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Activity-based protein profiling (ABPP) is a technique that uses highly selective active-site targeted chemical
probes to label and monitor the state of proteins. ABPP integrates the strengths of both chemical and
biological disciplines. By utilizing chemically synthesized or modified bioactive molecules, ABPP is able to
reveal complex physiological and pathological enzyme—substrate interactions at molecular and cellular
levels. It is also able to provide critical information of the catalytic activity changes of enzymes, annotate

new functions of enzymes, discover new substrates of enzymes, and allow real-time monitoring of the
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Accepted 11th May 2021 cellular location of enzymes. Based on the mechanism of probe-enzyme interaction, two types of

probes that have been used in ABPP are activity-based probes (ABPs) and affinity-based probes (AfBPs).

DOI: 10.1039/d1sc01359 This review highlights the recent advances in the use of ABPs and AfBPs, and summarizes their design
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Introduction

Enzymes are a specialized class of proteins characterized by
their remarkable catalytic specificity and efficiency. They
represent an extremely important class of biological catalysts
that are indispensable for signal transduction and regulation of
cellular activities." Therefore, understanding the roles of
various enzymes involved in mammalian physiological and
pathological processes is essential in providing critical infor-
mation for drug discovery and disease diagnosis.>* In order to
directly monitor enzymatic activities in cellulo and in vivo, there
is an urgent need in the field of proteomics to isolate them from
complex biosystems for labeling and enrichment identification
purposes.* Activity-based protein profiling (ABPP) is a chemical
proteomic technique that uses small-molecule probes to
directly understand the functional state of enzymes in biolog-
ical systems,>® and is gradually becoming one of the major
techniques in proteomics due to its ability to fill the gaps of
other proteomic approaches.

Developed by Benjamin F. Cravatt and Matthew Bogyo in the
late 1990s,”® ABPP employs activity-based probes (ABPs) to
specifically label proteins in biological samples.” These ABPs
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strategies (based on inhibitors and substrates) and detection approaches.

are designed to covalently modify the active site of the target
enzyme (or a family of enzymes) in a highly selective manner.*®
Successful ABPP relies on the critical design and synthesis of
the chemical probes. Most ABPs share a similar basic design,
which usually includes a reactive group (or warhead, WH),
a reporter group, and a linker (Fig. 1A). Reactive groups are
often derived from known covalent inhibitors of the target
enzyme. Commonly used reporter groups are fluorescent dyes
and biotin (Fig. 1B) that allow labeled proteins to be visualized
and enriched for subsequent studies. The linker can be
a hydrophilic chain, a lipophilic chain or a peptide, in which its
basic function is to provide adequate space between the reactive
and the reporter groups.

Improper installation of the bulky biotin and fluorescent
reporter groups, however, significantly affects the activity and
cell permeability of the probes, thereby limiting their applica-
tions in living cells. The use of highly selective and reliable bio-
orthogonal chemistry involving small functional groups is able to
overcome the above-mentioned shortcomings.”*> Commonly
used bioorthogonal reactions include copper(i)-catalyzed azide-
alkyne cycloaddition (CuAAC),* copper-free strain-promoted
azide-alkyne cycloaddition (SPAAC)" and inverse electron-
demand Diels-Alder (iEDDA)" (Fig. 1C). This new generation
of ABPs carries a suitable bioorthogonal handle, and upon
covalent attachment to their targets, a reporter group is then
introduced to the labeled targets via bioorthogonal reaction.

In most studies, ABPs are derived from covalent inhibitors of
a target protein. For proteins that lack covalent inhibitors,
photoaffinity labeling (PAL) offers a way to study their interac-
tions. Since its development by Westheimer et al. in 1962,'° the
use of PAL, or photo-crosslinking, has seen a dramatic increase

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 General components of ABPs and AfBPs (A) and structures of
commonly used reporter groups, bioorthogonal handles and photo-
crosslinkers. (B) Examples of the reporter groups: cyanine fluorophore
for visualization and biotin as an affinity tag. (C) Examples of commonly
used bioorthogonal handles in ABPP. (D) Examples of photo-cross-
linkers that are commonly used in ABPP. (E) Examples of photo-
crosslinkers with bioorthogonal handles for AfBPs.

in proteomic research. Upon ultraviolet (UV) irradiation, the
photo-crosslinking group generates a highly reactive interme-
diate that reacts with its adjacent molecule, resulting in the
formation of a covalent bond between the probe and the target
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protein (Fig. 1A). This class of PAL-based probes is also being
referred to as affinity-based probes (AfBPs)."” Amongst the
various types of photo-crosslinkers, arylazides,"” benzophe-
nones," and diazirines®® are most commonly employed in AfBPs
(Fig. 1D and E). Recently, a new type of photo-crosslinker, dia-
ryltetrazole (Fig. 1D),** was developed by our group that has
shown a unique photo-crosslinking mechanism and could
effectively reduce background labeling with excellent cross-
linking efficiency.?>?

Depending on the types of functional groups on the probes,
the workflow of protein profiling could proceed in different
ways (Fig. 2). ABPP using ABPs is a covalent-based protein
profiling method that is mainly limited by the choice of reactive
groups, and therefore is difficult to profile a wide range of
proteins. On the other hand, ABPP using AfBPs suffers from
non-specific interferences caused by background protein
labeling, and therefore is difficult to reliably identify target
proteins. In order to overcome these existing limitations, we
and others have developed highly effective “minimalist” photo-
crosslinkers that could be conveniently introduced into probes
and for subsequent use in quantitative mass spectrometry-
based proteomics research and highly accurate large-scale
target identification (Fig. 1E).>*2*

With the rapid development of ABPP in the field of proteomics,
an increasing number of advanced ABPP strategies have emerged
to expand its applications. Advanced strategies such as isotopic
tandem orthogonal proteolysis-ABPP (isoTOP-ABPP),* fluopol-
ABPP high-throughput screening (fluopol-ABPP HTS),* reverse-
polarity ABPP (RP-ABPP)* and near-infrared quenched fluores-
cent ABPP (NIRg-ABPP)** have since been applied for protein
active-site identification, ligand discovery and tissue imaging.

In this review, we summarize the recent advances (from 2016
to present) made in the use of inhibitor- and substrate-based
ABPs and AfBPs for proteome-wide enzyme profiling. Their
probe designs and applications in drug target discovery and
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Fig.2 The general workflow of ABPP using ABPs and AfBPs, from identification to subsequent enrichment and quantification of target proteins.
Target identification using ABPs without (1) and with (2) a bioorthogonal reporter. Target identification using AfBPs without (3) and with (4)
a bioorthogonal reporter. ABP-modified proteins can be detected and identified using a variety of biochemical and cell biological techniques
including gel-based fluorescence analysis, mass spectrometry-based analysis and bioimaging.
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biological studies of enzyme function are also discussed.
Finally, we end this review by describing our perspectives and
proposing future developments of ABPP.

Inhibitor-based ABPs and AfBPs for
enzymes

Enzymes play a critical role in physiological functions such as
enabling intricate processes of cell metabolism to proceed in an
orderly fashion and maintaining cell metabolism at normal
physiological functions. Enzyme overexpression has been
widely observed in many diseases.**** The inhibition of disease-
related enzymatic activities, therefore, offers great therapeutic
opportunities. For this reason, tremendous efforts have been
devoted to the development of enzyme inhibitors.***¢ The
application of ABPP by using probes which are designed on the
basis of enzyme inhibitors could allow the rapid identification
of potential off-targets, thereby providing important and valu-
able information for drug discovery and optimization. In addi-
tion, these probes could also help to delineate the intracellular
distribution of target enzymes and discover their novel biolog-
ical functions.

Kinase inhibitor-based probes

Kinases are an essential class of enzymes critically involved in
most signal transduction pathways. Over the years, many
human malignancies have been found to be associated with the
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dysfunction and/or dysregulation of kinases. Consequently,
many kinases have been attractive targets of drug discovery and
development for years.*” The use of known kinase inhibitors as
the basis in the design of kinase-based ABPs is a widely used
strategy.

