of probes are necessary to ensure accumulation in the
desired region, thus enabling visualisation of targets with low
concentrations, compensating somewhat for the lack of sensi-
tivity of MRI compared to other imaging methods. They also
offer a high degree of synthetic flexibility by utilising orthog-
onal protections of amino acids to conjugate various moieties
in a precise stepwise manner. Hence, the desired use
of peptides conjugated to DOTA scaffold gave rise to develop-
ment of various SPS methodologies that have been widely
explored for the preparation of potential MRI CAs and
radiopharmaceuticals.’®>® The discussion below highlights
the examples of T;-weighted MRI CAs developed for the use as
intracellular, target-specific or multimeric probes.

Intracellular CAs

For molecular imaging, the intracellular environment offers a
range of potential targets for study. However, the vast majority
of MRI CAs developed to date are only applicable to the extra-
cellular environment. One of the main reasons for this is the
more complex CA chemical design required to facilitate cellu-
lar uptake through various mechanisms in order to investigate
intracellular biological phenomena.®®®> Another issue relates
to a lowering of relaxivity values and hence reduction of the
MRI signal they produce due to the compartmentalisation of
the probes.®® SPS provides appropriate tools to tackle synthetic
issues and has been a common choice for the preparation of
intracellular CAs.

Cell-penetrating peptides (CPPs) are unique peptide
sequences that can import attached cargo molecules across
cell membranes into the intracellular space.®"*> Combinations
of CPPs and MRI contrast agents have found applications in
the tracking of intracellular species and pre-labelled cells
(Fig. 2).°® Initially, reports focused on conjugating tris-tBu-
DOTA to a HIV-tat peptide constructed exclusively of either r-
or p-amino acids using SPS protocols.®”®® The resulting pep-
tides showed efficient uptake into mammalian cells in concen-
trations relevant for MRI studies. Specifically, the Gd-DOTA-D-
Tat peptide was demonstrated to internalise in human Jurkat
leukemia cells, showing a T; relaxation enhancement (r, = 7.94
+0.11 mM ' 57, 4.7 T) in preliminary MRI experiments.®® The
simple strategy of combining gadolinium chelates with CPPs
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using SPS for intracellular imaging applications has been
adopted by other research groups and are highlighted below.

The direct monitoring of mRNA is another attempted appli-
cation of intracellular CAs. The monitoring of such a target
could provide information associated with gene expression
patterns, potentially detect changes in disease states and open
up the possibility to pre-emptive therapy. Two reported studies
have focused on the SPS development of molecular imaging
agents to monitor mRNA.**’° Initially, two molecular imaging
probes were designed consisting of Gd-DOTA, FITC, a CPP and
a PNA sequence.’”® Differences in the PNA sequence were
designed to allow one of the two probes to bind to the mRNA
of a red fluorescent protein (dsRed), while the other was
intended as a control. A Wang resin of low substitution
(0.30 mmol g ') was used as the solid support to couple the
CPP (D-Tats;.49). From here, a spacer unit was introduced and
the PNA sequence assembled. Afterwards, Fmoc-Lys(Dde)-OH
was coupled to provide two amines (a and €), which were
attachment points for the tris-tBu-DOTA ester unit and FITC
after deprotection of the amino protecting groups, Fmoc and
Dde, respectively. The authors note that the use of SPS as the
synthetic strategy provided several advantages, such as allow-
ing milder reaction conditions to be used and preventing side
product formation. Furthermore, the process could be
repeated on an automated synthesiser if desired, due to the
continuous nature of the preparation. Both probes were incu-
bated with 3T3 cells showing intracellular accumulation and a
statistically significant relaxation enhancement after applying
only 0.5 pM of the probe.

In the follow-up study, the same SPS synthetic platform was
used to introduce three derivatives of the HIV-1 Tat CPP to
evaluate their effectiveness.”® Utilising a SPS building block
approach, the introduction of the peptides was simple and
further allowed for changes in the multimodal probe, without
significant modification to the SPS synthetic scheme.
Assessment of the selected PNA-conjugated MRI probe was
performed with a series of in vitro and in vivo experiments,
which showed that significant MR contrast enhancement
could be achieved in cells with concentrations of 2.5 uM. The
binding of the antisense PNA-conjugate could be proven with
in vitro cell-free assays, but lacked specificity in transgenic
cells due to nonspecific entrapment of the contrast agents.
The in vivo biodistribution studies showed encouraging signs,
as they exhibited no toxicity for the CA. On the other hand, sig-
nificant mobility resulted in accumulation in the liver and
bladder possibly due to high lipophilicity. Nevertheless, these
multimodal probes showed encouraging signs for future
development.

Polyarginine residues have also displayed the capability to
facilitate cellular uptake. Through simple coupling procedures,
two studies explored combinations of polyarginine (8, 12 and
16 monomeric units) and Gd-DOTA as potential intracellular
CAs to study biological phenomena.®*”* All CAs were prepared
using SPS commencing from a Wang resin, coupling the
desired number of arginine monomers and finally the DO3A
macrocycle as the tris-tBu ester. Subsequent cleavage from the
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Fig. 2 Chemical structures of the discussed intracellular CAs constructed using SPS protocols.527-6%7375 | ower case letters a, t, g and c represent
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chelator/CA included at this point. Coupling of these moieties will give the monoamide derivatives, namely DOTA/DTPA-monoamide (shown in the

green box).

resin and treatment with Gd(OH); afforded the final contrast
agents, which demonstrated cellular uptake.

Two studies were reported, in which a Gd*" complex based
on a linear DTPA chelator was functionalised with a polyargi-
nine CPP targeting mesenchymal stem cells. Successful intern-
alisation of the conjugate resulted in an increase in intracellu-
lar r;, without affecting cell viability.”>”® The same group
applied a similar system to HepG2 cells showing comparable
results,”* while a hairpin CPP conjugated to DOTA via SPS was
utilised to target MMP-2 in human ovary adenocarcinoma cell
lines.”

