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Tetrazine-based inverse-electron-demand
Diels–Alder reaction: a powerful tool for fabrication
and functionalization of polymeric materials

Mehmet Arslan, *a Aysun Degirmenci,b Rana Sanyalb,c and Amitav Sanyal *b,c

The advent of the click chemistry paradigm has profoundly transformed the design of functional polymeric

materials. Among the various reactions in the click chemistry toolkit, the inverse electron demand Diels–

Alder (IEDDA) reaction is particularly notable for its rapid kinetics, high specificity, and bioorthogonality. Of

the different electron-deficient dienes, the tetrazine (Tz) building block has become the most extensively

employed component in the IEDDA reaction-based synthesis and functionalization of polymeric materials.

This review begins with an overview of the IEDDA reaction involving Tz, followed by a discussion of

examples where the Tz moiety has been utilized as a reactive handle for polymer synthesis and functionali-

zation. We then focus on the application of Tz-based IEDDA reactions in the development of functional

hydrogels and surface modifications. The selected examples highlight the diversity and versatility of this

highly efficient chemistry. This review aims not only to survey recent progress but also to demonstrate the

significant potential of IEDDA chemistry in advancing the design of functional polymeric materials.

1. Introduction

In recent years, the inverse electron demand Diels–Alder
(IEDDA) reaction has witnessed an increasing utilization in the
synthesis and functionalization of polymeric materials.1 While
electron-rich dienes and electron-poor dienophiles are
employed in the Diels–Alder reaction, reactive counterparts
with the opposite electronic demand are used in the IEDDA
reaction. Although its usage is relatively new in polymer
science, since its inception, the IEDDA reaction has been
extensively used in organic synthesis, especially in heterocyclic
chemistry.2,3 Until recently, normal Diels–Alder and hetero
Diels–Alder reactions have been widely used in polymer
science to create a wide range of compositionally and architec-
turally complex macromolecular structures.4–13 Compared to
the normal Diels–Alder cycloaddition reactions that have been
employed over the past several decades in the synthesis and
functionalization of polymeric materials, the widespread use
of the IEDDA reactions has been limited due to the lack of
ready availability of suitable diene and dienophile partners
that could be readily incorporated into polymeric materials.
Unlike the electron-rich dienes such as butadiene, isoprene,

and furan, among many others, the most widely used electron-
deficient diene, namely, the 1,2,4,5-tetrazine (Tz) derivatives,
usually required multistep synthesis. For researchers with
some synthetic experience, a relatively simpler synthetic
approach for obtaining various Tz derivatives was reported in
due course.14 Nonetheless, the attractive attributes of the
IEDDA reaction, such as its high efficiency and selectivity, have
ensured continued efforts to increase its usage in polymer
science. The Tz-based diene reacts with a variety of alkenes
and alkynes and generally possesses higher reactivity toward
the strained derivatives (Fig. 1). The reactivity of the IEDDA
can be tuned by the selection of appropriately substituted
dienes and dienophiles. As expected, the presence of electron-
withdrawing substituents increases the reactivity of the diene,
while the presence of electron-donating groups reduces the
reactivity. Thus, using an appropriately substituted Tz deriva-
tive, it is possible to dial in a desirable reactivity profile, as
necessitated for the intended application. While the electronic
nature of the substituents affects the reactivity of the nitrogen-
rich diene, the geometric strain of the dienophiles dictates
their reactivity.