Bruton's tyrosine kinase (BTK) plays an important role in
tumorigenesis and it is essential for the survival of various B-cell
malignancies including leukemia.*® The BTK inhibitor, ibruti-
nib, inhibits BTK by forming a covalent bond with a Cys residue
in the active site of BTK.** Chen et al. reported a BTK-selective
ABP 1 based on ibrutinib (Fig. 3A).*° By using 1 in an enzyme-
linked immunosorbent assay (ELISA) method, the authors
were able to use the probe for quantification of endogenous
levels of BTK from living cells. Similarly, Wang et al. reported
a series of ABPs having different bioorthogonal handles, which
were constructed by conjugating maleimide-coumarin to ibru-
tinib.** Upon in vitro and in situ screenings, the authors found
that one of the four ABPs (2, Fig. 3A) displayed high sensitivity
and selectivity towards BTK (Fig. 3B).

Epidermal growth factor receptor (EGFR) is a member of the
receptor tyrosine kinase (RTK) family. Mutations and over-
expression of EGFR are closely associated with tumor patho-
genesis.”” In 2017, Planken et al developed a new EGFR
inhibitor (PF-06747775)* based on PF-06459988, an irreversible
EGFR T790M mutant inhibitor. ABPs 3 and 4 (Fig. 3A) were
designed on the basis of two EGFR inhibitors, PF-06747775 and
PF-06459988. The proteome-wide reactivity of 3 was demon-
strated to be lower than that of 4 by spectroscopic experiments,
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Fig.3 Kinase inhibitor-based ABPs and AfBPs and their in cellulo applications. (A) Reported kinase inhibitor-based ABPs and AfBPs. (B) Gel-based
labeling of BTK with 2 in BTK-positive (Toledo, Namalwa) and BTK-negative cells (Jurkat), only positive cells showed a band around 75 kDa which
demonstrated the successful labeling of cellular BTK. Reproduced from ref. 41 with permission from Royal Society of Chemistry, copyright 2019.
(C) Imaging of JNK1-GFP-transfected Hela cells using 7a with two TP reporters, both of which successfully labeled JNK1 in living cells.
Reproduced from ref. 48 with permission from Royal Society of Chemistry, copyright 2019. (D) Reported sulfonyl fluoride-based ABPs for kinases
(left). In-gel fluorescence analysis of Jurkat cells treated with either DMSO or the probe competitor, followed by treatment with 11a to 11c. 11 was
successfully used for broad-spectrum kinase labeling in cells. P = probe, C = competitor. Reproduced from ref. 53 with permission from

American Chemical Society, copyright 2017.
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highlighting the superior specificity of 3. The results also indi-
cated that, in addition to the T790M mutant of EGFR, 3 dis-
played a higher inhibitory effect on both exon19-deletion (Del)
and L858R mutants when compared to the wild-type EGFR.

A number of proteomic studies have shown that several types
of acrylamide-based kinase inhibitors exhibited off-target
protein labeling in the submicromolar to micromolar concen-
tration ranges.** For example, ibrutinib was found to inhibit
other members of the Tec kinase family that contain a critical
Cys residue in the kinase domain.” This off-target activity often
results in unwanted toxicity. Ojida's group synthesized a series
of ABPs by attaching a-chlorofluoroacetamide (CFA) as a WH,
together with a handle, to two kinase inhibitors, ibrutinib and
afatinib (EFGR inhibitor), giving probes 5 and 6 (Fig. 3A),
respectively.** Subsequent proteome-wide protein profiling
experiments indicated that 5 and 6 were able to inhibit BTK and
EGFR, respectively, with low off-target activity. These results
thus demonstrate the potential of using the highly specific CFA
as a new covalent inhibitor WH.

c-Jun N-terminal kinase (JNK) is critically involved in many
important stress signaling pathways, and its dysregulation is
closely associated with many pathological states.”” Inspired by
the discovery of the first irreversible JNK inhibitor (JNK-IN-8)
having nanomolar inhibitory activity and high selectivity, our
group developed JNK ABPs 7a & 7b (Fig. 3A) based on the
structure of JNK-IN-8.*® We subsequently carried out proteome-
wide reactivity profiling, as well as live-cell bioimaging (Fig. 3C),
with these probes together with different two-photon (TP)
fluorescence reporters, to detect endogenous JNKs from live
mammalian cells.

By using a benzophenone photo-crosslinker, Desrochers
et al. synthesized AfBP 8 (Fig. 3A) for phosphatidylinositol 4-
kinases B (PI4KB) based on the PIK inhibitor, PIK93.* PI4KB,
which belongs to the PIK family, can be recruited to the Golgi
membrane for activation and subsequent phosphorylation
through protein-protein interactions.*® The authors used 8 to
study the role of PI4KB in hepatitis C virus (HCV) infection by
simultaneously tagging PI4KB-interacting Golgi recruitment
protein, ACBD3. This work demonstrates the use of AfBP as
a tool to study the role of ribonucleic (RNA) viruses via the
disruption of PIK regulation.

In another study, Overkleeft's group reported AfBPs 9a & 9b
(Fig. 3A) based on the protein kinase A (PKA) inhibitor, H89.>!
Gel-based experiments revealed that 9a having a (E)-configura-
tion (same as that in H89) could effectively label both PKA and
protein kinase B-a (AKT1). In contrast, 9b having a (Z)-config-
uration had a diminished AKT1 inhibition/labeling effect. This
study shows that there is a peripheral difference between the
two kinases, hence providing useful information for the future
design of AKT1-selective molecules.

Recently, Bush et al developed a set of pan-/cyclin-
dependent kinases (CDK) AfBPs based on the pan-CDK inhib-
itor, roscovitine.* The optimal probes 10a & 10b (Fig. 3A) con-
taining an alkyl diazirine were modified to include an alkyne
bioorthogonal handle, and 10b was found to enrich 5 CDKs as
well as 12 other kinases.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Sulfonyl fluoride is an electrophilic functional group that is
resistant to hydrolysis and can react with nucleophilic sites
found in a variety of proteins. Taunton's group designed a series
of probes (11, Fig. 3D) based on a pyrimidine 3-aminopyrazole
scaffold bearing different phenylsulfonyl fluoride substitu-
ents.”® By performing proteome-wide screening, the authors
found that 11 could covalently label a broad range of intracel-
lular kinomes with high efficiency. The optimized ABP 11b was
able to efficiently compete with high intracellular concentra-
tions of adenosine triphosphate (ATP) in kinase binding, and
covalently modify up to 133 endogenous kinases (Fig. 3D). More
recently, other sulfonyl fluoride-based probes have also been
reported, capable of Lys-selective covalent labeling of proteins
such as eIF4E (eukaryotic initiation factor 4E) and Hsp90 (a heat
shock protein).>**

Protease inhibitor-based probes

Abnormal protease activities have been implicated in the
pathogenesis of many human diseases such as cancer, osteo-
porosis and arthritis.>® As a result, proteases represent another
class of biological targets that have received much attention in
recent years. The very nature of the enzymatic reaction (i.e.
substrate cleavage) endowed by proteases provides unique
opportunities to the development of probes for various
purposes, including proteome-wide profiling and imaging of
protease activities. Based on this, the concept of quenched
fluorescent activity-based probes (gABPs) was first introduced
by Bogyo in 2005 (Fig. 4A).%” gABPs belong to a sub-class of ABPs,
and are usually composed of three parts: a fluorophore, a fluo-
rescence quencher and a protease inhibitor. We designed
another series of modular gABPs, which contains a mandelic
acid core surrounded by a fluorophore, a quencher and an
enzyme substrate WH (Fig. 4B).*®* When the probe is introduced
into the cell, its WH is enzymatically cleaved leading to the
release of the quenched moiety that can sensitively report
endogenous enzyme activity through three possible pathways of
achieving fluorescent signal amplification. Among them,
pathway 3 is the most efficient way (Fig. 4B). As pathway 3
causes the release of a large amount of quencher and highly
fluorescent intermediate to diffuse out of the active site of the
enzyme, while allowing the labeling of nearby available nucle-
ophiles, such as proteins that are in the same subcellular
organelle as the target. The unique feature of such probes is that
they emit fluorescent Turn-ON signals only upon the covalent
attachment to the target enzyme via specific enzymatic reaction.
Therefore, this design allows no-wash bioimaging of the activity
and cellular localization of target enzyme both in vitro and in
vivo, and with high resolution.