The use of SPS in the examples provided above has
demonstrated the high degree of flexibility in customisation
that SPS affords when using a building block approach.
Consequently, this allows for the rapid synthesis of such con-

This journal is © the Partner Organisations 2020

jugates compared to a ‘classical’ solution-phase approach.
Particularly, SPS showed to be the major method of choice
for the preparation of CPP-conjugates with Gd-chelates.
Although the number of studies for this type of T;-weighted
CA is limited, CPP-conjugates remain an interesting platform
for molecular imaging and therapeutics with significant
work being performed for applications with other imaging

modalities.®®”®

Target-specific CAs

Currently, MRI CAs available for clinical use lack specificity for
monitoring pathologies. To improve the scope of their appli-
cation, steps towards developing target-specific probes have
been explored using targeting vectors, as these can enable
accumulation of the CA at a site of interest.”” Furthermore, the
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targeting process can also improve retention of the probe
through anchoring or internalisation, thereby reducing the
rate of washout and enabling extensive studies.

Peptide sequences are often used as targeting vectors for
receptors on cells. The simplicity in which these sequences
can be synthesised using Fmoc SPS has increased the flexi-
bility and customisation in MRI probes for targeting purposes.
General strategies can be developed to allow modification of
conjugates either through targeting choice or number/type of
MRI reporter to accommodate a vast number of applications.

For instance, SPS has been utilised to assemble a series of
PDAP dendrimers functionalised with a PNA sequence, Gd-
DO3A-type complexes and a cyclised insulin-like growth factor
1 (IGF1) peptide D(Cys-Ser-Lys-Cys).”® This tetrapeptide was
previously shown to internalise PNA into malignant cells,
which overexpress IGF1 receptors via a process known as endo-
cytosis. The rationale behind using the dendrimeric approach
was to increase the number of Gd-DO3A conjugates per mole-
cule, thereby increasing the local concentration of the probe
and attempting to combat the inherent low sensitivity of MRI.
Indeed, this approach has been utilised regularly in MRI CA
development with several examples of probes conjugated to
nanoparticles, such as liposomes and dendrimers.>
Furthermore, the effect of increasing the molecular weight and
size has profound effects on the observed relaxivities at clini-
cally relevant magnetic fields.

PDAP dendron synthesis was simply achieved via Fmoc SPS
and then functionalised with the targeting peptide, a spacer
moiety, PNA and either two, four, eight or sixteen Gd-DO3A-
type complexes (G1 to G4 dendrons, respectively, Fig. 3). In
vitro MRI experiments on tube phantoms were performed for
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Fig. 3 Illustration of the design of a targeted G4 PDAP dendrimeric MRI
CA synthesised using Fmoc SPPS protocols.”®
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the G1 and G3 PDAP hybridisation probes and compared to
PAMAM dendrimers (32 units) functionalised with Gd-DOTA-
or Gd-DTPA-derived chelates at 3 T. The results revealed an
expected trend of increasing calculated r; relaxivities per mM
of Gd** with increasing size. This led the authors to postulate
that attachment of these probes to mRNA would additionally
increase their size and further enhance r; allowing discrimi-
nation between bound and unbound variants.

Preliminary data from AsPC1 pancreas cancer xenographs
also found that a minimum of eight Gd-DO3A-type complexes
were required to provide detectable contrast with up to sixteen
conjugates permitted to not perturb uptake of the probes.”®”®

Fmoc SPS protocols have been utilised to develop a binary
targeted MRI CA for human lung adenocarcinoma cells A549
(Fig. 4a).%° The peptide sequence included both Arg-Gly-Asp
(RGD) and Asn-Gly-Arg (NGR) motifs, which display high
binding affinities for a,f; integrins and aminopeptidase
N (CD;3) receptors, respectively, both of which are prevalent in
tumour cells. Strategies for targeting with either RGD or NGR
have been widely exploited in diagnostics and
therapeutics.**®” A lysine residue was also incorporated into
the peptide sequence to enable simple coupling of pre-pre-
pared tris-tBu-DOTA using standard coupling procedures. The
inclusion of two binding motifs demonstrates the simple cus-
tomisation available using such synthetic techniques. The
longitudinal relaxivity of the dual-targeting CA was greater
(7.55 mM ™' s7' vs. 6.36 mM ™' s7! and 4.25 mM ' s, respect-
ively, 11.7 T) than that of a similar mono-targeted derivative
and a non-specific commercially available CA, Magnevist®.

An alternative strategy for developing NGR-functionalised
Gd-DTPA-type conjugates has also been reported.®® The strat-
egy involved the assembly of a small peptide sequence, includ-
ing target specific NGR on a MBHA resin using SPS. Using
both Boc and Fmoc chemistry, selective acylation of the oligo-
peptide terminal was performed, followed by deprotection of a
lysine side chain. The primary amine of the lysine residue was
utilised to couple an isocyanate-DTPA-type macrocycle deriva-
tive to give the final structure. Subsequent removal from the
resin and complexation with Gd*" provided the final targeted
CA. Longitudinal relaxivity studies were performed at 1.5 T and
20 °C, revealing an expected increase in r; for the larger tar-
geted CA (increase in molecular tumbling time) compared to
unspecific Gd-DTPA (9.8 vs. 4.2 mM " s7%).