Although the first report of the IEDDA reaction of Tz was dis-
closed by Carboni and Lindsey,15 its usage had been primarily
limited to synthetic organic chemistry.16,17 Also, most of the
early reports of the utilization of the IEDDA reactions, after the
introduction of the concept of “click” chemistry by Sharpless and
coworkers in 2001,18 primarily focused on its usage in areas such
as bioconjugation and in vitro and in vivo applications, due to its
biorthogonal nature.19,20
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In this review, while we summarize the pertinent mile-
stones in utilizing the IEDDA reaction in polymer science, the
versatility this chemistry offers for creating functional poly-
meric materials is highlighted through various examples
(Scheme 1). First, examples of the Tz-based IEDDA in synthe-
sizing and functionalizing polymers are discussed. The section
surveys polymers incorporating the Tz group as side-chain or
chain end residues and highlights examples of polymers that
can undergo efficient post-polymerization functionalization
with Tz-containing molecules. This discussion is followed by
an illustration of how the IEDDA reaction has been used to
fabricate and functionalize crosslinked networks. Finally,
examples of functionalization of polymer-coated surfaces
using the IEDDA reactions are discussed. While the article
would provide a thorough overview of this area to the beginner,
it is expected that the survey of examples will promote
researchers already working in the design and application of
polymers in various areas of materials and biomedical
sciences to consider utilizing this highly efficient chemistry.

2. Tetrazine-IEDDA reaction in the
synthesis and functionalization of
polymers
2.1. Polymers bearing Tz groups as reactive handles

Among the several methodologies of obtaining IEDDA-reactive
Tz-containing polymers, a much-sought strategy relies on
incorporating Tz-bearing small molecules onto existing

polymer scaffolds via various post-polymerization reactions.21

While synthesis of polymers involving the formation of the Tz
group in the backbone are rare, suitably modified Tz group
containing monomers has been reported to obtain step-growth
polymers.22 In an interesting approach, Sayed and Wiggins uti-
lized a dipolar addition mediated step-growth polymerization
to obtain poly(1,4-diphenyl-1,4-dihydro-1,2,4,5-tetrazine-3,6-
diyl-2,6-pyridinediyl) from bis-nitrilimine.23 Other applications
include the utilization of Tz functional ROP (ring-opening
polymerization) initiators for polymerization of cyclic mono-
mers and chain transfer agents for radical polymerization of
methacrylates. Albeit the conjugated polymers with Tz groups
on polymer backbones have widespread utilization in the fabri-
cation of photovoltaic, energetic, and electrochromic
materials,24–26 in limited examples, IEDDA functionalizations
were reported on polymers obtained from Tz-based mono-
mers. The following paragraphs summarize several studies
that exploited the abovementioned strategies to synthesize
polymers with IEDDA-clickable tetrazine groups as reactive
handles.

In an early example of post-polymerization modification-
based incorporation of Tz unit onto a polymer scaffold, Panek
and coworkers reported IEDDA reactions of resin-bound tetra-
zines with various electron-rich dienophiles.27 The Tz-immobi-
lized polystyrene complexes were prepared by esterifying a
hydroxyl-containing Tz analog onto acyl chloride groups of car-
boxylated polystyrene resin. Subsequently, elaborated azadiene
groups were reacted with various electron-rich enamine,
dihydrofuran, and dihydropyran dienophiles to yield resin-
bound 1,2-diazines with increased regioselectivity. The

Fig. 1 (a) The IEDDA cycloaddition reaction, (b) commonly employed dienophiles,1 and (c) typical examples of Tz-based dienes.1 Adapted with per-
mission from Knall et al.1 Copyright © The Royal Society of Chemistry 2013.
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obtained cycloadducts were efficiently removed from the resins
by basic hydrolysis, granting the practical nature of the IEDDA
reaction on solid supports.