Recently, Bogyo's group extended the concept of gABP by
using protease substrates as parts of the probe design
(Fig. 5A);>° the authors developed multivariate “AND-gate”
probes containing specific protease substrate sequences which
were shown to improve the overall tumor selectivity. These
probes (12 & 13, Fig. 5B) will only be activated to produce
a fluorescent signal upon the cleavage of both substrate
sequences by their respective proteases and were subsequently

Chem. Sci., 2021, 12, 8288-8310 | 8291
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Fig. 4 Two gABP working strategies. (A) Schematic illustration of activity-dependent fluorescent labeling of Cys proteases by using gABP. (B)
Another strategy of the enzyme activity-dependent gABP reaction. The structure of gABP contains a mandelic acid core which was surrounded
by a fluorophore (red), a quencher and an enzyme WH (blue). The resulting intermediate of enzymatic reaction has three possible pathways
within the cells: (pathway 1) hydration/quenching by water; (pathway 2) covalent attachment to the target enzyme; (pathway 3) accumulation in
the organelle where the enzymatic reaction occurs. Reproduced from ref. 58 with permission from American Chemical Society, copyright 2011.

used to highlight tumor margins in multiple mouse models of
cancer.

Several protease-targeting ABPs have recently been used
successfully in animal models for various biological and
medical applications including in image-guided surgical
removal of tumors. Caspases and cathepsins are important
proteases found in all animals and other organisms. Caspase-3
(Casp3, a Cys protease) is one of the key caspases that play
a major role in cell apoptosis.®® Cathepsin B, is another key Cys
protease known to be closely associated with tumor infiltra-
tion.** Previously reported Casp3 probes having a DEVD-based
sequence interacted with both cathepsin B and legumain (also
a Cys protease).>®® In an effort to improve target specificity
amongst these three Cys proteases, Blum's team performed
further probe optimization by using sequential screening to
identify highly specific Casp3 ligands.** Trp and Phe were re-
ported to have weak legumain interactions,*” hence peptides
were synthesized to include EWD (Glu-Trp-Asp), EPD (Glu-
Pro-Asp) and EFD (Glu-Phe-Asp) sequences. Different lengths
of diamino linkers and various quenchers were conjugated in
the prime site of LE28.* In vitro inhibitory activity assays indi-
cated that the replacement of P2 Pro with Phe decreases the
binding affinity to legumain but retains the activity against

8292 | Chem. Sci,, 2021, 12, 8288-8310

Casp3. Subsequently, the EFD sequence was used to develop
gABPs. The bulky quencher (BBQ) was attached to the position
close to acyloxymethyl ketone group (AOMK, a well-known Cys
protease-targeting WH) to cause a spatial conflict with the main
site of cathepsin B. Upon proteome-wide profiling, the resulting
gABP 14 (Fig. 6A) was found to be virtually free of labeling by
both cathepsin B and legumain (Fig. 6B).

Protease substrate screening in the design of selective probes
is a powerful tool for many targets of interest. In 2019, Salvesen
et al. employed two peptide-based chemical libraries for dis-
secting the preferences of cathepsin B at P1, P2, P3 and P4
positions.®® One of the AOMK-based inhibitors that exhibited
the highest selectivity in the screen was further functionalized
with a Cy5 dye to generate a highly selective ABP for cathepsin B
(15, Fig. 6A). The authors further demonstrated that 15 could
selectively label cathepsin B in an array of 18 human cancer cell
lines and non-small lung cancer cells from patients (Fig. 6C).

Based on a previously reported synthesis of depalmitoylase-
specific fluorogenic peptide library,"” Bogyo and coworkers
recently reported a similar method that could be used to screen
for tumor extract-specific sequence by using a hybrid combi-
natorial substrate library called HyCoSuL.*® By identifying the
different combinations of natural and non-natural amino acid

© 2021 The Author(s). Published by the Royal Society of Chemistry
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SurgVision Explorer Air of 4T1 tumors at different time points after injection of 16, which showed the potential of 16. Reproduced from ref. 69
with permission from Springer, copyright 2020. (E) Specific labeling of active MMP-14 using protein engineering coupled with 17. The ABP only
labeled active MMPs and cannot label enzymes that are inaccessible to zinc or their inhibitory forms. Reproduced from ref. 75 with permission
from American Chemical Society, copyright 2018.
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residues, “hits” peptide sequences were subsequently taken to
construct the corresponding ABPs for tumor-associated
enzymes (e.g. proteases).

Recently, Popkin's group also developed a tumor-
visualization platform by using fluorescent probes in human
keratinocyte carcinoma excision specimens.®® By using a near-
infrared protease-targeting gABP that was previously reported
by Bogyo et al.,” the authors successfully applied the platform
for rapid and convenient global assessment of margins during
skin cancer resection. Suurs et al successfully utilized
cathepsin gABP for surgical guidance (16, Fig. 6A).”* This new
gABP was synthesized by modifying a previously reported
cathepsin gABP;” by replacing the original fluorophore and the
quencher with an FDA-approved indocyanine green (ICG) dye
and QC-1, respectively. The resulting probe was found to be
specifically activated by cathepsin X, B/L and S. With the help of
a combination of different optical fluorescence imaging camera
systems, probe 16 was shown to be able to delineate tumor
tissues with high precision during surgery (Fig. 6D).

As a type of zinc-dependent endopeptidases, matrix metal-
loproteinases (MMPs) play a critical part in cancer pathology.”
Among them, MMP-14 (MT1-MMP) is considered the main
protease involved in the transformation of tumor cells to inva-
sive carcinoma. Based on a previous work,”* Bogyo's team
designed ABP 17 based on a new isobutylsuccinylhydroxamic
acid motif (Fig. 6A). ABP 17 was engineered to orthogonally bind
to an engineered MMP that contained a Cys residue near the
active site of the enzyme (having an active site-bound zingc;
Fig. 6E).” In addition, the probe has a reversible weak inhibi-
tion of WT MMPs. From protein profiling and cell imaging
experiments, the authors found that, in the tumor tissue
microenvironment, activation of MMP14 was mainly associated
with advanced tumors, their surrounding and activated stromal
cell populations.

Carbohydrate inhibitor-based probes

Glycosidases (or glycoside hydrolases) are a class of enzymes
that hydrolyze glycosidic bonds and play important roles in
protein post-translational glycosylation in various organisms.”®
The main hydrolysis product of glucosidases is glucose, which
is an indispensable part of glucose metabolism. Depending on
the type of glycosidic bonds they hydrolyze, glucosidases can be
classified as a- or B-glucosidases. Based on the configuration of
the heterotrimeric carbon in the hydrolyzed glucosyl group,
glucosidases can also be divided into retaining and inverting
glucosidases.” Most glucosidases are retaining glucosidases
and their catalysis usually involves a two-step mechanism
mediated by key catalytic residues including a nucleophilic
residue and a pair of general acid/base.” Their catalytic reaction
proceeds through a covalent glycosyl-enzyme intermediate, in
which the carbon configuration of the glycosyl molecule is
flipped twice. On the other hand, such conformational
secondary flipping does not occur in inverting glucosidases,
leading to formation of products with different configura-
tions.” To target retaining glycosidases, capturing the covalent
intermediates of glycosidic reactions thus became the basis in
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the design of most inhibitors and ABPs (18-22, Fig. 7A), with
suitable reporter groups that have been successfully used in
various probe designs (Fig. 7B).*®*¢ Cyclophellitol-derived
epoxides and aziridines are common inhibitors of retaining
glucosidases. Upon binding to the retaining glucosidases, their
catalytic nucleophile attacks the epoxide/aziridine and gener-
ates covalent enzyme-inhibitor adducts.

In 2010, Witte et al. reported ABPs 18 that could label glu-
cocerebrosidase (GBA) in situ for the first time by linking
reporter groups to cylcophellitol.** Such a class of ABPs
exhibited superior properties over the previously widely used
tagged deoxyfluorosugars.’”®® Therefore selective labeling of
a specific type of glycosidase was achieved. The loss of enzy-
matic activity in GBA is known to cause lysosomal storage
impairment, eventually leading to Gaucher disease.** Human
recombinant GBA (hrGBA) is currently an approved protein-
based drug for the treatment of Gaucher disease. Recently,
Meel et al. successfully labeled hrGBA and endogenous GBA by
using 18a and 18b, respectively, in normal human dermal
fibroblasts (NHDFs) which express the mannose receptor (Man-
R) (Fig. 7C).*® Galactosylceramidase (GALC) is a glycosidase
mainly located in the lysosome and is responsible for galactose
ceramide hydrolysis. A deficiency in GALC causes Krabbe
disease.’* In 2017, Overkleeft's group reported ABPs 23 (Fig. 7A)
for the specific labeling of GALC.”” These ABPs consist of the -
galactopyranose-configured cyclophellitol-epoxide core that is
responsible for conferring specificity to GALC. ABP 23b was
used in the in situ imaging of active GALCs in mouse brains.
Based on a previous finding that substituting the C8 position of
cyclophellitol with bulky groups was effective in generating
GBA-selective inhibitors,” Wu et al. recently reported f-
glucuronidase-specific ABPs 24 (Fig. 7A), which allowed rapid
and quantitative visualization of exo-acting B-glucuronidase
(GUSB) and endo-acting heparanase (HPSE) from human tissue
lysates.®* One of the best-performing probes, 24¢, was developed
by introducing a spacer between the Cy5 dye and aziridine
nitrogen, and oxidizing the Cé6-equivalent position of cyclo-
phellitol to mimic the carboxylate group in glucuronide
(GleUA).