Various MRI CAs for the molecular imaging of prostate
cancer have been developed via SPS. In order to target fibro-
nectin-fibrin complexes present in malignant prostate cancer
tumours, various peptides coupled to Gd-DOTA- or Gd-DTPA-
type chelates were investigated (Fig. 4). Initial studies looked at
the use of a cyclic decapeptide (CLT1) conjugated to a single
Gd-DTPA complex via DTPA bisanhydride, or to four Gd-DOTA
monoamide complexes.*>?® Both of these targeted CAs
demonstrated sufficient contrast enhancement in atherosclero-
sis and tumour models; however, limitations in application
arose due to limited solubility of the peptide in water, there-
fore causing high tissue retention and potential toxic
effects.®™> Simple exchange of CLT1 for a water soluble fibro-
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http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0qo00921k

Open Access Article. Published on 11 2020. Downloaded on 07/12/2025 03:57:50.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Organic Chemistry Frontiers

View Article Online

Review

: HN._NH
o Gd-DOTAY, 5 -
NH
HoN S-S 0 w O y © h © CO,_?HO
H2N>/_ :2—/ \)LN N N N\)I\N N\)LN N . NH,
NH ©O
H H
HN NH Moo H H o 0
o
NH HN
o = COOH
o)

=
’d
(o)
ZC

b) HO.___O
(@] HHS o H
H Q?N HJ\/\O/\/O\/\O/\/N NH

i ooc, N i

: h?\d%\;\ : o) H2N

l V] ' a /\¢NH
! | : HN

: F o)

: : H HN O z

0 />/NH o
N\/\ /\/H E? 8 HN { o
o) g o />/NH
0 o} o o )’/(OH

o H
HN)W NGa-DoTA
HNGa-00TA

H
@ (0) 5 Gd-DOTA

NH,

Fig. 4 Chemical structures of some targeted MRI CAs discussed in this section. (a) A binary targeting CA consisting of both RGD and NGR binding
sequences;® (b) a multimeric DOTA-based CA with a CREKA peptide for prostate cancer imaging;®® (c) a prostate cancer targeted multimeric

AAZTA-based CA.>°

nectin-fibrin targeting peptide, CREKA, resulted in a molecular
probe with improved pharmacological properties for prostate
cancer imaging (Fig. 4b).”* In a more recent study, the efficacy
of four Gd-DOTA-type peptides for high-risk prostate cancer
has been investigated. The design of each molecular agent was
identical, consisting of an extradomain B fibronectin (EDB)
binding peptide, a PEG spacer unit and a single Gd-DOTA
complex.”* Synthesis of each probe was carried out using stan-
dard Fmoc-SPS techniques, followed by conjugation of a
DOTA-NCS derivative as the final step before peptide cleavage
and complexation with Gd*'. The SPS synthetic scheme
enabled the efficient and timely synthesis of peptide-CA conju-
gates with high yield. Each of these conjugates displayed
enhanced r; relaxivities compared to Gd-DOTA and
Gd-HP-DO3A (4.1-4.7 vs. 2.9 mM™"' s™', 1.5 T, 37 °C), with
robust and prolonged signal enhancement observed in PC3
tumour bearing mice. The results of this study are yet another
demonstration of the advantages of peptide-based targeted

This journal is © the Partner Organisations 2020

CAs for molecular imaging and of the SPS technique in the
development of such probes.

Fibrin is also a useful molecular target for in vivo monitor-
ing of tumours and thrombus, which led to development of
different types of peptide-based fibrin-targeting probes.”> An
example of such a probe combined four Gd-DTPA-like chelates
and a specific fibrin-targeting peptide via simple Fmoc SPS.
The resulting MRI CA provided high relaxivity per molecule
(42 mM™" s7', 20 MHz, 25 °C) giving strong signal enhance-
ment in a Neuroblastoma tumor model. Ultimately, this probe
was showed to be efficient for tumour delineation and moni-
toring fibrin deposits during the progression of the tumour
and subsequent anti-thrombotic therapy.”®

SPS has been utilised as an ideal platform to build a bifunc-
tional Gd-AAZTA tetrameric system, which was coupled to
various targeting vectors for bioconjugation.”” Commencing
from a bis-(2-aminoethyl)-ether trityl resin, two lysine coupling
steps gave a tri-lysine branched core with four amino groups
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for coupling with an AAZTA derivative (Fig. 4c). Subsequent
cleavage from the resin gave a tetrameric unit with a primary
amine, which was then converted to a maleimide, benz-
aldehyde or cyclooctyne for biomolecule conjugation. As a
proof of concept, a known fibrin-binding peptide from the CA
EP-2104R was utilised as the targeting vector.”® Relaxivity
measurements showed an increase in r; relaxivity per Gd** for
the fibrin peptide conjugate compared to the ‘unlabelled’ tet-
ramer and the original monomeric Gd-AAZTA unit (18.5 +
0.3 mM™' s vs. 16.4 + 0.2 and 7.1 mM~ " s~ respectively,
0.5 T, 25 °C).°” In a follow-up study, the maleimide derivative
was synthesised and combined with the CREKA peptide for
prostate cancer detection in a similar method to that described
previously.”*° The authors hypothesised that an improvement
in contrast could be achieved by using their AAZTA-derived tet-
ramer due to the favourable relaxometric properties of AAZTA
(compared to DOTA monoamide). High molecular relaxivity
was observed for the targeted probe (18.2 mM™' s~ per Gd**
or 72.8 mM " s~! per molecule, 0.5 T, 25 °C), allowing for
higher contrast to be achieved in vivo with a lower dose of the
compound relative to current clinically approved CAs.
Experiments on an orthotopic PC3 tumour mouse model at
7 T showed significant contrast enhancement 10 min post
injection compared to a similar AAZTA-derived tetramer with a
‘scrambled’ peptide (Fig. 5).

