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Chemical labeling and crosslinking of tobacco
mosaic virus via multi-diazonium reagents:
examples, applications, and prospects

Xinyan Qiu,† Xueying Kang,† Jiqin Zhu* and Long Yi *

Tobacco mosaic virus (TMV) is a rod-shaped hollow plant viral nanoparticle (300 nm � 18 nm) and

exhibits abundant amino acid residues on the surface of capsid proteins for facile chemical labeling. The

use of TMV as a nano-template to produce materials with multiple functions has received particular

attention in the past decade. In addition, TMV can be largely produced in gram-scale quantities and is

also considered much safe for mammals. Hence, using TMV as building blocks to assemble biomaterials

(e.g., hydrogels) has emerged as an attractive field for biomedical applications. This minireview details

up-to-date research on the development of bench-stable diazonium reagents and their applications for

TMV labeling and crosslinking. The strategy for the preparation of virus-based hydrogels is highlighted.

We hope that this review will inspire the development of a large number of plant virus-based

biomaterials for various applications in the near future.

1. Introduction

Hydrogels are three-dimensional (3D) networks of hydrophilic
polymers joined together by covalent bonds or physical inter-
molecular attraction.1–5 The presence of hydrophilic moieties
such as amide, carboxyl, amino, and hydroxyl groups scattered
along the backbone of the 3D networks contributes to the high
hydrophilicity of hydrogels.2 Many hydrogels have good
biocompatibility,3–5 and therefore the biomedical applications
of hydrogels have expanded to many fields, including drug
delivery,3 biosensors,6 wound healing,7 tissue engineering,5,8

cell culture,9 antibacterial materials,10 and others.11 These
hydrogel materials can be prepared from different building
blocks (e.g., cellulose nanofibrils and peptides)12–14 and using
different strategies (Fig. 1).15–18 For example, enzyme-triggered
peptides can form hydrogels through intermolecular weak
interactions and self-assembly (Fig. 1a).19,20 A sort of chain-
growth polymerization helps make nanocomposite hydrogels
(Fig. 1b).21 The crosslinking (non-covalent interactions & cova-
lent bond formation) between bifunctional molecules and
crosslinkers represents one of the most widely used hydrogel
production techniques (Fig. 1c).4,17,22 In addition, new multiple
crosslinking network hydrogels that can overcome the bottle-
necks of mechanical performance of single network hydrogels

have flourished in recent years.23 Moreover, we discovered that
the direct chemical crosslinking of plant viruses can be used as

Fig. 1 Construction of hydrogels via different strategies: (a) self-assembly
of building blocks via weak interactions; (b) polymerization of small
molecules via covalent crosslinking; (c) covalent or non-covalent cross-
linking between multifunctional linkers and bifunctional molecules;
(d) covalent crosslinking of plant viruses.
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a new strategy to prepare hydrogels (Fig. 1d).24 In the present
minireview, we focus on providing a brief summary of the
development of bench-stable diazonium reagents and their
labeling of tobacco mosaic virus (TMV) for generation of
biomaterials including hydrogels.

Plant viruses can be easily obtained in grams with high
uniformity and are biocompatible with mammals, and there-
fore, they have numerous advantages for biological and materi-
als science applications.25–28 Plant viruses can be divided
into zero-dimensional (0D) icosahedral capsids and one-
dimensional (1D) rod/filamentous-shaped capsids, both of
which are virus nanoparticles (VNPs) that can be tens to
hundreds of nanometers in size.25 Plant viruses are made up
of many copies of one or more identical coat protein compo-
nents that self-assemble into a capsid that encloses the virus
genome. Therefore, both genetic engineering and bioconjugation
technologies have allowed plant viruses to be amenable to manip-
ulations (Fig. 2), providing virus-like nanoparticles (VLPs) for the
advancement of an array of nanotechnology applications.29–33

In addition, the self-assemblies of viral capsids and viruses
have potentially useful characteristics for a variety of nanotech-
nology applications including encapsulation.34–36 These plant
VNPs and VLPs have also been employed as nanotemplates for
biomineralization.37,38