Lysosomal a-glucosidase (GAA) is a retaining a-glucosidase,
low levels of GAA expression are known to cause glycogen
storage disease type II, also known as Pompe disease.”® Over-
kleeft's group found that a-glucose-configured nitrogen-
substituted cyclophellitol aziridines could specifically label
GH31 retaining o-glucosidases.”® Therefore, a set of fluo-
rophore- or biotin-modified ABPs (25, Fig. 7A) were designed on
the basis of a-glucose-configured N-alkyl cyclophellitol azir-
idines for successful monitoring of GH31 retaining a-glucosi-
dase. Amongst the various ABPs, 25a was shown to be able to
quantitatively report the endogenous level of GAA in cell lysates
of patients diagnosed with Pompe disease. Recently, the same
group also found that ABPs derived from maltose analogues (26,
Fig. 7A) showed excellent labeling specificity towards retaining
a-amylases. These probes thus could potentially be used for the
screening of a-amylase inhibitors.®”

In 2019, Schroder et al. detected and differentiated B-xylo-
sidases and endo-B-1,4-xylanases in the secretome of A. niger by

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Inhibitor-based ABPs for glycosidases and labeling of GBA and hrGBA in human tissues by using ABPs. (A) Structures of cyclophellitol-

derived epoxides- and aziridines-based ABPs. (B) Structures of various reporter groups used in ABPs. (C) Overlay of electron micrographs and
confocal fluorescence images of NHDF ultrathin cryosections expressing Man-R. The metabolic processes of hrGBA and endogenous GBA in
vivo were traced using 18. 18a-labeled hrGBA (green), 18b-labeled endogenous GBA (red) and nuclei labeled with DAPI (blue). E = endosome; L
= lysosome. M = mitochondria; PM = plasma membrane. Reproduced from ref. 90 with permission from Wiley-VCH GmbH, copyright 2019.

using ABPs 27 and 28 (Fig. 7A), respectively.®® Fluorescence
labeling and proteomic analysis revealed that A. niger secreted
different catabolic enzymes according to the carbon source used
in its growth process.

ABPP has also been used as a tool to study gut flora. Whidbey
et al. developed a platform based on B-glucuronidase-selective
ABPs to detect and identify subsets of microorganisms in the
gut that are responsible for heterologous biological
metabolism.*®

Proteasome inhibitor-based probes

Proteasomes degrade unwanted and damaged proteins, there-
fore they are the key factor of cellular protein concentration
regulation, and the function of the proteasomes is closely
related to the development of cancer and neurodegenerative
diseases.’ In 1997, Bogyo and Ploegh developed radioactive
ABPs that can label proteasomes.'* Later, Crews and coworkers
developed an ABP by attaching the anti-cancer drug eponemy-
cin with biotin. The proteome study revealed that proteasomes
were the main targets of eponemycin.'” In 2003, Ovaa et al.
reported a two-step labeling strategy for proteasomes in living

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

cells.’® By attaching three proteasome subunit inhibitors with
different fluorescent groups, the same group reported three
proteasome ABPs that target different subunits (29, 30 and 31,
Fig. 8A).** Using a mixture of the ABPs (ABP-cocktail), they
achieved simultaneous gel-based detection of human consti-
tutive core particles (cCP) and immunoproteasome core parti-
cles (iCP) proteasomes (B1c, B1i, B2c, B2i, B5c and B5i), which
can also be used to distinguish immune cells from non-immune
cells.

This work, together with studies of glycosidase ABPs, have
shown that sometimes it is possible to derive probes selective
for a single enzyme or a small closely related family of enzymes.

Other enzyme inhibitor-based probes

Deubiquitinases (DUBs) are a large group of proteases that
catalyze the cleavage of ubiquitin (Ub) from proteins. Due to its
important biological functions in the regulation of protein
degradation, various ABPs have been developed to study the
function of DUBs. In 2016, Tate's team discovered a specific
inhibitor of the ubiquitin-specific protease (USP) via high-
throughput screening. Following this lead, 32 was

Chem. Sci., 2021, 12, 8288-8310 | 8295
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2016.

subsequently designed (Fig. 9A), and shown to be able to
identify 12 endogenous USPs from pull-down experiments.'*
Recently, the same group also discovered a specific covalent
inhibitor of the ubiquitin carboxy-terminal hydrolase L1
(UCHL1) and subsequently synthesized the corresponding ABP
33 (Fig. 9A)." By using proteome profiling, the authors
demonstrated that 33 could block the pro-fibrotic response in
a cellular model of idiopathic pulmonary fibrosis. Poly (ADP-
ribose) polymerase (PARP) is a family of enzymes present in
most eukaryotic cells that are involved in multifunctional
protein post-translational modification (PTM).'” Howard et al.
developed an AfBP 34 (Fig. 9A) based on olaparib (a potent
inhibitor of PARP1) and showed that 34 could effectively label
PARP1/2 in live cells."® They also found that 34 enabled
successful and selective labeling and inhibition of recombinant
PARPS6 in vitro, therefore providing a potential tool for differ-
entiating PARP6 activities from endogenous sources.

Serine hydrolases play various roles in the regulation of
host-pathogen interactions in many organisms.” In 2018,
Bogyo's group successfully identified 10 previously uncharac-
terized S. aureus serine hydrolases by using competitive ABPP.
The new hydrolases were named fluorophosphonate-binding
hydrolases (Fph A-])."” FphB was selected for the use in the
next-stage study due to its overall enzymatic activity in cells and
high specificity toward a previously reported inhibitor called
JCP251. The authors found that, by substituting the C3
methoxyl group in JCP251 with Bodipy-TMR fluorophore to
generate ABP (35, Fig. 9A), the resulting probe was able to retain
the original inhibitory activity, allowing it to be used as an
effective FphB-targeting probe. The proteome reactivity labeling
profile of FphB with 35 further showed that FphB activity was
mainly concentrated in the separating septum located on the
bacterial cell surface (Fig. 9B).

Fatty acid amide hydrolase (FAAH) is an endosomal enzyme
that metabolizes many fatty acid amides (FAAs), which are
messenger molecules in various living organisms. Severe
neurotoxicity was reported in the clinical study of BIA 10-2474 (a

8296 | Chem. Sci, 2021, 12, 8288-8310

FAAH inhibitor). Upon further investigation, Stelt et al. revealed
that BIA 10-2474's toxicity was caused by its poor target speci-
ficity, which resulted in substantial alterations in the human
cortical neuron lipid network.'® To further understand the
exact mechanism-of-action that caused BIA 10-2474's toxicity,
Cravatt's group employed 36 (Fig. 9A), an ABP designed on the
basis of the demethylation metabolite of BIA 10-2474."** The
authors found 36 was able to irreversibly react with the catalytic
Cys present in several aldehyde dehydrogenases, including
aldehyde dehydrogenases A2 (ALDHA2). Their findings thus
suggested that BIA 10-2474's severe toxicity was possibly caused
by the off-target inhibition of this compound as well as its
metabolites on these important human enzymes, which are
required to properly maintain the physiological stability of the
nervous system.

DOTI1L is a Lys-methylating enzyme. Overexpression of
DOT1L leads to cell cycle arrest, as well as promoting differen-
tiation and apoptosis of tumor cells."* For this reason, DOT1L
has become an increasingly important therapeutic target for
cancer treatment. Based on a potential DOT1L inhibitor, FED1,
which showed good in vitro inhibitory but poor in vivo activity,
clickable AfBPs, including 37 and 38 (Fig. 9A), were generated to
better understand the cellular activity of FED1 in targeting
endogenous DOT1L."** It was found that 38 displayed higher
fluorescence signals in live-cell imaging experiments, whereas
37 showed better performance in most in vitro experiments,
indicating that the primary amine in the adenine moiety of
FED1 may be important for target binding. Further live-cell
imaging studies showed that both 37 and 38 were mostly trap-
ped in the cytoplasm of A431 cells and failed to localize to the
nucleus where endogenous DOT1L normally resides. These data
serve as the basis to potentially explain the relatively poor
cellular activities of FED1 and its derivatives, thus providing
clues for future improvement of DOT1L inhibitors.