Strategies for MRI CAs developed via SPS techniques
described so far generally follow similar protocols, namely,
synthesis of the peptide-CA conjugate on-resin, before clea-
vage to give the deprotected ligand and finally complexation
with Gd*" in solution. This methodology is robust and appli-
cable with the final complexation procedures being carried out
in conditions ranging from mild (room temperature, neutral
pH) to more extreme, e.g. elevated temperature or acidic/basic
PH. More robust conditions are sometimes required to ensure

pre contrast

post contrast

Fig. 5
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complexation, however, this procedure can also present pro-
blems when dealing with sensitive moieties. Therefore alter-
nate approaches have been demonstrated in the development
of a polyadenylic acid targeted MRI CA, which could poten-
tially be used in reporting on global mRNA anabolism.'®®
Specifically, a series of Gd-DOTA-type complexes were attached
to a PNA sequence via CuAAC on resin (Fig. 6). This is a high
yielding, selective reaction performed under mild conditions,
thus ideal for use with sensitive biomolecules or as an orthog-
onal method of attachment for two molecules. As a result,
CuAAC has found numerous applications in SPS in the syn-
thesis of peptides, nucleotides, cyclic peptides etc.'° In order
to perform the click reaction, azide monomers were intro-
duced into the peptide sequence with SPS and reacted with an
alkyne functionalised Gd-DO3A monoamide complex (Fig. 7).
Relaxivity measurements showed an increase for the multi-
meric probe and its supramolecular complex with RNA versus
the monomeric chelate (5.6 and 6.6 mM™" s per Gd*",
respectively, 20 MHz, 298 K). The use of SPS circumvented the
tedious and laborious workup procedures usually required for
solution-phase CuAAC reactions; instead, simple washing
steps efficiently removed the waste materials. The authors note
that for application, the inclusion of a moiety capable of cellu-
lar uptake would be required. This can be simply included
through minor modifications of the SPS scheme as shown in
the previously discussed examples. In addition, between
160-200 Gd** ions would be localised to the microenvi-
ronment with an average poly(rA) tail of mRNA, which is com-
parable to G6 PAMAM dendrimers, however with increased
specificity. Another approach to using click reactions for
DOTA-type macrocycles was also demonstrated.'”® Here, SPS
was utilised to develop a PEGylated MRI CA with three
Gd-DO3A-monoamide units and a terminal thiol functional
group (Fig. 7). The DO3A-monoamide units were attached to

- CREKA-dL-(Gd-AAZTA),
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In vivo MRI results from a multimeric AAZTA targeted CA (Fig. 4c) in PC3 orthotopic tumour bearing mice. Left: 7 T MRl images of prostate

cancer in the mouse. (A) T,-Weighted image for tumour localisation; (B) T1-weighted image pre-injection of the CA; (C) T1-weighted image of the
tumour region at 12 min post injection. Right: T; contrast enhancement (%) over time of the targeted CA (black), non-targeting scrambled peptide
derivate (red) and non-functionalised variant (blue) in PC3 prostate cancer bearing mice. The green line represents the T; contrast enhancement of
the targeted CA in healthy mice. Adapted with permission from ref. 99. Copyright © 2018 International Society for Magnetic Resonance in Medicine.
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Fig. 6 Illustration of SPS click chemistry approaches employed in CA
development. The approaches include attaching Gd*>* complexes

directly to the resin using CuAAC (left) or attaching Gd-free chelators
using Cu-free click chemistry before complexing post cleavage.

the PEGylated molecule as the deprotected ligand using a Cu-
free click reaction. The azide on solid phase was reacted with a
dibenzocyclooctyne DOTA derivative and complexed with Gd**
before deprotection from the resin. The final CA was incorpor-
ated into a larger Au nanoparticle system with a surface
enhanced resonance Raman scattering CA to form a multi CA
for tumour targeting.

Finally, SPS has also found applications in the development
of multimodal imaging probes. The aim of such probes is to
enhance the strengths and circumvent the disadvantages of
individual imaging modalities through their synergistic combi-
nation.'®® A mixed solid/solution phase procedure to develop a
multimodal molecular probe for thrombus imaging has been
reported.'®® Specifically, this report described the synthesis of
four bimodal probes, all of which possessed an identical fibrin
binding peptide. After coupling of either fluorescein isothio-
cyanate for optical imaging or DOTA monoamide for PET or
MRI, the probe was cleaved from the resin, a DMSO cyclisation
step performed and then a solution coupling to introduce the
moiety for the second imaging modality. Complexation of
DOTA monoamide was then carried out either with ®**Cu (PET)
or Gd** (MRI). Each probe was assessed for binding to human
fibrin and the relaxivities of the Gd-containing variants were
measured showing an increased r; when bound to the target
protein due to an increased molecular weight (18.8-21.2 mM ™
s™', 1.4 T, 37 °C, 30 pM fibrin gel in Tris-buffered saline).
Although, the specific example discussed here follows a mixed
solution/solid phase approach, principally, systems could also
be designed exclusively following SPS protocols.

This journal is © the Partner Organisations 2020
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Fig. 7 Examples of probes assembled using on-resin click chemistry
methods.'°%1°2 Upper: A polyadenylic acid targeted MRI CA synthesised

with CuAAC on resin. Lower: A PEGylated MRI CA assembled using Cu-
free click chemistry methods.

Another example of a mixed solution/SPS approach to a
multimodal MRI/optical targeted imaging probe was reported
for a gastrin releasing peptide, which is overexpressed in a
large number of tumours.'®® In this report, a simple building
block approach was applied to afford a probe comprised of a
BN peptide and a TTDA-NP acyclic ligand on-resin.
Subsequently, the construct was cleaved from the resin, com-
plexed with Gd*" and conjugated with a NIR organic dye,
Cy5.5. Studies performed both in vitro and in vivo showed the
capability of the dual-modal agent to efficiently target PC-3
tumour cells producing significant MR and fluorescence
signal enhancement.