TMV is a well-studied plant virus in the past century and
was the first viral structure to be examined.39,40 TMV is
composed of 2130 identical coat proteins with a molecular
weight of 17 534 Da, which is arranged helically around a
single-strand, positive-sense RNA molecule to generate a rod-
shaped hollow nanoparticle with 300 nm in length and 18 nm
in diameter (Fig. 3). Due to its special 1D structure, good
biocompatibility, easily chemical and genetic modifications,

TMV has aroused great research interest in self-assembly and as
a building block for the construction of bio-nano composite
materials.41 For example, wide-type TMV can be applied as a
nanomaterial template for the construction of 1D nanowires
and nanotubes.42,43 In addition, TMV particles contain tyrosine
residues (Tyr139) on the external surface and glutamic acid
residues (Glu97 and Glu106) at the internal surface (Fig. 3),
providing two types of reactive handles for dual modifications
on both surfaces.44,45 For example, a common strategy of Tyr
modification is by using in situ diazonium generation and
coupling,46,47 which may affect the structure of the protein as
well as make it difficult to control the stoichiometry of the
reaction. To solve this problem, several bench-stable diazo-
nium salts have recently been developed for TMV labeling and
crosslinking.24 On the other hand, Cys and Lys residues were
genetically engineered onto the virion surface of TMV mutants,
producing additional attachment sites for mineralization48,49

and bioconjugation.50–53 As a result, TMV and mutants are
widely functionalized by small molecules, polymers, peptides,
MRI contrast agents, antigens, and therapeutics for various
applications.54–64 We note that there are a series of excellent
reviews for TMV-based nanomaterials during the last
decade.60–64 However, the current development of stable diazo-
nium reagents for TMV labeling is not summarized. In addi-
tion, the 1D lengths and the diameters of the TMV nanoparticle
can be tuned and controlled via self-assembly and chemical
labeling to generate virus-like particles (VLPs),65–67 which can
break the limitation of fixed sizes of natural virus templates.
Moreover, dual-diazonium reagents for TMV crosslinking pro-
vide an additional strategy for the preparation of hydrogels.24

This recent new progress can inspire various new biomaterials
for research in different directions but has not been specially
reviewed in previous papers.

Here, we will provide a full description of the development
of stable diazonium reagents from our group as well as others,
which may help readers to clearly understand their properties
and potential applications in chemical biology and materials

Fig. 2 Modifications and construction of plant VNPs and VLPs. VNPs and
VLPs can be generated by genetic engineering, bioconjugation, and self-
assembly, all of which can be further functionalized by chemical labeling,
biomineralization, or encapsulation.25

Fig. 3 Schematic illustration of the TMV structures and the potential
reactive positions of tyrosine 139 (yellow), glutamate 97 (red), and gluta-
mate 106 (blue) in a capsid monomer.44 Reprinted with permission from
ref. 44. Copyright (2005), American Chemical Society.
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science. This minireview also summarizes the recent research
on chemical modifications of TMV Tyr139, the construction of
controllable TMV-based VLPs, and virus-based hydrogels. The
synthesis and methods for making these reagents and bioma-
terials are described in detail. Because bioorthogonal chemical
reactions have emerged as excellent tools for biolabeling,68–75

we discussed the combination between bioorthogonal reac-
tions and diazonium salt reagents. We also outline the future
directions for crosslinking of plant viruses via multi-diazonium
reagents. We anticipate that this minireview will promote the
further development of plant virus-based biomaterials for a
variety of applications.

2. Development of diazonium salts
and reagents for TMV modifications

A traditional diazonium coupling reaction to tyrosine residues of
TMV is very useful for the construction of new materials.44,45 For
example, Francis and coworkers reported that efficient modifica-
tions of TMV capsids were accomplished through a mixture of
intact viral capsids and 35 equiv. of diazonium salts (in situ
synthesis at 0 1C) in pH 9 buffer for 2 h.44 The formation of 2
using 1 provides ketone sites for further convenient conjugation
via the oxime ligation (Fig. 4a). For example, upon exposure of 2 to
polyethyleneglycol (PEG)- or biotin-containing alkoxyamines,
adducts 3 and 4 were obtained with virtually complete conversion,
and 42000 copies of biotin were installed on the capsid exterior.
In addition, the generated PEG-labeled capsids 3 was organically
soluble TMV rods that may greatly expand the conditions for
further bioconjugation reactions as well as future device fabrica-
tion in the organic phase.