3-Phosphoglycerate dehydrogenase (PHGDH) is an essen-
tial enzyme involved in the serine biosynthetic pathway and
has been found to be upregulated in numerous rapidly

© 2021 The Author(s). Published by the Royal Society of Chemistry
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proliferating cancer cells."** In order to develop effective ABPs
suitable for in situ profiling and live-cell imaging of endoge-
nous PHGDH, molecular docking experiments were first
carried out to identify potential small-molecule PHGDH
binders. We found that several vinyl sulfone-containing elec-
trophilic phosphotyrosine mimics, including phenyl vinyl
sulfone (PVS) and phenyl vinyl sulfonate (PVSN), were well-
fitted in the active site of PHGDH, thus presenting a poten-
tial electrophilic trap to covalently react with the nearby Cys
residue in PHGDH. Further development of these “leads” by
taking advantage of the vinyl sulfone's ability to serve as an
effective fluorescence quencher,* led to the discovery of 39
(Fig. 9A), the first-ever fluorescence Turn-ON ABP that could
selectively and covalently label endogenous PHGDH from
numerous cancer cells."** This dual-purpose probe was able to
simultaneously image and profile endogenous enzymatic
activities from live mammalian cells (Fig. 9C and D).

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

Substrate-based ABPs and AfBPs for
enzymes

In addition to designing ABPs and AfBPs based on the inhibitors,
another widely used approach employed in the design of enzyme-
targeting ABPs and AfBPs involves the chemical modification of
natural substrates of the target enzymes. These probes have been
dominantly used for the biological function studies of enzymes,
while inhibitor-based probes are more often used for drug target
discovery. Some bifunctional probes that are composed of two
binding units could allow rapid enzymatic activity detection and
spectroscopic analysis at the same time.

Steviol-based probes

In plants, UDP-glycosyltransferases (UGTs) utilize UDP glucose
(UDPG) as a donor to transfer part of the glucose to secondary
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metabolites, in an event known as glycosylation."*® Steviol
glycoside (SG) is a natural sweetener biosynthesized from ste-
viol through a series of glycosylation reactions catalyzed by
multiple UGTs.""”

Xiao's group tagged the “minimalist” photo-crosslinker
diazine-alkyne to steviol and synthesized a steviol-derived
AfBP 40 (Fig. 10A) to identify various UGTs involved in steviol
catalysis. The proteomic profiling by using 40 confirmed that
UGT73E1 was involved in the glycoside biosynthesis of ste-
viol."*® To improve the selectivity and sensitivity for the identi-
fication and labeling of UGTs in biosynthesis, Wong et al
developed another method to profile UGTs by using a dual-
substrate probe constructed from an alkyne-labeled acceptor
41 and a diazirine-labeled donor 42 (Fig. 10A)."*° Because none
of them have the essential properties of the fully functionalized
probes, they will not capture the proteins in proteomics exper-
iments. Upon being catalyzed by specific UGTs, the diazirine-
modified moiety in donor 42 was transferred to acceptor 41,
thus generating the steviol glycoside-derived probe (Fig. 10B),
which, upon subsequent photo-crosslinking, could be used to
capture and identify the corresponding UGTs. Using this
approach, the authors successfully labeled two glycosyl-
transferases, UGT73C1 and SrUGT85C2, and showed that both
enzymes displayed the same activity against steviol. On the
other hand, other UGTs such as SrtUGT91D2 and SrUGT76G1,
which are involved in steviol glycoside biosynthesis but only
catalyze non-steviol glycoside substrates, were not labeled.
Compared to previous studies, ABPs generated from this newly
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developed method showed significantly improved selectivity
and sensitivity towards endogenous UGTS.

Furthermore, they found that this modular dual-substrate-
probe labeling strategy had an impact on the catalytic effi-
ciency of natural enzymes. By optimizing the probe structure
and improving the combination of modules, it may help to
broaden the application of the dual-substrate probe labeling
strategy for other enzymes.

Nicotinamide adenine dinucleotide (NAD")-based probes

Protein ADP-ribosylation is a PTM in which members of the
PARP enzymes covalently attach ADP-ribose moieties from
NAD" to target proteins.’*® PARPs are ADP-ribosylating enzymes
that comprise at least 18 members. As the first identified and
best-studied PAPR family member, PARP1 regulates a variety of
biological functions including DNA repair, chromatin reorga-
nization, transcriptional regulation, apoptosis and mitosis."*
Under severe and/or continuous stress, PARP1 is activated to
promote the synthesis of poly (ADP-ribose) (PAR) chains.'”” The
over-activation of PARP leading to rapid depletion of NAD" in
cells could affect various biological processes. It is therefore
necessary to be able to precisely monitor this process in bio-
logical cells, preferably in real time. One example is the moni-
toring and study of the biological functions of NAD "-associated
enzymes by using synthetic NAD"-based ABPs (Fig. 11). The
mechanism of these ABPs is similar to that of NAD". First, an
ADP-ribosyl group binds to the carboxylate side chain of the
substrate protein residues, and the process is then repeated
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Fig. 10 A bisubstrate probe strategy for specific labeling of UGTs. (A) The structures of steviol and the reported substrate-based ABP and AfBPs.
(B) Bisubstrate probe strategy for the identification of UGT cellular localization and activities by steviol-based ABPs. Reproduced from ref. 119

with permission from Royal Society of Chemistry, copyright 2020.
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with the addition of more ADP-ribosyl groups to the 2-OH
groups of both ribose rings, resulting in the formation of PAR,
followed by the enrichment and analysis of PARP substrate
proteins by click chemistry. The NAD' analogue 43 was
successfully synthesized by Jiang et al., and subsequently used
to identify 79 proteins as potential PARP1 substrates in a large-
scale proteome-wide study.'** In another study, Buntz et al. re-
ported two NAD"-based ABPs to study protein PARylation.'** In
order to allow PAR activity to be directly monitored in vivo and
in real-time, the probes were made to be fluorescently active by
conjugating them to a fluorophore (tetramethylrhodamine,
TMR) (44, Fig. 12). SDS-PAGE analysis showed that only 44b
could fluorescently label PARP1 auto-modification. Due to the
low cell permeability of NAD" analogues, carrier peptide Pep-1
was co-incubated with 44b to enhance the cellular uptake.'*
Labeling results obtained using flow cytometry demonstrated
that more than 90% of the cells were successfully labeled. The
formation of PAR in cells was further confirmed by confocal
microscopy; a strong fluorescence increase was observed within
a few seconds after the induction of DNA damage. Wallrodt
et al. also synthesized a series of NAD" analogues by modifying
the adenine moiety at different sites (45a-d; Fig. 12);"** their
results indicated that modifications at position 7 (45d) and 8
(45a) of adenine interfered with the recognition of the probes by
their target enzymes. Substitution with a small group at posi-
tion 6 (45b), on the other hand, appeared to be tolerable.
Amongst the various probes developed, 2-modified NAD'
analogues (45c, f, g), which were resistant to chemical modifi-
cations (with long and bulky chains), were shown to be the most
effective. To explore the function of these probes in live cells,
45g was taken as a representative to label endogenous PAR from
HeLa cells. By further extending the studies on the effects of
chemical modification of adenine to other PARPs,"*® the authors
showed that 6-modified NAD" analogues (45b, b’) could be
reasonably recognized by PARP1/2/5/6, while 2-modified
analogues (45c, ¢’) exhibited overall better PARP-targeting

@ Clickable group 0
NH o] (E)LNHg
N
N N O~9»O~CH>—O (‘TJ\NHZ
p-O-p i
(o]
:—% 04

l/o\r S o
OHOH OHOH

NAD*-based ABP

@iz}

Lo ofo 0,
’\

Substrate protein

o & 6 d
OHOH
k
0~p-0-p-0.
ol & & o]
5 om OHOH

View Article Online

Chemical Science

activities. Further studies revealed that both PARP1 and
PAPR2 were able to process 2-modified NAD" analogues (45¢, ¢'),
but not the 7- or 8-modified ones (45d and 45a, respectively).
Collectively, these studies demonstrated that 2-modified NAD"
analogues are the best choices in the construction of PAPR1-
and PAPR2-specific ABPs. Tankyrases (e.g., PARP5 and PARP6),
on the other hand, displayed a preference for 6-modified NAD"
analogues (45b, b’), making them preferred choices in future
design of ABPs for the study of these PARPs.