Self-aggregating peptide CAs

Supramolecular structures, such as micelles, liposomes and
dendrimers have gained significant attention for nanomedic-
inal purposes.'® % Such aggregates can be fine-tuned to
exhibit specific properties with beneficial pharmacokinetic
properties. Peptides are another ideal building block for such
applications due to high customisability and unique control in
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the synthetic process. These properties have led to a range of
peptide-based  self-aggregating/assembling systems being
developed as potential diagnostic and theranostic
agents.*®*°>'° More recently, the development of a peptide-
based hydrogel as an MRI CA has been described (Fig. 8)."""
The design of such self-aggregating MRI CA systems is usually
composed of a Gd*" complex, a peptide backbone and possibly
additional moieties to assist in the aggregation process. In this
latest study, the CAs were made up of two functional com-
ponents, namely, a peptide-polymer and either a DOTA- or
DTPA-type scaffold for Gd*" chelation. As with many peptide-
based molecules, the synthesis of such compounds was
carried out with SPS protocols following the Fmoc/¢tBu strategy,
before complexation post cleavage from the resin. Placing the
MR reporter at the N-terminus did not impede the self-aggre-
gation process and formation of secondary structures. In the
aggregated state, the relaxivity of the hydrogels was found to
be 12.0 and 12.1 mM ™' s (DTPA- and DOTA-type CAs respect-
ively, neutral pH and 21.5 MHz), which is 2-3 times greater
than that of the low molecular weight analogues. Additional
cytotoxicity studies on a metastasizing mouse mammary
adenocarcinoma cell line showed encouraging results and the
potential for application as a diagnostic agent.

Other applications

Outside of the major applications already discussed, SPS has
been reported as a useful tool in the development MRI CAs
with high relaxivity, probes for the detection of peptide-
protein binding events and as precursors towards bio-
degradable macromolecular agents for blood pool imaging
(Fig. 9)."*7'*> By incorporating a rigid amino acid Gd** chelate
such as DOTAla into a peptide chain, significant control and
optimisation of the rotational dynamics could be attained

4130 | Org. Chem. Front., 2020, 7, 4121-4141

enabling the design of CAs with high relaxivities at low and
high field."** Indeed, the CAs reported in this study showed
superiority over commercially available CAs such as MS-325/
HSA at high field (4.5-5.5 vs. 3.7 mM™" s™*, 500 MHz, 37 °C).
Attaching similar amino acid DOTA conjugates (DOTAlys,
DOTAPhe) to a Gal-80 binding peptide was also shown to affect
the binding specificity of a peptide-protein system, which in
turn could significantly assist in identifying new metal-ion
based systems for MRI diagnostic applications.'** With safety
concerns surrounding the excretion of macromolecules, bio-
degradable derivatives have been designed to show accelerated
clearance, minimising Gd*>* retention in tissues.'*® One bio-
degradable macromolecular CA was prepared using a (Ng-lysyl)
lysine DOTA monoamide monomer assembled using the Fmoc
SPS methodology.'™ Post cleavage from the resin, the mono-
meric unit was used in a condensation polymerisation reaction
with dithiobis(succinimidylpropionate), before complexation
with Gd*' to form the final biodegradable macromolecular
structure. Subsequent in vitro and in vivo studies revealed sig-
nificant r; relaxivity (8.25 mM " s, 1.5 T, 37 °C), high kinetic
stability and efficient excretion following degradation by
endogenous thiols. Such properties are advantageous for
anticipated applications in MR cancer and cardiovascular
imaging.

Chemical exchange saturation transfer
CAs

CEST is a modern, alternative MRI methodology that exploits
the magnetization transfer between two exchanging pools of
protons from a molecule (CEST agent) and bulk water."'” "
These pools of protons operate at different frequencies, thus

This journal is © the Partner Organisations 2020
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resin to give the MRI CA that is then appended with Gd-DOTAla 13-4

allowing selective irradiation of one pool (e.g. amide protons
of the CEST probe) to consequently observe a reduction in
magnetization of the second pool (bulk water) upon the
exchanging of protons. This can also be extended to CEST
agents with multiple exchanging pools of protons, enabling
multicolour and ratiometric CEST. The necessity to irradiate a
pool of protons in order to generate the CEST image is one of
the greatest inherent advantages of CEST MRI, as it provides
complete control and ability to selectively generate contrast.
CEST utilises both endogenous (metabolites, amino acids and
small molecules) and exogenous (‘*?Xe) diamagnetic species
as well as paramagnetic compounds for a variety of appli-
cations. While much success has been found when using dia-
magnetic species, the small shift difference of the exchange-
able protons from water can create limitations leading to the
need for diamagnetic CEST agents with incredibly slow
exchange rates. The use of paramagnetic CEST (paraCEST)
probes aims to limit these disadvantages by ensuring a larger
shift difference between the pools of protons. This is often
achieved using lanthanide ions with anisotropic f-electron con-
figurations (e.g. Eu*", Tm*" and Dy**) complexed with macro-
cyclic ligands such as DOTA-tetraamide. The advantages of SPS
have also been exploited in the development of individual
paraCEST complexes and applied to the large scale screening
of a vast number of compounds in combinatorial approaches.
Often the conjugation of DOTA-type chelators to peptides is
performed through a carboxylate of the macrocycle to the
N-terminal of a specific peptide (Fig. 10). The reverse method-
ology has also been applied to conjugate an amino functiona-
lised DOTA-type moiety to the C-terminus of a peptide, thus
diversifying potential applications.'?>'*' The general approach
for this mixed solution/SPS synthetic approach included a
DO3A/DOTA-type macrocycle prepared in solution with the car-