CuI-catalyzed azide–alkyne 1,3-dipolar cycloaddition
(CuAAC), namely the click reaction, has been widely used
for highly efficient bioconjugation.76 To this end, Wang and

coworkers reported that TMV was first treated with diazonium
salt 6 (in situ generated from 5) to obtain alkyne-labeled capsids
7, and then the tandem CuAAC reactions were employed for
TMV modifications to obtain single and double click adducts 8
and 9 (Fig. 4b).77 This optimized method was successfully used
to program the surface properties of TMV that can modulate
cell behaviors grown on TMV-based biomaterials. Further
examples of diazonium labeling include the installation of
antigens78 and peptides79 on the TMV Tyr residues. Moreover,
free radical oxidation of the TMV Tyr also led to acrylate-
functionalized viruses with customizable properties.80

Though the TMV modifications using diazonium coupling
are successful,77–79 one barrier to the widespread use of these
diazonium salts is the prerequisite of in situ preparation from
anilines under strongly acidic conditions at 0 1C before use. In
addition, such in situ synthesized salts may bring difficulty in
controlling the stoichiometry of the reaction. To this end,
Barbas and coworkers developed the first bench-stable crystal-
line diazonium salt (11) that can be used for tyrosine-selective
modification of peptides and proteins to introduce the alde-
hyde tags suitable for classical oxime and hydrazide ligations.81

11 was synthesized on a gram scale from commercially avail-
able 4-aminobenzaldehyde polymer 10 (Fig. 5a), and the hexa-
fluorophosphate counterion was essential for the stability of
the diazonium salt. Direct mixture of 11 and proteins generated
the labeled protein 12 with the aldehyde tags suitable for the
classical hydrazide ligation to obtain 13 (Fig. 5b). Compared
with the diazonlium coupling using the in situ synthesized
salts, the protein labeling by the reagent 11 is much more
facile for experimental operation. In addition, this bioconju-
gate technique was used for the facile introduction of func-
tional tags onto model proteins and even to label the surface of
live cells.

Consequently, Xi, Yi, and coworkers reported that a bench-
stable diazonium reagent 14 could be used to label the TMV

Fig. 4 (a) Site-selective azo-coupling on Y139 in the TMV exterior with in situ generated diazonium salts 1 and further labeling via oxime ligation.44

(b) Formation of a diazonium salt 6 in situ and the bioconjugation of TMV by means of CuAAC reactions.77 Reprinted with permission from ref. 77.
Copyright (2008) Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim.
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surface to incorporate thiols for further fluorescence labeling
by 15 and gold coating (Fig. 6a).65 On the other hand, based on
insights into the TMV assembly mechanism,40 we envisioned
that the length of the TMV particle can be controlled by the
length of the encapsulated viral RNA, and the Xi group at
Nankai University has made efforts to use in vitro transcribed
RNAs at different but controllable lengths to achieve VLPs
with controllable lengths (Fig. 6b).82 It is noted that Yi and
coworkers had also synthesized controllable short TMV-like
nanorods (less than 60 nm) based on the self-assembly,67 but
we prepared virus-like assemblies up to 400 nm (longer than
the wide-type TMV) in a controllable fashion. Furthermore, we
can easily modulate both the length of VLPs and the type of
surface functionality via the reagent 14. For example, thiol-
labeled VLPs were incubated with Cd2+ followed by treatment

with H2S to generate a thin layer of CdS coating on the surface
of VLPs. It is noted that CdS could be coated on different
lengths of virus-like assemblies to generate CdS nanorods with
controllable sizes, which represents a new synthetic route for a
material tenability. Additionally, there should be plenty of
room in the field of the combination of VLPs and chemical
labeling for the controllable synthesis of nanocomposites.

Direct introduction of the click groups into proteins/viruses
is the key step for further facile bioconjugation. For addressing
this issue, Yi, Xi, and coworkers have reported a diazonium salt
reagent for facile covalent incorporation of alkyne groups into
proteins under mild conditions.83 The reagent 17 was facilely
synthesized from commercially available and cheap 16, yielding
light-yellow precipitates (57% yield) with good stability under
common conditions (Fig. 7a). The small-molecule model stu-
dies allowed us to determine the reaction rate as 5.7 M�1 s�1 at
pH 8.0, which is about 4.7-fold faster than that at pH 7.0.
Moreover, strong fluorescence labeling of bovine serium albu-
min (BSA) was achieved after the reaction with 17 followed by
the click reaction with 20 in one pot (Fig. 7b). More impor-
tantly, fluorescence labeling of TMV coated proteins was also
achieved by the method (Fig. 7c), and transmission electron
microscopy image (TEM) showed that TMV particles were not
destroyed by the labeling reactions (Fig. 7d). Considering the
mild reaction conditions and facile operations of the labeling
strategy, we expect that the method based on the reagent 17 can
be extended to other protein materials and plant viruses in the
future.