Bioorthogonal methodologies for preparing polymeric con-
jugates in vivo have recently gained intense interest since this
class of reactions proceeds with rapid kinetics and high chemi-
cal selectivity in biological environments without interfering
with biological processes.28,29 The bioorthogonal nature of
these chemical reactions minimizes the side reactions towards
endogenous functional groups present in the cellular systems.
Especially in the last decade, bioorthogonal reactions have
played pivotal roles in preparing polymeric conjugates that
serve in biomedical imaging, genetic code expansion, drug
delivery, metabolic engineering, and drug target identifi-
cation.30 Of these only a handful of reactions, such as the
IEDDA-based transformations have been the method of choice
due to their unmatchable reaction kinetics, superior orthogon-
ality, and biocompatibility.1,20

In an impressive example, to demonstrate in vivo labeling
in the tumor microenvironment, Weissleder, and coworkers
have used Tz-modified and 18F-labeled dextran polymers (Mn =
10 000 g mol−1) in targeting A33 glycoproteins, which are over-
expressed in colorectal cancers (Fig. 2a).31 In this study,
amino-dextran polymers were partially reacted with fluorescent
succinimidyl ester fluorophore, and subsequently, the remain-
ing amine groups were modified by adding Tz-NHS. The conju-
gate labeling was done by reacting the Tz groups with a [18F]

labeled trans-cyclooctene (TCO) derivative. The in vivo conju-
gation studies performed on LS174T tumor xenografts, which
were modified on cell surfaces with excess anti-A33 TCO mono-
clonal antibodies, revealed that the dextran polymers were able
to accumulate in the TCO-tagged tumors. In a later study,
Meyer et al. conceptualized a TCO scavenger approach based
on the utilization of Tz-modified small dextran polymers
(DP-Tz) to mask the remaining TCO-moieties on the circulat-
ing monoclonal antibodies which did not interact with
antigen-expressing tumor tissue (Fig. 2b).32 The pre-targeting
experiments employing DP-Tz demonstrated significantly
improved tumor delineation, reduced uptake in vital organs,
and enhanced PET image quality.

In an elegant study to demonstrate the potential of
bioorthogonal tetrazine ligation chemistry in preparation for
smart cancer theranostics, Wang and coworkers designed a
pH-responsive polymer containing tertiary amine and Tz
groups at side chains.33 In the synthesis step, the Tz groups
were installed onto the side chains of an atom transfer radical
polymerization (ATRP)-generated copolymer (Mn = 15 kDa) via
post-polymerization amidation reaction, with a yield of 98%.
These polymers were shown to self-assemble into micelles
under neutral conditions (pH 7.4), concurrently enclosing Tz
groups and shielding their activities. In the acidic tumor
microenvironment (pH 6.5), these micelles collapsed rapidly,
therefore promoting the accessibility of Tz groups. A polymeric
prodrug (CyPVE), a vinyl ether functional hemicyanine dye

Scheme 1 Schematic illustration of functionalization of polymers, synthesis, and modification of crosslinked networks, as well as functionalization
of solid surfaces via IEDDA “click” reaction.
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(CyPOH) with a poly(ethylene glycol) (PEG) chain was utilized
to impart a bioorthogonal prodrug activation. Under acidic
microenvironment conditions, Tz functional collapsed
micelles were reacted with vinyl ether groups of CyPVE,
leading to ligation-elimination of vinyl ether groups. The
phototoxicity and NIR fluorescence properties were activated
after removing the vinyl ether group from latent phenolic
hemicyanine dye. In vivo, experiments on multicellular spher-
oids (MCSs) derived from 4T1 cells revealed that, while the
fluorescence intensity of dye conjugate was only lit up around
the periphery at pH 7.4, it could reach a 100 mm depth at pH
6.5 conditions. These findings were reported as a potential
application of bioorthogonal Tz IEDDA chemistry to prepare
smart cancer theranostics.

Fox, Jia, and coworkers employed the post-polymerization
installation of tetrazine groups at chain ends of PEG to
prepare hybrid multiblock copolymers based on complemen-
tary bifunctional monomers.34 The interfacial copolymeriza-
tion via Tz ligation was carried out using hydrophilic bis-Tz
monomers with PEG spacers and a bis-TCO monomer (Fig. 3).