This journal is © the Partner Organisations 2020

boxylate arms free to couple to a Wang resin. After attachment
to the resin via one of the carboxylates, the remaining free
acids were reprotected as tBu esters and further modifications
were performed on the solid support to obtain an amine-deri-
vatised DOTA-type product, which was subsequently coupled
to the C-terminus of a peptide sequence. In the final phase,
the compounds were cleaved from the resin and complexed
with Tm?** to produce the desired paraCEST agents. The
product was able to detect urokinase plasminogen activator.
The selection of an appropriate a-amino group with a labile
protecting group was essential to this strategy and highlighted
within these studies. In the initial work, Cbz was utilised as
the protecting group, however the typical method of de-
protection is incompatible with SPS (hydrogenation with Pd/C
catalyst). Therefore, an unconventional approach was adopted
to cleave Cbz on resin through treatment with diethyl-
aluminium chloride/thioanisole at —78 °C. Although the de-
protection procedure was successful, the harsh conditions also
removed the whole DOTA-type construct from the resin, conse-
quently reducing the final yield. In the follow-up study, the
Cbz protection was replaced with the SPS-friendly Fmoc group
before loading on the polymeric support. This ensured simpler
deprotection and therefore higher yields of the final product.
The new synthetic methods reported in these two studies
demonstrated an alternative approach to utilising DOTA-type
chelators in conventional Fmoc SPS for the functionalisation
of peptides at the C-terminus.

Improving the sensitivity of paraCEST agents is of para-
mount importance to their application. In order to enhance
the performance of CEST probes, the influence of different
molecular properties on the key parameters governing the sen-
sitivity (e.g. water exchange for CEST) must be well under-
stood.'?* Traditionally, this has been approached by studying
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Fig. 10 Two SPS schemes showing different approaches towards similar paraCEST CAs. (a) Utilising the Cbz protecting group, (b) using a Fmoc pro-

tected DOTA building block.*?%*?*

individual CAs. However, not only is this process time-consum-
ing, it also is incredibly difficult to develop a complete under-
standing of the influence of multiple parameters on the
signal. SPS provides a platform which can be used as a combi-
natorial tool to allow for the fast screening of molecules. This
approach has been adopted to identify key factors that influ-
ence water exchange in paraCEST agents."”>'** Here, two
libraries of 80 and 76 on-bead Eu®" DOTA-tetraamide com-
plexes were produced as potential paraCEST agents following
similar synthetic protocols. Specifically, commencing from a
TentaGel resin, a small linker was introduced to increase the
space between the beads and the macrocycle. Next, the tris-
tBu-DO3A ester was coupled and the esters removed with TFA.
The three acetate arms were then treated with ethylene
diamine to afford the typical DOTA-tetraamide structure com-

4132 | Org. Chem. Front., 2020, 7, 4121-4141

monly used in paraCEST agents. Subsequently, two peptoid
residues, of varying hydrophobicity, size and charge, were
introduced onto each arm before complexation with EuCl; to
give the final on-bead paraCEST agents (Fig. 11). CEST
imaging was then performed to identify compounds which
enhanced the CEST effect. From this first study, it was identi-
fied that negatively charged groups in the immediate vicinity
of the DOTA scaffold improved the CEST signal.'*® Therefore,
the follow-up study focused on modifying the outer residues
with a variety of amino acids, amines, anhydrides and car-
boxylic acids to assess a range of physicochemical properties
(Fig. 12)."** Overall, the results of this combinatorial study
indicated, in a fast and straightforward manner, that negatively
charged compounds with less sterically crowded groups con-
tribute favourably towards CEST properties and should be
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amine peptoid residues of varying hydrophobicity, size and charge, which were used to prepare a library of paramagnetic Eu** DOTA-tetraamide
complexes and study their paraCEST properties in a high-throughput manner. Reproduced with permission from ref. 123. Copyright © 2011,

American Chemical Society.
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Fig. 12 On-bead CEST images of a library of Eu** DOTA-tetraamide
complexes showing the percent change in bulk water signal intensity.
Numbers in the rows and columns represent different structural sub-
units that were used for creation of the library in order to add the
physicochemical diversity to the prepared and investigated Eu®* DOTA-
tetraamide complexes. Reproduced with permission from ref. 124.
Copyright © 2017, John Wiley & Sons, Ltd.

included in the design of future DOTA-tetraamide paraCEST
CAs. Moreover, this also demonstrated the significant advan-
tages to adopting a SPS approach, in which a library of com-
pounds can be synthesised with high yields, in order to simul-

This journal is © the Partner Organisations 2020

taneously assess the performance of several probes in a timely
manner and further aid CA design.

Furthermore, a similar combinatorial approach was
adopted to synthesise and screen Eu-DOTA-tetraamide com-
plexes against cancer cell lines, identifying one compound for
future investigation.'”® This strategy can identify potential
theranostic agents, further indicating how SPS combinatorial
chemistry can be utilised for the screening of compounds
from a variety of applications.

The development of '*°Xe biosensors for hyperCEST has
also been reported following a building block SPS approach."*®
HyperCEST is a combination of hyperpolarization, which pro-
vides significant signal amplification, and CEST to detect
between two states, which in this case are encapsulated and
free *?Xe. To this end, the authors reported a system combin-
ing a crytophane macrocycle (for Xe encapsulation), a fluoro-
phore tag and biotin as a targeting moiety on a TentaGel resin.
The use of such a synthetic strategy enables the development
of highly sensitive probes capable of labelling and visualising
a variety of biological targets, which would otherwise be MR-
inaccessible in vivo. Furthermore, the reported compound can
be considered a model synthetic system for future '*°Xe
hyperCEST CAs, with modifications easily accessible through

Org. Chem. Front, 2020, 7, 4121-4141 | 4133
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simple exchanging of individual components in the SPS
scheme. It is also important to note that the macrocycles
employed for '*°Xe encapsulation are entirely different from
the polyaminopolycarboxylate scaffolds discussed throughout
this work, showing that SPS can serve as a versatile synthetic
platform for a variety of applications.