Though several bench-stable diazonium reagents were suc-
cessfully applied to directly incorporate aldehyde, ketone, or
alkyne groups into Tyr residues of proteins, the next-step
bioorthogonal reactions based on these reagents may suffer
from low reaction efficiency or the need for catalysis. The
inverse electron demand Diels–Alder reaction (IEDDA) or
tetrazine-ene reaction is one of the best bioorthogonal reac-
tions for catalyst-free covalent ligation.72,74,84,85 Therefore, Yi,
Lv, and coworkers developed a tetrazine-containing diazonium
reagent 21 (Fig. 8a).86 The bench-stable and water-soluble 21
was successfully employed for the direct, efficient and covalent
introduction of tetrazines onto target proteins or virus surfaces.
This tetrazinylation was further applied for the tetrazine-ene
ligation to achieve protein PEGylation under very mild condi-
tions. The tetrazine-containing TMV was confirmed using mass
spectra with an increased mass of 420 Da of the TMV coat
protein (the calculated mass, 417 Da) as well as fluorescence
labeling using the norbornylene-containing fluorescent dye. In
addition, we further demonstrated the utility of 21 through its
direct incorporation into total cell lysates. Compared with 17,
reagent 21 is more advantageous because the tetrazine-ene
ligation is catalyst-free and has tunable rates by choosing
different alkenes or alkynes in need. We believe that Tyr
labeling based on 21 could provide a useful toolbox for the
preparation of new materials in the future.

Though the tetrazine-ene ligation is useful for labeling of
TMV, other catalysis-free, efficient, and facile bioorthogonal
reactions may also be applied for such bioconjugation. In 2017,

Fig. 5 (a) Synthesis of a diazonium reagent 11. (b) Protein labeling via the
reagent 11 followed by an efficient hydrazone ligation chemistry.81

Fig. 6 (a) The schematic drawing of the TMV labeling via the reagent 14
followed by cysteamine and reduction in one pot to produce thiolated
TMV (TMV-SH). The TMV-SH could react with 7-diethylamino-3-(4-
maleimidophenyl)-4-methylcoumarin (15) or chloroauric acid (HAuCl4).
(b) A strategy for the fabrication of size-controllable 1D nanocomposites
based on TMV-like assemblies as templates.65 Reprinted with permission
from ref. 65. Copyright (2014), Royal Society of Chemistry.
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Yi, Wang, and coworkers found that the o,o0-difluorinated aryl
azide could react efficiently with triphenylphosphine to pro-
duce a water-stable phosphanimine, which is called nonhydro-
lysis Staudinger reactions (NSRs).87 Consequently, Xi, Yi, and
coworkers employed a tetrafluorinated aryl azide for the devel-
opment of a faster NSR for protein and RNA labeling.88 The
reaction kinetics of this NSR could be monitored by a fluores-
cence method to generate the reaction rate as 51.8 M�1 s�1,
which is the fastest Staudinger ligation in aqueous buffer up to
date. It is noted that Yan, Ramström, and co-workers indepen-
dently discovered a similar NSR and determined the reaction
rate as 18 M�1 s�1 by an NMR method.89 All the above NSR are
facile, fast, and bioorthogonal for bioconjugation in vitro and in
live cells.

To extend the applications of the NSR, Yi, Zhu, and co-
workers envisioned that the o,o0,m,m0-tetrafluorinated aromatic
azides could be incorporated into proteins and viruses through
the diazonium coupling for subsequent NSR labeling. To this
end, we developed a highly efficient and bench-stable reagent
22 and investigated the small-molecule model reaction between
22 and Tyr-containing 18 to generate 23 (Fig. 8b).90 Conse-
quently, protein fluorescence labeling, PEGylation, and bioti-
nylation were achieved by further functionalization of the
azido-labeled proteins via the fast NSR by 24–27 (Fig. 8c). To
our delight, the whole protein labeling processes could be
finished in one pot within several hours under catalysis-free
conditions.