The results showed that the judicious selection of IEDDA-click-
able monomers allows the synthesis of high molecular weight
polymers at the immiscible solvent interface and enables
incorporating functional peptides into the multiblock copoly-
mer structure to tune the polymer properties. In a subsequent
study, the Fox group employed bis Tz end-functional PEG
polymer (Mn = 7500 g mol−1) and a bis-TCO containing
monomer tethering dihydrotetrazine unit at the center for
interfacial polymerization.35 After obtaining fibrous copoly-
mers by continuous pulling, the latent Tz functionalities on
polymer side chains were converted to IEDDA-clickable Tz
groups by photooxidation. Several peptidic ligands and
imaging agents were shown to be efficiently conjugated to the
synthesized polymers via post-polymerization modification
with TCO derivatives. Selectively, RGD-TCO and RGD-TCO-
attached polymers displayed promoted cell adhesion and
contact guidance.

Maynard and coworkers reported the synthesis of bis-Tz
end-functional poly(N-isopropropylacrylamide) (pNIPAAm)
and PEG polymers that underwent Tz ligation with a TCO-func-

Fig. 2 (a) Displaying of in vivo bioorthogonal reaction and in vivo multistep delivery of imaging agent. First, a slow-clearing targeting agent (green)
is administered and is given 24 hours for localization. This is followed by injecting a low molecular weight secondary imaging agent (red), which gets
localized through an IEDDA reaction with the targeting agent. Adapted with permission from Devaraj et al.31 Copyright (2012) National Academy of
Sciences, and (b) illustration of the IEDDA-based small molecule radioligand labeling of TCO-functional antibodies following injection of the
masking agent before the radioligand conjugation. Adapted with permission from Meyer et al.32 Copyright © 2018, American Chemical Society.
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tionalized lysozyme to generate protein dimers.36 Telechelic Tz
functional polymer was obtained by reversible addition–frag-
mentation chain-transfer (RAFT) polymerization of NIPAAm
monomer with a bis carboxylic acid containing chain transfer
agent and subsequent post-polymerization esterification of a
hydroxyl bearing Tz molecule to carboxylic end groups. In the
study, the protein homodimerization of Tz telechelic polymers
was compared with a bis-maleimide end-functional pNIPAAm
polymer (Mn = 2000 g mol−1). Accordingly, the IEDDA-based
“click” reaction demonstrated higher protein conjugation
efficiency and dimer formation for both telechelic Tz func-
tional pNIPAAm (38%) and PEG (37%) polymers in a 1 h conju-
gation duration, compared to thiol-maleimide Michael
addition (<1%). In a screening study, O’Reilly and coworkers
extensively studied several important bioconjugation reactions
in the organic solvent medium for the efficient covalent conju-
gation of DNA to one chain end of pNIPAAm.37 Among the
amide coupling, thiol–ene, and Tz ligation reactions, the
IEDDA reaction between Tz and norbornene (NB) groups com-
plementarily found on reacting molecules was found to be the
most effective ligation tool to give DNA-polymer conjugates.

One of the critical drawbacks of the post-polymerization
installation of Tz groups onto polymers is the requirement for
a separate synthesis of reactive polymer and anchoring Tz
derivative. In most cases, cumbersome reaction procedures,
several side reactions, and non-orthogonal reacting functional
groups can lead to tedious purification steps and overall
diminished reaction yields. In an attempt to directly install the
Tz functionalities onto the side chains of poly(N-isopropyl-
acrylamide-co-acrylonitrile) (p(NIPAAm-co-AN) and p(PEGMA-
co-acrylonitrile) copolymers, Kahveci and coworkers have
employed an elegant one-pot two-step post-polymerization
modification approach.38 In the first step, side chain nitrile
groups of copolymers were cross-coupled with an aromatic
nitrile-containing molecule in Lewis acid-catalyzed conditions.
In the following step, NaNO2 oxidized the 1,4-dihydropyrida-
zine groups to Tz functionalities in acidic conditions.
Modification efficiency determination via 1H NMR for
p(NIPAAm-co-AN) and p(PEGMA-co-acrylonitrile) copolymers
revealed 7.9% and 17.9% transformation yields (based on
present nitrile groups on copolymers), respectively. It was
also shown that Tz-modified copolymers could be efficiently