Multiple metabolic precursors of NAD" (e.g., NR, NA, NAM
and NMN) are known to be well-tolerated by numerous human
cells to sustain endogenous NAD' production,'” suggesting
that it is possible to also metabolically generate NAD'-based
ABPs in live cells that may be used for subsequent proteomic
analysis of ADP-ribosylated proteins. With this in mind, Hang
et al. used a previously reported adenine 6-modified NAD"
precursor 46 (Fig. 12),”® and fed it to HeLa cells. Upon
successful incorporation into ADP-ribosylated proteins, the
authors were able to find that oxidative stress-induced ADP
ribosylation of V-Ha-Ras (HRas, a member of Rho GTPases)
occurs at the C-terminal hypervariable regions, Cys181 and
Cys184."*° This suggests that not only bacterial toxin, mamma-
lian cells alone were able to regulate the ADP-ribosylation of
endogenous GTPases.

Recently, Kalesh et al. reported a dual metabolic marker
approach for the labeling of substrate proteins in PARylation
(Fig. 12).%*° By using ABP 46 and adenine 2-modified NAD"
precursor ABP 47, and in combination with tandem mass tag
(TMT) isobaric mass spectrometry and hierarchical Bayesian
modeling, the authors quantified the response of over a few
thousand proteins upon treatment with clinical PARP inhibitors
(olaparib and rucaparib).

Different from the aforementioned studies, Zhang et al
investigated the effect of substitution at nicotinamide ribose
(NR)-OH and synthesized an array of NAD' analogues (48,
Fig. 9).*' Co-incubation of PARP1 with the NR 3'-OH (48f)

N7 N\> NAD*-based ABP
O-p-0-p-0. .
O\]/ 5 :
O O PARP
— (¢]
OHOH OHOH
o o0 1.Gel-based analysis
O~p-0-p-0.
\ \
- o o .
o 0 o—(o Click Chemistry  2.Pull-down and enrichment
OHOH
m 3.Mass spectrometry-based analysis

Fig. 11 The mechanism and application of NAD"-based ABPs (modified adenine moieties as an example). Upon the polyADP-ribosylation via
PARPs, the PAR is formed from a single ADP-ribosyl linkage on the substrate proteins, which is usually followed by the enrichment and gel-/mass
spectrometry-based analysis of PARP substrate proteins through click chemistry.
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Fig. 12 Structures of reported ABPs based on NAD* by modifying adenine or nicotinamide ribose-OH at different sites.

caused a strong auto-PARylation of PARP1, and the addition of
veliparib (an inhibitor of PARP1/4) effectively inhibited this
process. In contrast, NR 2’-OH analogues (48a, ¢, e) did not
show any substrate activity for PARP1. Meanwhile, 48b and 48d
exhibited different activities toward PARP1. Kinetic data
showed that the K, of 48f was slightly higher than that of NAD".
The K., of 48b was significantly lower than those of NAD" and
48f. Successful monitoring of PARylation in living cells was
achieved by using 48f with the assistance of transient per-
meabilization of cell membranes.’” When compared to the
previously reported adenine-modifying NAD' analogues (45b
and 45c), 48f possessed a significantly higher substrate activity
against both PARP1 and PARP2 (Fig. 13A and B). Collectively,
these results indicate that the NR 3-OH NAD" analogue (48f)
showed higher activity and selectivity towards PARP1 and
PARP2 (Fig. 13C and D).

Cohen's group reported a “bump-hole” strategy, which is an
additional method for recognizing the enzymatic target protein
of PARP1.*** This strategy created an orthogonal pair of NAD"
analogues (49, Fig. 14A) and mutated PARP1 by attaching
a bulky motif at the nicotinamide of NAD" while mutating the
“gatekeeper” residue of the PARP1 nicotinamide binding pocket
(Fig. 14A), which did not interfere with the normal biological
functions of wide-type PARP1. However, this approach dimin-
ished the PARylation activity of PARP1 and PARP2, while
preserving the MARylation activity. A similar but more elegant
strategy was reported in 2016. Instead of modifying the nico-
tinamide portion, Kraus's team attached an alkyl stalk to the
adenine portion of NAD" (50, Fig. 14B), which served as both
a “bump” and a clickable handle for subsequent pull-down

8300 | Chem. Sci, 2021, 12, 8288-8310

experiments (Fig. 14B).*** They successfully identified
hundreds of ADP ribosylation sites for PARP1, PARP2 and
PARP3, as well as thousands of PARP1-mediated ADP ribosyla-
tion sites using this approach.

Recently, Zhang's group designed and synthesized another
series of NAD' analogues (51, Fig. 15A) containing both
diazirine-modified adenine and 3-azide-modified ribose.**
These bifunctional probes served as good substrates of PAR-
ylation and were able to capture PARylation-interacting
proteins, including both readers and erasers, via PAL
(Fig. 15B). With probe 51c alone, the authors were able to
capture up to 247 possible interacting proteins from cell lysates.
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Fig. 13 Gel-based analysis of substrate activities of NAD™", 48b, f and
45D, c for (A) PARP1; (B) PARP2; (C) catalytic domain of PARP5a; and (D)
catalytic domain of PARP10. All the probes were successfully recog-
nized by the corresponding enzymes, and the addition of PARP
inhibitor olaparib efficiently inhibited the interactions between the
probes and PARPs. Reproduced from ref. 131 with permission from
Springer Nature, copyright 2019.
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Fig. 14 Two approaches of the "bump-hole” strategy for identifying PARP target proteins. (A) Targeting a conserved residue in the nicotinamide
binding site of the PARP catalytic domain. (B) Targeting a conserved residue in the adenine binding site of the PARP catalytic domain.
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Fig. 15 Use clickable AfBPs to capture proteins associated with PARylation. (A) Structures of reported bifunctional NAD* probes. (B) Schematic
illustration of the process for capturing PARylation-related interacting proteins using a bifunctional NAD™ probe. Reproduced from ref. 135 with
permission from American Chemical Society, copyright 2021. (C) Structures of reported BAD-based clickable AfBPs.

Among these proteins, VCP and RBBP7 were selected for further
biological validations; in ELISA-binding assays and immuno-
blotting experiments, both VCP and RBBP7 were shown to
specifically interact with PARP1. Using a similar strategy,
Cohen's group developed clickable AfBPs (52 and 53, Fig. 15C)
based on benzamide adenine dinucleotide (BAD, another NAD"
analogue).”® They identified hundreds of both known and
unknown NAD'/NADH binding proteins by using 52 and 53 (261
and 141 proteins were identified from the 52- and 53-treated
samples, respectively), which primarily labeled different
proteins but also share some common targets. These clickable

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

NAD'-based AfBPs provide new tools for analyzing proteins that
interact with NAD" in different diseases.

Ubiquitin (Ub)-based probes

Ubiquitination is an important reversible PTM in eukaryotic
cells. It plays important roles in protein localization, metabo-
lism, function, regulation, and degradation.'®” Ubiquitination
occurs via a three-enzyme-catalyzed reaction which involves E1,
E2 and E3 proteins. Ub molecules can be coupled to other Ubs
to form poly-Ub chains. By hydrolyzing the isopeptide linkage in
ubiquitinated proteins, DUBs remove Ub molecules from their
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substrates as well as Ub-processing precursors.”*® Therefore,
Ub-based ABPs and AfBPs are effective tools to monitor the
biological functions of key enzymes that are involved in the
ubiquitination cycle.

Most of the probes used in the characterization of DUBs were
designed on the basis of mono- or diUb. Since most DUBs have
active Cys residues in their catalytic centers, most reported Ub-
based probes contain a thiol-reactive functional group (e.g
a Michael acceptor) that allows for covalent reactions with the
Cys residues in DUBs. Strictly speaking, such probes may be
considered “inhibitors”, but we simply group them herein as
“substrate-based ABPs” for convenience, as all of them were
derived from natural substrates of DUBs (i.e. Ub).