Though TMV nanoparticles have been widely used as tem-
plates for controllable syntheses of nanomaterials,60–65 the

diameters of native viruses are restricted to 18 nm. To address
this issue, the highly efficient method based on 22 was applied
to adjust the size of native viruses (Fig. 8b). The Tyr139 residues
of TMV were labeled by 22 followed by 27 (Fig. 8c), and TEM
analysis suggested that the diameter of 22–27-TMV rods was
increased to 21.8 � 3.5 nm. Such thickening of viral particles
can provide new nano-templates with tunable sizes and shapes
compared with that of the wide-type virus.65,90 Compared with
that based on reagent 21, the labeling strategy based on the
diazo-azide reagent 22 is more facile for the synthesis proce-
dures of the reagents. On the other hand, the reagent 21
provides hydrophilic handles on proteins while the reagent 22
provides hydrophobic handles on proteins. Therefore, the
reagent 22 would also expand the toolbox for protein bioconju-
gation in chemical biology and biomaterials under different
conditions.

3. Preparation of hydrogels from TMV
and dual-diazonium reagents

Based on the success of the development of several bench-
stable diazonium reagents for TMV modifications, we envi-
sioned that dual-diazonium and multi-diazonium reagents
might be developed for protein and virus crosslinking.24,91 In
2018, Xi, Yi, and coworkers reported a new water-soluble
reagent 28 with double diazonium sites (Fig. 9a) that might
link two Tyr residues to lead to the crosslinking of TMV
particles 29 (Fig. 9b).24 The solid 28 was stable for bench use

Fig. 7 (a) Synthesis of a diazonium reagent 17 and its reaction with Tyr-containing 18 to generate 19, as identified using the HRMS spectrum. Inset: The
intensities at 400 nm versus reaction time for 17 upon treatment with 18 in PBS at pH 7.0 (black line) or pH 8.0 (red line). (b) The fluorescence labeling
reactions of BSA via 17 followed by 20 in one pot. (c) 10% SDS PAGE of TMV before (lane 1) and after (lane 3) fluorescence labeling by 17 and 18 under a
UV lamp or Coomassie blue staining, respectively. (d) TEM images of TMV before and after fluorescence labeling, respectively.83 Reprinted with
permission from ref. 83. Copyright (2014), Royal Society of Chemistry.
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and storage at �20 1C for more than three months. The
reactivity of 28 with Tyr is efficient with a rate of up to
19.6 M�1 s�1. We proposed that a 3D network could be formed
based on the efficient crosslinking of 28 and TMV (Fig. 9c). We
optimized the gelation conditions and found that a direct
mixture of the reagent 28 (2.5 mM) and TMV (2.5 mg mL�1)
at 37 1C in neutral buffer (pH 7.0) for 30 min incubation led to
the formation of a hydrogel (Fig. 9d).24 The TMV-based hydro-
gel was characterized by protein crosslinking and TEM images
of 3D networks. In addition, scanning electron microscopy
(SEM) analysis further supported the formation of 3D networks
of the hydrogel.

For the first virus-based hydrogel, we found that the 28-TMV
hydrogel formation depended on both the crosslinking agent
and the highly organized nanostructure of virus particles, and
cleavage of the azo bonds by Na2S2O4 was useful for gel
degradation. The hydrophobic anticancer drug camptothecin

(CPT)92 did not affect the gelation and could be packaged using
the 28-TMV hydrogel system, which implied the existence of
enough hydrophobic cavities in the hydrogel. More impor-
tantly, for the CPT-containing 28-TMV hydrogel, half of the
CPT release could be detected after 12 hours of dialysis, and
72% of the CPT release could be achieved after 3 days of
dialysis. Moreover, the TMV-based hydrogel was safe for
tobacco plants because TMV crosslinking could completely
inactivate virus infection toward plants. Because the crosslinker
reagent 28 can be easily prepared from commercial chemicals
and is stable, we believe that this strategy of direct crosslinking
of viruses and 28 may provide a general approach to prepare
various kinds of hydrogels for the future biomedical and
agriculture applications.