functionalized with a TCO-containing small molecule in less
than a minute. In another study, the same group reported the
preparation of three-arm star block copolymers via Tz lig-
ation.39 First, three-arm polylactide (PLA) polymers with Tz
end groups were prepared by ring opening polymerization of D,
L-lactide monomer, and subsequent Tz end group installation.
Then, a mono methoxy PEG polymer with a TCO end group
was reacted with a three-arm Tz functional PLA polymer under
exact stoichiometric conditions. It was demonstrated that a
high polymer–polymer coupling efficiency (up to 95.8%) was
achieved in about an hour, leading to 3-arm star PLA-b-PEG
copolymers (Mn = 23 400 g mol−1). The post-polymerization
introduction of Tz groups onto poly(styrene-co-acrylonitrile)
polymer and subsequent TCO functionalization was also
reported in this context.40

The importance of synthesizing functional polymers that
allow site-specific attachment of desired molecules is prevalent
in preparing polymeric conjugates for several biomedical
applications. For example, in the preparation of polymer–
protein conjugates, site-specific conjugation of proteins to
polymers is imperative because the interaction of bioconju-
gates with target proteins, receptors, or cells is strongly related
to the size, shape, and binding ligand density.41–43 Precise and
well-defined polymeric systems are also crucial for quantitat-
ively assessing such conjugates. In the preparation of polymer
bioconjugates, end functional polymers provide both the
opportunities of controlling position and quantifying attached
biomolecules.44,45 Synthesis of such polymers are generally
performed by choosing suitable functional initiators or chain
transfer agents that allow the covalent attachment of the
desired molecules.

To synthesize polymers containing the Tz groups at
polymer chain ends, a preferred strategy is to use functional
initiators to start the polymerization. The judicious choice of
an appropriate initiator allows the installation of IEDDA-click-
able Tz units at the specific end groups of polymers. This
concept was initially reported by Hansell et al. to synthesize
Tz-terminated PEG, poly(δ-valerolactone) (PVL) for IEDDA-
based conjugation to NB-terminated polymers.46 A Tz-contain-
ing alcohol was utilized with an organo-phosphorus catalyst,
which yielded a polymer with 1.7 kDa molecular weight and
1.27 dispersity, using ring opening polymerization (ROP). In a

Fig. 3 Synthesis of multiblock copolymer fibers through interfacial bioorthogonal polymerization.34
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recent study, Barz and coworkers employed the functional ROP
initiator strategy to prepare both Tz and TCO-functional poly-
peptides, polypeptoids, and polypeptide-b-polypeptoids poly-
mers by using cyclic N-carboxyanhydride monomers
(Fig. 4a).47 Using Tz or TCO-functional amine initiators, poly-
mers with low dispersity and high-end group integrity were
obtained as was accounted by several spectroscopic tech-
niques. These functional polymers were employed in block
copolymers synthesis, modification with small molecules, and
preparation of polymeric micelles and organic colloids.
Results showed that IEDDA-based conjugation chemistry can
be very effectively and quickly implemented among the mole-
cules bearing complementary Tz and TCO functionalities.
Functional ROP initiator strategy was also used by Van den
Berg et al. under continuous flow conditions to prepare Tz
functional well-defined PLA polymers with low organo-catalyst
loadings (0.25–1.2%) and reaction times (seconds) yielding to
polymers with low dispersity (∼1.2) and monomer conversions
(95–100%).48 Tz functionalized PLA polymers were efficiently
coupled with a cyclooctyne end group containing PLA polymer
and a NB functional small molecule.