DUBs employ multiple Ub-binding pockets to break down
polyubiquitin (poly-Ub) chains. Ovaa's team reported a series of
non-hydrolyzable protease-resistant diUb ABPs (ie. 54,
Fig. 16A)** for the identification and investigation of specific
linkage reactions of DUBs with diverse Ub-binding pockets.
These probes covered seven different linkage positions (con-
nected at seven Lys positions of Ub, i.e. K6/K11/K27/K29/K33/
K48/K63) and contained protease-resistant triazole bonds as
well as a propargyl group at the C-terminus of the adjacent Ub
part. In vitro DUB cleavage experiments were used to determine
the linkage specificity of the S2 pocket in DUBs. Results showed
that OTUD2 was conjugated with K11- and K33-linked diUb,
and OTUD3 was bonded with K11-linked diUb in the S1-S2
pocket. Whedon et al. developed two selenoCys (SeCys)-based
approaches to introduce DUB-reactive dehydroalanine (DHA)
at the C-terminus of Ub.™® Through efficient oxidation or
alkylative B-elimination of SeCys, DHA could be selectively
conjugated at the C-terminus of Ub where several Cys residues
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in the target of Ub were present. ABP 55 was designed to target
TRIM-25, an E3 ligase tripartite sequencing protein (Fig. 16A).
Upon positive interaction between 55 and DUBs, the Cys sulf-
hydryl group in 55 formed a covalent bond through DHA with
the active site of DUBs. The captured DUBs were next identified
in a pull-down experiment. These so-called alkylation-elimi-
nation DUB-targeting strategies effectively resolved the inter-
ference of other Cys residues in the target of Ub, thus providing
new chemical biology tools for future design of novel DUB ABPs.

Liang et al. reported two diUb-based AfBPs, 56 and 57
(Fig. 16A), which were able to selectively analyze ubiquitin-
binding proteins from cell lysates.*** Different Ub-Ub linkages
were found to exhibit practical variations. For example, Lys63-
conjugated poly-Ub was the signal for transduction.'** Based
on this knowledge, the diUb core in the two designed AfBPs (i.e.
56 and 57) were conjugated via Lys48 and Lys63 linkage,
respectively, resulting in probes that exhibited different protein
selection preferences. In addition, the Ala46 residues of two Ub
units were mutated to Cys, which was then attached to photo-
crosslinkers including diazine and aryl-azide. With such
probes, the authors discovered that at least two Ub units were
required to efficiently capture Ub-binding proteins via PAL.

Meledin et al. constructed a ubiquitinated a-globin ABP (58,
Fig. 16A), through a semisynthetic strategy based on sequential
DHA formation on the expressed proteins.'** a-Globin can be
ubiquitinated at multiple sites to facilitate their proteasomal
degradation.”* By using large-scale proteomic analysis, the
authors discovered that USP15 acted as a potential DUB for the
regulation of a-globin, and overexpression of UPS15 exacer-
bated the thalassemia symptoms.
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Fig. 16 Ub-based ABPs and AfBPs for DUBs and E1, E2, E3 enzyme studies. (A) Structures of reported ABPs and AfBPs based on Ub. (B)
Mechanism of 62 for the labeling of E1, E2 and E3 enzymes. Pathway (1): enzymatic covalent binding process, pathway (2): natural trans—trans

thioesterification process.
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The Lys27-linked poly-Ub plays a vital role in autoimmunity
and DNA repair.* Based on previous studies,"**® Tan et al. re-
ported a diUb probe 59 (Fig. 16A) for the identification of DUBs
that regulate the synthesis and degradation of K27-linked poly-
Ub."” The probe carried an aryl-azide group as the photo-
crosslinker at the isopeptide position, and a biotin tag was
attached to the C-terminus of the probe. When compared with the
earlier-discussed, DHA-based probes,"***** 59 exhibited higher
crosslinking activity for Lys27-linkage-targeting DUBs. Pull-down
experiments demonstrated that the probes could recognize K27-
targeting DUBs present in the crude proteome, a key property
which was not possible with earlier DHA-based probes.

Most Ub-based DUB-targeting ABPs, however, had poor cell
permeability due to their macromolecular nature. This has
severely limited their in cellulo and in vivo applications. In 2018,
Zhuang's group reported a cell-permeable DUB-targeting ABP
(60, Fig. 16A) that enabled intracellular DUB profiling.*** An HA
tag and a cyclic polyarginine (cR10) peptide were conjugated to
Ub via a disulfide bond, the HA tag was then attached to the N-
terminus of the probe. As a cell-permeabilizing peptide, cR10
enabled the cellular uptake of 60, which was then removed from
the probe upon successful cell entry and subsequent disulfide
bond cleavage caused by endogenous GSH.'* 60 was success-
fully used to monitor endogenous DUBs present in various
organelles by fluorescence imaging.

Recently, a tetrazole group which is a new type of photo-
crosslinker,™° was attached to the C-terminus of Ub, producing
probe 61 (Fig. 16A).*** This probe successfully pulled down and
identified fifteen known DUBs, and upon further optimizations,
the probe was used to identify specific DUBs proteomes in cells
that were grown during G1/S and G2/M phases. By comparing
enriched DUBs from the two cell growth phases, five DUBs in G1
phase and one DUB in G2 phase were specifically identified,
respectively. Amongst them, BAP1 and USP36 were closely
related to the regulation of ubiquitination in the G1 phase as
reported previously.** The doubly enriched DUB USP16, previ-
ously known to have a function in regulating protein localiza-
tion in the G2 phase,””® was also discovered. Using a time-
gradient identification assay, the function of this DUB during
cell mitosis was further demonstrated.

Mulder et al. developed a cascading ABP 62 (Fig. 16A),"*
based on a previous study that the mutation Ub-G76A still
retained the ability of being processed through the E1-E2-E3
cascade.*® With this knowledge, the authors hypothesized that
partial replacement of this C-terminal Ala of this Ub mutant
further with the electrophilic DHA (giving 62) may also preserve
the activity of Ub (Fig. 16B). Indeed, 62 was found to be conju-
gated to the corresponding enzyme in each step during the E1-
E2-E3 cascade reaction by two different ways either forming
thioether adducts by covalently binding to enzymes (pathway 1),
or generating thioester compounds with enzymes via the
natural linkage pathway (pathway 2). Therefore, 62 was an
excellent ABP that could be used in the study of each step in the
E1-E2-E3 cascade reaction.

Virdee's team deduced that the E2-Ub complex could serve
as a starting substrate for the analysis of trans-thiolation activ-
ities in E3 ligases, ie. RING-in-between-RING (RBR) and

© 2021 The Author(s). Published by the Royal Society of Chemistry
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homologous to E6AP carboxy-terminus (HECT). Therefore, ABP
63 (Fig. 16A) was prepared as a non-hydrolytic mimic of E2-Ub,
in which the unstable thioester bond was suitably stabilized. An
appropriate and dynamically tuned electrophilic reagent was
further installed between Ub and E2 as well.**® The resulting 63
was able to successfully monitor the trans-thiolation activity of
parkin (a RBR E3 ligase) in vitro from cell lysates, thereby
providing a potential tool to directly and quantitatively detect
endogenous parkin activity. With the same strategy, the authors
were able to further identify that the neural-associated E3
ligase, MYCBP2 (PHR1), was a novel class of cyclic E3 ligases
capable of selective esterification of Thr over Ser in their
substrates.

Other substrate-based probes

For enzymes that lack effective ABPs or AfBPs, rational substrate
design or high-throughput screening may generate effective
initial leads for subsequent construction of specific chemical
probes. Moreover, by modifying existing enzyme-targeting
probes with different functional groups while retaining their
enzyme specificity, some probes may be repurposed that enable
simultaneous single-step fluorescence-based enzyme detection
and proteome-wide profiling.

Histone deacetylases (HDACs) are a class of enzymes that play
an imperative part in the structural modification of chromo-
somes and in gene expression regulations.” In 2016, Sun's
group combined a simple HDAC substrate, e.g. the acylated Lys
(Kac), with a fluorogenic dye, O-NBD, to develop the corre-
sponding activity-based fluorescence Turn-ON probe 64
(Fig. 17A).*® Upon enzymatic cleavage of Kac in the probe by
HDAC, the resulting uncaged Lys intramolecularly attacked the
O-NBD moiety, subsequently turning on the probe fluorescence.
The enhanced fluorescence intensity was shown to be up to 50
folds, which made probe 64 an excellent HDAC-based fluoro-
genic ABP. Based on these results, the authors further intro-
duced a diazirine-alkyne photo-crosslinker group into the probe,
generating a dual-purpose fluorescent probe 65 (Fig. 17A). The
probe 65 was shown to not only function as a fluorogenic
substrate probe, but also recognize and capture target proteins
from cell lysates. By combining fluorescence assays and in-gel
fluorescence scanning, 65 successfully identified and differen-
tiated epigenetic readers BRD4-1 and erasers Sirt2 (Fig. 17B).