Bioresponsive CAs

Bioresponsive CAs are of great interest in developing funda-
mental understandings of biological and pathological pro-
cesses rather than their final effects. These agents, also known
as smart CAs (SCAs) are unique as they can alter their MR pro-
perties in response to a physical-chemical stimulus in their
microenvironment, often through the modulation of hydration
number or rotational correlation time.'?””*?> This in turn
enables the reporting of functional changes in living systems
and gives further insight into specific biological events. In
recent years, this research area has expanded significantly, and
much focus has been placed on developing a wide variety of
SCAs responsive to a range of conditions/targets including
enzymatic activity, pH changes and metal ions (Ca**, Zn*" etc.).
While many SCAs have been reported, the development of
such systems can include arduous synthetic and purification
procedures. This in turn can impose restrictions in the diver-
sity of developed SCAs by limiting the further addition of func-
tionalities. Ultimately, these shortcomings can limit the
broader utilisation of SCAs. SPS offers an alternative to labor-
ious solution-phase techniques and while there are limited
examples of SCAs synthesised via this route, the benefits of
such a method will allow for increased diversity in future
SCAs.

Enzyme-responsive CAs have been widely reported since
initial studies by Meade and co-workers."** In order to develop
efficient SCAs that can be modulated by enzymes, both the
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effective delivery of the agent to the site of interest and relax-
ation enhancement are vital. While the first enzyme-responsive
MRI CA achieved relaxation enhancement through hydration
modulation of the Gd*" centre, attachment of small molecule
agents to macromolecules also increases relaxivity due to a
phenomenon known as RIME. Furthermore, the targeted
macromolecules can be associated with specific disease states,
allowing for localisation of the probe. A strategy to develop an
enzyme-responsive MRI SCA modulated by RIME has been
reported using Fmoc SPS to assemble the construct on a
PAC-PEG-PS resin (Fig. 13a)."** Two SCAs were designed com-
posed of a masking group (three lysine residues), a HSA
binding moiety, a glycine linker and a Gd-DTPA-type MRI
reporter. The pro-RIME agents were designed to have poor
affinity to HSA in absence of TAFI (an enzyme associated with
thrombotic disease) due to the positively charged lysine resi-
dues. When exposed to TAFI, the lysine residues are sub-
sequently cleaved and the resulting bioactivated construct is
capable of binding HSA to a greater extent, thus leading to an
increase in relaxivity (11.1 to 24.5 and 9.8 to 26.5 mM " s},
37 °C, 20 MHz). This strategy allows the detection of targets in
the submicromolar concentration range and can be applied to
target other enzymes through modulation of the masking and
targeting groups.

Intracellular delivery is also an important aspect to moni-
toring certain enzymes. This issue has been tackled by adopt-
ing a SPS building block approach to develop an MRI CA sensi-
tive to B-galactosidase."®® The CA was comprised of a cell pene-
trating peptide (D-Tat,q5,) capable of transporting the agent
into the cell, a galactose derivative as the enzyme cleavable
site, Gd-DOTA derivative as the MR reporter and FITC as a
second functionality for optical imaging (Fig. 13b). The
efficient combination of these functional units explicitly
demonstrates the advantages of SPS. In addition, utilising a
building block approach enables the development of a pro-
cedure in which each of the individual functionalities can be

. ()

HO OJ‘F}N“{)_/_F

HO. 0. Arg-Lys-Lys-Arg-Arg-GIn-Arg-Arg-Arg

QU g

o\/K/‘N/\)J\Arg—Lys—Arg—Pro—Leu—AIa—Leu—Trp—Arg—Ser—Arg—Lys
e
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Fig. 13 Chemical structures of some of the discussed bioresponsive MRI CAs developed with SPS. (a) a RIME modulated CA, (b) an intracellular Ty

CA, (c) a cryptophane-based '?°Xe biosensor, and (d) a dual modal *°F MRI/optical imaging probe.
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easily interchanged for another building block, allowing for
high levels of customisation. The Gd-DOTA-k(FR)-Gal-CPP con-
trast agent developed in this study showed an increased longi-
tudinal relaxivity (16.8 + 0.6 mM " s, 21 °C, 123 MHz) com-
pared to Gd-DOTA, likely due to a longer rotational correlation
time. The CA demonstrated efficient cellular internalisation in
Cé/LacZ cells where f-galactosidase cleaved the galactose
moiety, which in turn also separates the CPP from the Gd-
DOTA-FITC block, leading to entrapment of the CA inside the
cell. This study represents a successful blueprint for the devel-
opment of an enzyme-responsive CA, which can be used for
cell imaging with MRI and optical imaging.

Heteronuclear MRI with '°F is attractive as it has a high
NMR sensitivity while also being absent in living animals,
thus does not suffer from intrinsic background signals. SPS
has been used to develop an off/on dual modal '°F MRI and
optical probe to detect protease activity (Fig. 13c)."* In order
to combine the various components, a similar building block
approach to what has been described before was adopted. In
this case DOTA-type chelator, a caspase-3 sensitive peptide
sequence (DEVD) and a fluorinated fluorescent motif (AFC)
were combined through Fmoc-SPS methodologies. Like most
CAs developed through SPS, complexation with Gd** was per-
formed post-deprotection from the resin. Without the target
enzyme, the probe was in the so-called ‘off’ state. In this form,
the ""F MRI signal was low due to a significantly short 7,
caused by the paramagnetic relaxation enhancement effect of
Gd*"; moreover, the fluorescence emission of AFC was low.
Upon addition of caspase-3, the central peptide linker was
cleaved, splitting the Gd-DOTA-type fragment from the AFC
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Fig. 14 Schematic representation of the synthetic methodology utilised to develop a Ca®*
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dye leading to an increase in both '’F MRI signal and fluo-
rescence intensity.