Though the TMV-based hydrogel can be formed by using 28,
we envisioned that more reactive linkers would result in more
efficient gelation of TMV. To this end, Xi, Yi, and coworkers

Fig. 8 (a) A tetrazine-containing diazonium reagent 21 for protein/Tyr labeling.86 (b) Reaction of an azide-containing reagent 22 and 18 to form the azo
product 23. (c) Schematic illustration of the NSR labeling of tetrafluorinated aromatic azide-labeled proteins. Chemical structures of reagents 24–27 and
the biotinylation of TMV are also shown.90
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rationally designed and synthesized three new dual-diazonium
reagents (30–32) to investigate the effects of substituents (CO,
PO, and SO2) on the crosslinking efficiency and gelation con-
ditions (Fig. 10a).91 We found that 30 showed much smaller k2

(18 M�1 s�1) than that of 31 (71 M�1 s�1), implying that
substitutes linked to aromatic cycles could influence the activ-
ity of diazonium with Tyr. Compared with 28,24 the substitution
of the CO group with the SO2 group greatly enhanced the
reaction rate. In addition, the Hammett parameters of the
substituents and the reaction rates can be correlated to gen-
erate the reaction constant (r = +0.45),91 which suggests that
the electron-withdrawing substituents can accelerate the cross-
linking reaction.

Because of the faster diazonium-tyrosine coupling reaction,
hydrogels from the crosslinking of TMV and the reagent 31
could be formed within 1 min at room temperature. We also

tested the rheological characters of the hydrogels formed by
TMV and 30 or 31 from the solution phase to gel phase. As
shown in Fig. 10b, the TMV-based hydrogel with 31 showed
higher viscosity (about 2.5-fold) than that with 30, and the
hydrogel based on 31 had a much faster gelation speed with a
relatively higher storage modulus than that based on 30. SEM
images showed that multiple virus rods in the 30-based hydro-
gel was crosslinked to form a 3D net structure, while a large
number of sheets and less net structure was observed in the 31-
based hydrogel (Fig. 10c). Therefore, the crosslinking reagents
could be used for tuning the properties of TMV-based hydro-
gels. Furthermore, we also developed a crosslinker 32 by
introducing a disulfide bond on the basis of 31. The TMV-
based hydrogels prepared from 32 could be used to make the
capitals ‘‘BUCT’’ and ‘‘NKU’’ in the dish (Fig. 10d), which could
be degraded by reduction of the disulfide bonds using

Fig. 9 (a) Chemical structure of a dual-diazonium crosslinker 28 and photograph of the solid reagent. (b) Illustration of the crosslinking of two virus
particles via the crosslinker. (c) Schematic representation of hydrogel formation from the reaction of 28 and TMV.24 (d) Photographs illustrating the
effects of concentrations of TMV and 28 on the gelation. Reprinted with permission from ref. 24. Copyright (2018), Royal Society of Chemistry.

Fig. 10 (a) Chemical structures of dual-diazonium reagents 30, 31, and 32 and their application for the gelation of TMV. (b) Rheological characteristics of
two TMV-based hydrogels from 30 and 31. (c) SEM characterization of the TMV-based hydrogels. (d) Photographs for the TMV-based hydrogel
degradation via DTT. The capitals were made from the crosslinking of TMV and 32 on the Petri dish. After gelation, the TMV hydrogel was immersed with
DTT solution or deionized water.91 Reprinted with permission from ref. 91. Copyright (2019), Royal Society of Chemistry.
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dithiothreitol (DTT). We also propose that these bench-stable
dual-diazonium reagents may provide a general approach to
preparing diverse functional hydrogels from other biocompa-
tible viruses for future biomedical applications.

4. Summary and outlook

This minireview summarizes the development and applications
of stable diazonium reagents for TMV labeling and crosslinking
to generate new biomaterials. We as well as others have
synthesized a series of bench-stable diazonium reagents from
the corresponding anilines in medium to high yields (Table 1).
The hexafluorophosphate counterions are important for the
stability of solids of these diazonium reagents. Protein labeling
by the bench-stable diazonium reagents can be achieved at pH
7.4. The diazonium-tyrosine coupling efficiencies can be tuned
by the different substituted moieties on the aryl ring, and the
coupling rate was higher with stronger electron-withdrawing
substituents. The sulfonyl group at the p-position of aryldiazo-
nium salts should be a useful structural motif for highly
efficient labeling of protein Tyr residues to incorporate into a
functional handle. In addition, these reagents provide a toolbox
for the introduction of various bioorthogonal groups into
proteins for chemical biology and materials science (Table 1).