Among the several controlled radical polymerization
procedures that would allow site-specific placement of Tz
groups at polymer chain ends, RAFT polymerization offers a
convenient method. RAFT polymerization is an excellent

opportunity for synthesizing polymers in a controlled manner
without needing undesired metal catalysts that might interfere
with strong metal chelating Tz groups.49 In the RAFT process,
introducing a Tz functional group to polymer chain ends is
maintained by choosing a Tz functional group containing
chain transfer agent (CTA). This concept was demonstrated by
Kramer et al. for the RAFT-mediated synthesis of pentafluoro-
phenyl methacrylate to prepare polymeric nanoparticles for
bioconjugation (Fig. 4b).50 The successful polymerization with
the Tz functional CTA was conducted at a relatively low temp-
erature (40 °C) to prevent degradation of the end groups. The
resulting polymer was subsequently employed as a macro-CTA
for polymerizing several methacrylate monomers. The results
showed that block copolymers with average molecular weights
(Mn) 11–22 kDa and dispersities 1.2–1.5 could be successfully
obtained under RAFT polymerization conditions with the
retention of reactive Tz groups at polymer chain ends.

Functional copolymers that incorporate Tz units along their
backbone have been widely explored since these polymers find
applications in fabricating semi-conductive, photovoltaic, and
electrochromic materials.51 Since Tz groups have highly elec-
tron-deficient aromatic structures, the Tz units are usually
responsible for decreasing the HOMO level of polymer struc-
ture, thus resulting in higher open-circuit voltages.52 To incor-
porate Tz units on the polymer backbone, preferred

Fig. 4 (a) Block copolymer synthesis and nanoparticle preparation using ROP-generated TCO- and Tz end functional polymers. Adapted with per-
mission from Johann et al.47 Copyright © 2020, The Royal Society of Chemistry, and (b) reaction between Tz-functionalized polymeric nanoparticles
and trans-cyclooctene functionalized antibodies. Adapted with permission from Kramer et al.50 Copyright © 2019 American Chemical Society.
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approaches include the employment of dihalide functional Tz
monomers in nucleophilic aromatic substitution and metal-
mediated cross-coupling polymerizations. Post-polymerization
modification of such Tz group containing polymers via IEDDA-
based ligation allows desired functionalization. In a recent
study, Adronov and coworkers employed a bisbromofuran
group containing Tz compound and a fluorene diboronate-
based monomer to prepare soluble poly(Tz) polymers.53 The
polymerization reactions employed a palladium-catalyzed
Suzuki polycondensation reaction, which yielded high mole-
cular weight conjugated polymers containing reactive Tz units
along the backbones. Quantitative functionalization of poly
(Tz)s with a series of TCO derivatives and subsequent oxi-
dation resulted in corresponding conjugated poly(pyridazine)
polymers. The analytic measurements via absorption and
emission studies revealed that the functionalized polymers
display substantial hypsochromic shifts in absorption and
increased emission intensity relative to the parent poly(Tz)
polymer. In another study that employs a dichloro functional
Tz monomer, Carrillo and coworkers fabricated polymer
microspheres that display tailored dynamic covalent net-
works.54 Polymers were obtained by nucleophilic aromatic sub-
stituting chloro groups of Tz monomer with either multi-
phenol or multi-thiol-containing compounds (70% to quanti-
tative yield). Taking advantage of dynamic covalent chemistry
reactions based on the nucleophilic aromatic substitution of
Tz,55 the authors were able to prepare degradable and recycl-
able networks. IEDDA-based conjugation of Tz networks with
a dicarboxylic acid functional NB derivative resulted in the
tuning of polymer properties, such as water solubility. Notably,
these networks were concomitantly locked to the exchange
reaction after Tz ligation, thus stabilizing the polymer against
depolymerization. Recently, the post-polymerization modifi-
cation of the main-chain Tz group containing copolymers with
aryl alkynes was reported.56