The first enzyme-responsive '*°Xe NMR biosensor was
assembled using mixed solution/SPS protocols."®” Specifically,
an MMP-7 peptide substrate was assembled on-resin and
modified to contain an azide terminal functionality (Fig. 13d).
A monopropargyl-cryptophane macrocycle was synthesised
using solution-phase techniques before being combined with
the peptide via on-resin CuAAC with high yield. The resulting
probe was capable of producing changes in the chemical shift
of *?Xe upon enzymatic cleavage with picomolar amounts of
MMP-7. This synthetic strategy was replicated in a later study
to develop a Cy3 labelled, folate-cryptophane '*°Xe
biosensor.'*®

In our group, we employed SPS as an alternate synthetic
methodology to synthesise bismacrocyclic calcium-respon-
sive MRI probes, which previously showed a strong response
in to Ca®" in cellular model systems."*°**! For this, we also
utilised a building block approach, which included two
different DO3A-type macrocycles and an EGTA-derived chela-
tor, all synthesised in solution prior to assembly on resin.
Initiating from a Rink amide resin, a short peptide linker
(Lys(Mtt)-Gly-Gly) was assembled following standard SPS
techniques, followed by conversion of the NH, terminal to a
carboxylic acid through treatment with succinic anhydride.
The DO3A- and EGTA-type building blocks were then intro-
duced sequentially in the following order: DO3A-EGTA-DO3A,
before introducing biotin. Concurrently, we also revealed
useful SPS chemistry for the removal of phthalimide as an
amino protecting group with ethylene diamine at room

O
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-responsive MRI CA and its final chemical structure.'**
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temperature, as well as the use of alkylation to introduce the
final DO3A-type building block. The whole construct was
then deprotected and removed from then resin in one step
before complexation with Gd** to give the final SCA (Fig. 14).
The probe displayed a significant response to Ca*>" (118 and
150% enhancement in r; and r, respectively upon Ca**
addition), which was shown to be greater than that of the
non-functionalised precursor and its activity with avidin was
also assessed. This proof-of-concept study combined pre-
vious concepts shown in the development of MRI CAs using
SPS and demonstrated its applicability in the diversification
of SCAs. Consequently, this approach opens a new realm of
possibilities in the development of these types of CAs for use
in biological systems.

Conclusions

The invention of the SPS technique has added significantly
to the toolbox of methodologies available to the synthetic
chemists. The inherent advantages of this methodology
have seen its widespread use in many chemical fields,
including that of molecular imaging. In this review, the key
strategies and applications of SPS in the development of Tj,
CEST and bioresponsive MRI CAs have been highlighted,
ranging from increasing the diversity of products, to being
used as a platform to perform large scale synthesis and
screening of products. As the majority of MRI CAs are
aimed towards biological application, SPS offers an ideal
platform to intricately combine multiple building blocks
(targeting moieties, MRI agent, other imaging modality) in
a simple, efficient manner and increase the scope of their
use. Furthermore, the combinatorial aspect offers numerous
advantages in identifying key CAs and properties of specific
CAs in a timely manner, which is impossible to match with
standard solution phase synthesis. Overall, this makes SPS a
viable alternative to standard synthetic procedures in the
chemical design and production of MRI CAs, offering to
provide valuable solutions for the development of future
molecular imaging probes.

Abbreviations

AA Amino acid

AAZTA 6-Amino-6-methylperhydro-1,4-diazepine
tetraacetate

AFC 7-Amido-4-trifluoromethylcoumaryl

BN Bombesin analogue

Boc t-Butyloxycarbonyl

CAs Contrast agents

CD13 Aminopeptidase N receptors

CEST Chemical exchange saturation transfer

CPP Cell-penetrating peptide

CT Computed tomography

CuAAC Copper-catalysed azide alkyne cycloaddition
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Cy3/5.5 Cyanine 3 or 5.5 fluorescent dye, respectively

DIC 1,3-Diisopropylcarbodiimide

DO3A 1,4,7,10-Tetraazacyclododecane-1,4,7-triacetate

DOTA 1,4,7,10-Tetraazacyclododecane-1,4,7-tetraacetic
acid

DTPA Diethylenetriaminepentaacetic acid

EDC N-(3-Dimethylaminopropyl)-N'-ethylcarbodiimide

EGTA Ethylenediaminetetraacetic acid

FITC Fluorescein isothiocyanate

Fmoc Fluorenylmethyl

HSA Human serum albumin

HATU O-(7-Azabenzotriazole-1-yl)-1,1,3,3-tetramethyl-
uronium hexafluorophosphate

HBTU O-(Benzotriazole-1-y1)-1,1,3,3-
tetramethyluronium

HyperCEST Hyperpolarised chemical exchange saturation
transfer

IGF1 Insulin-like growth factor 1

MMP-2 Matrix metalloproteinase-2

MMP-7 Matrix metalloproteinase-7

MRI Magnetic resonance imaging

mRNA Messenger ribonucleic acid

Mtt 4-Methyltrityl

NGR Asn-Gly-Arg

OI Optical imaging

PAMAM Polyamidoamine

paraCEST  Paramagnetic chemical exchange saturation
transfer

PDAP Polydiamidopropanoyl

PEG Polyethylene glycol

PET Positron emission tomography

PNA Peptide nucleic acid

PyBOP Benzotriazol-1-yl-oxytripyrrolidinophosphonium
hexafluorophosphate

RGD Arg-Gly-Asp

RIME Receptor induced magnetisation enhancement

SCAs Smart contrast agents

SPECT Single-photon emission computed tomography

SPPS Solid phase peptide synthesis

SPS Solid phase synthesis

TTDA-NP (N-(1-Methylene( p-isothiocyanatophenol)di(car-

boxymethyl) triazadodecanedioic acid
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