Though bioorthogonal groups including aldehydes,81

ketones,65 alkynes,83 tetrazines,86 and tetrafluorinated aryl
azides,90 have been successfully employed for bench-stable
diazonium reagents, we believe that new diazonium reagents
using other bioorthogonal groups (Table 2)93–105 can be further
developed for biolabeling under different conditions. Based on
our experiences, there should be at least two-point criteria for
the bioorthogonal groups in diazonium reagents: (1) the groups
should be acid resistant because of the strong acid synthesis
conditions of diazonium salts; (2) the groups should not react
with diazonium. In future work, functional groups like aryl
iodide and aryl boronic acid can be used to synthesize new
diazonium for biolabeling via bioorthogonal organopalladium
reactions (e.g. Mizoroki–Heck, Suzuki–Miyaura, and Sonoga-
shira reactions).93–98 Other groups of oxyamine, hydrazide, and
cyanobenzothiazole (Table 2) may also be used for the develop-
ment of diazonium reagents for catalysis-free biolabeling.99,100

In addition, some photo-induced reactive groups (e.g. 9,10-
phenanthrenequinone and tetrazole)101–104 should be possible
for the preparation of new bench-stable diazonium reagents.

We also believe that different types of linkers (e.g. flexible
PEG or rigid polyphenylene vinylene) could be introduced
between the two diazonium cations to obtain new crosslinking
reagents (Fig. 11a). Furthermore, new crosslinking reagents
with three, four, and five diazonium tags (Fig. 11b) can be

Table 1 Summary of properties and applications for synthetic diazonium reagents

Reagent
number

Yield
(%)

Color
(solid)

k2, (M�1

s�1) The tandem reactions TMV functionalization

11 42 Off-white N.D. Oxime ligation; hydrazide ligation N.D.
14 22 Light-grey N.D. Imine formation; oxime ligation; hydrazide

ligation
Fluorescence labeling; Au coating; CdS
coating

17 57 Light-
yellow

5.7 (pH 8.0) CuAAC ligation Fluorescence labeling; PEGylation

21 46 Red N.D. Tetrazine–ene ligation Fluorescence labeling
22 50 Yellow N.D. Nonhydrolysis Staudinger reaction Fluorescence labeling; PEGylation;

biotinylation
28 46 Light-

yellow
19.6 — Virus-based hydrogels

30 60 Off-white 18.4 — Virus-based hydrogels
31 78 Yellow 71.2 — Virus-based hydrogels
32 86 Yellow N.D. — Virus-based hydrogels

N.D., no detection.

Table 2 Selected bioorthogonal reactions for the future development of bench-stable diazonium reagents

Palladium-mediated ligation

Oxime/hydrazone ligation

Cysteine-based ligation

Photo-induced 1,3-dipolar cycloadditions

Visible light-initiated photoclick cycloaddition
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developed for the multiple cross-linking of biomolecules and
viruses. Therefore, the development of bench-stable diazonium
reagents is still in its infancy, and we hope that this review will
facilitate the development of future reagents for biolabeling.

On the other hand, the size, length, and diameter of native
TMV can be tuned in a controllable fashion by the combination
of molecular biology and chemical biology methods. Therefore,
there should be extremely large space for the construction of
these TMV-based VLPs as nanotemplates for (in)organics as
well as scaffolds for biotechnology. Additionally, the labeling of
other plant virus nanostructures via the diazonium reagents
will provide large chemical space for further modification and
functionalization. For example, the preparation and properties of
other biopolymer materials based on the combination of multi-
diazonium reagents and other plant viruses can be further
explored to provide novel 3D reticulated materials (Fig. 11c).
Moreover, the plant virus-based hydrogels could be extended for
biomedical and agriculture applications, including packing and
releasing the antitumor drugs, defending plants from pathogenic
attack, and so on. All in all, we hope that this minireview will
facilitate the further development of multiple diazonium salts and
their labeling with proteins/viruses for the preparation of new
biomaterials including hydrogels.
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