Lys lipoylation (Klip) is a conserved Lys PTM, and plays an
important role in the regulation of cellular metabolism.**® K105
(QSDK;;,ASVT) is a peptide sequence of the branched-chain a-
ketoacid dehydrogenase (BCKDH), which is one of several
metabolic multi-complexes where Klip is known to occur.'® By
utilizing a similar strategy as in the design of the earlier-
discussed HDAC probe, the same group developed an AfBP 66
(Fig. 17C), which was based on the peptide sequence QSDKj;,-
ASVT with replacement of the N-terminal Gln residue with
a photo-crosslinker.’* Gel-based profiling and pull-down
experiments demonstrated that Sirt2 (an NAD'-dependent
deacetylase) caused significant delipoylation of 66. To further
investigate the potential activity of Sirt2 on Klip, a fluorogenic
probe with O-NBD group that can detect delipoylation activity in

Chem. Sci., 2021, 12, 8288-8310 | 8303
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a single step was next developed. The following kinetic data
demonstrated that Sirt2 had a strong delipoylation capacity in
vitro, even better than that of Sirt 4, previously the only identi-
fied mammalian delipidylase. These innovative findings thus
suggest that sirtuins may regulate cellular Klip through
different delipoylation mechanisms.

Methylation events in various organisms are essential for the
regulation of DNA transcription, RNA stability, and protein
activity.'®»'®® They are catalyzed by a host of methyltransferases
in cells. Among them, the S-adenosine methionine (SAM)-
dependent methyltransferases (MTs), capable of transferring
a methyl group from SAM to their biological substrates, are the
most prominent class in methylation.'** The resulting metabo-
lite byproduct of this reaction, S-adenosyl-L-homoCys (SAH), may
be further metabolized to methione (an amino acid) which is
then reintegrated into SAM biosynthesis.'®® Inspired from
previous work of Dalhoff et al,*® and crystallographic data of
SAM- and SAH-binding enzymes, Cravatt's group functionalized
the N-6 position of SAH with different linkers to generate a series
of SAH-based AfBPs (67, Fig. 18A).'” Among them, 67b was used
in the analysis and enrichment of a large number of endogenous
MTs from the lysates of human cancer cells (Fig. 18B), with
excellent selectivity over other classes of proteins.

Forward genetics starts with a phenotype which subse-
quently leads to the identification of interesting genotypes,
while reverse genetics starts with a known genotype and finally
ends up with various phenotypes.'® The various aforemen-
tioned substrate/ligand screening strategies fit in the field of
reverse genetics, but due to the limited size of available chem-
ical libraries, their results are not always optimal. Cravatt et al.
recently applied the concept of forward genetics in their
screening of ABPs by incubating probes that contain covalent
binding WHs and click handles with whole-cell pro-
teome.*"**>"”® Therefore, the pulled-down proteins were the
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Fig. 18 Gel-based analysis of MTs was performed using AfBPs. (A)
Structures of reported AfBPs for MTs. (B) Gel-based profiling with 67b
in human renal cancer cell (769P and 7860) and human leukemia cell
(K562) lysates. 67 successfully labeled MTs in a variety of cancer cells.
The addition of SAH (natural substrate) or the lack of UV irradiation
resulted in the loss of MT labeling. Reproduced from ref. 167 with
permission from American Chemical Society, copyright 2019.

target proteins of the probes. Furthermore, due to the ease of
synthesis, it is relatively less complicated to form a small probe
library. By using forward genetic screening of the probe library
with the whole proteome, the authors confirmed that rapid
discovery of ABPs that possess high selectivity against specific
sets of enzymes could be realized.

Conclusions and outlook

As an emerging technological approach in the field of chemical
proteomics, ABPP is a powerful tool that enables unbiased and
quantitative detection of enzymatic activity by measuring
cellular and tissue profiles, thereby allowing researchers to gain
insights into the functional state of an enzyme rather than only
its abundance.

The use of ABPs and AfBPs is critical in ABPP. The main
enzymes for which ABPs or AfBPs have been developed and are

© 2021 The Author(s). Published by the Royal Society of Chemistry
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available including kinases, proteases, glycosidases, phospha-
tases and oxidoreductases. The successful application of ABPP
in cellulo and animal models has identified a range of enzymatic
activities associated with diseases that are closely related to
each other. In addition, the development of these probes and
ABPP has facilitated functional studies of enzymes involved in
many biological processes, including neurotransmission,
neurodegenerative diseases, signal transduction in tumors and
immune diseases. All these events demonstrate the important
role of ABPs and AfBPs in the discovery and study of enzyme
function. In this review, we have summarized design strategies
of different ABPs and AfBPs. Inhibitor-based probes have been
widely used to identify off-targets, thereby aiding drug discovery
and optimization. Substrate-based probes are favorable tools
for enzyme functional studies and substrate discovery. The
discovery of drug targets is one of the important tasks in the
initial studies of clinical drugs. In addition, most of the current
proteomics platforms are only able to capture enzymes in
a small fraction of samples of cells and tissues. It is still chal-
lenging to apply ABPP to routine biological systems. In addition,
non-specific labeling of probes and inefficient PAL remain
a great challenge. The emergence of various new photo-
crosslinkers and the development of bioorthogonal chemistry
in recent years have provided some assistance for this purpose.
How to obtain high PAL efficiency while reducing the impact of
biological systems is also an issue to be addressed in the design
of ABPs and AfBPs.

The visualization of important enzymatic activity could also
be achieved by using highly selective fluorescent ABPs or AfBPs.
For instance, Shrivastav et al. developed a near-infrared fluo-
rescence (NIRF) ABP that was capable of imaging large polyps
using a dual-laser NIRF endoscope.'”* Recent years have seen
a dramatic increase in the number of near-infrared region II
(NIR-II) fluorescent molecules being used in a wide range of
bioimaging and biosensing applications."”>*”* The introduction
of NIR-II dyes into the fabrication of ABPs and AfBPs could
potentially expand their applications to disease diagnosis,
surgical resection, and therapeutic response validation. Such
novel ABPP strategies could offer new opportunities in inter-
disciplinary research collaborations.

However, due to the complexity and diversity of enzymes,
ABPP still faces several issues such as poor specificity and
sensitivity. For example, no ABP that can label inverting glyco-
sidases has been reported, but AfBPs that were reported by
Stubbs et al. successfully labeled them.” This opens up the
possibility of targeting other enzyme families that do not have
nucleophilic residues and cannot be labeled by ABPs. In addi-
tion, most human enzymes lack selective chemical ligands and
some classes of proteins are even considered undruggable.
Therefore, it is difficult to develop probes to study these
proteins.”® To overcome such problems, tremendous efforts
have been put into the development of more advanced probe
design strategies. Bump-and-hole strategy is one solution. By
attaching one bulky group at the natural substrate, and at the
same time mutating the “gatekeeper” residue of the substrate
binding pocket of the enzyme, the orthogonal pair of the probe
and the mutated enzyme is formed. Using this orthogonal

© 2021 The Author(s). Published by the Royal Society of Chemistry
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“bump-hole” system, the specific target proteins of the corre-
sponding enzyme can be identified. This method was success-
fully used in the ABPP of PARP and Ub.***%** Bump-and-hole
is a powerful method but this chemical genetic approach is
limited to in cellulo studies, and is less utilized in the ABPP
studies of other enzymes. Another approach, has isoTOP-ABPP,
developed by Cravatt's group,® which uses isotope-labeled
probes to obtain more reliable results than other quantitative
protein analysis methods. They have also developed fluoPol-
ABPP?*° that could be used in combination with HTS to discover
new protein ligands. RP-ABPP,*! an unbiased method which
employs nucleophilic hydrazine probes to capture active
protein-bound electrophiles in cells,"”® was also developed by
the same group. High-throughput forward genetic screening of
the whole proteome is another effective method that has been
used in the discovery of highly selective chemical probes
capable of targeting less-studied enzymes.**®

In summary, ABPP is a multidisciplinary technology
involving chemistry, biology, medicine and other disciplines.
There is no single design strategy that is a universal remedy for
all research needs. The design and development of better ABPs
and AfBPs also require interdisciplinary efforts. We hope that
this review will contribute to the design and development of
more powerful ABPs and AfBPs to facilitate further advance-
ment in the research of enzymes.
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