2.2 Polymer functionalization using Tz-containing functional
molecules

The applications of IEDDA reaction in the fabrication and
functionalization of polymeric materials principally stem from
the course of the reaction that proceeds on “click” chemistry
principles. On the other hand, for efficient implementation of
this cycloaddition reaction on a macromolecular construct, the
electronic natures of diene and dienophile functionalities
present on the counterpart reacting moieties have the utmost
importance in attaining high coupling efficiencies and fast
reaction kinetics. In the case of IEDDA-based Tz ligation with
electron-rich dienophiles, the latter reaction components are
usually chosen from strained alkenes or vinylic compounds
neighboring electron-donating groups. Since Tz groups have
limited compatibility with nucleophiles, radical sources, redox
species, and metal donors that might impede the retention of
Tz structure during polymerization,57 a commonly practiced
approach for IEDDA-based polymer functionalization relies on
the post-polymerization attachment of Tz containing small
molecules onto polymeric scaffolds that bear counterpart

reacting dienophiles. Among the various IEDDA-clickable
groups that can be orthogonally conjugated with Tz units,
strained NB alkenes have widespread utilization in modifying
polymeric materials. The suitability of NBs in thermal and UV-
initiated thiol–ene radical additions,58,59 and their archetypal
nature in ring-opening metathesis polymerizations60 is promi-
nent. Due to their highly strained ring structure, NB derivatives
are ideal reacting partners in the IEDDA reactions.

Building on the ROP initiator strategy of placing NB groups
at polymer chain ends, Dove and coworkers demonstrated
post-polymerization functionalization of NB-modified polylac-
tic acid via IEDDA “click” reaction.61 The ligation reaction of
NB units with 3,6-di-2-pyridyl-1,2,4,5-Tz resulted in complete
end group modification without degradation of the polymer
backbone. In the same study, side chain NB functional lactide
polymer poly(spiro[6-methyl-1,4-dioxane-2,5-dione-3,20-
bicyclo-[2.2.1]hept[5]ene]) was also synthesized and modified
similarly with Tz-based compound. In another study, Dove,
O’Reilly, and coworkers adopted a similar strategy to obtain
NB-functional poly(carbonate) scaffolds.62 After obtaining
degradable polymers via organo-catalyzed ROP of NB-contain-
ing cyclic carbonate monomer, post-polymerization modifi-
cation of pendent NB units was successfully conducted by
various complementary reactive groups, including azides via a
1,3-dipolar cycloaddition, Tzs in IEDDA reaction and thiols via
radical thiol–ene reaction. The orthogonal nature of these
chemistries was also demonstrated by one-pot sequential
modification of NB functional polymer. Synthesis and Tz lig-
ation modification of degradable polyesters with NB functional
side chains was reported within this scope.63 Other than the
NB partner, Tz-based IEDDA reaction was also successfully
implemented in the functionalization of allyl ether side
groups containing anionic ROP copolymers.64

Due to its modular, fast, efficient, and biorthogonal nature,
Tz-IEDDA chemistry is attractive for fabricating polymeric bio-
conjugates. In an early study reported by Bawendi and co-
workers, polymeric imidazole ligands were prepared by RAFT
polymerization and used to coat quantum dots (QDs) through
ligand exchange.65 NB groups were subsequently installed on
the surface of QDs via amidation reaction. To illustrate the
application of NB-decorated QDs for live-cell imaging, they suc-
cessfully targeted A431 human carcinoma cells, previously
decorated with a Tz-modified epidermal growth factor. In
another work by Zhang et al., side-chain NB functional poly-
mers with desired molecular weights (7–30 kDa) with dispersi-
ties between 1.2–1.8 were synthesized by RAFT polymerization
of a NB containing acrylamide monomer (Fig. 5).66 In polymer-
ization, metal affinity chromatography deliberately employed a
histidine-tagged chain transfer agent to allow straightforward
purification of later-prepared polymer–antibody conjugates.
The polymer bearing reactive NB groups and a histidine tag
was conjugated to antibody Herceptin via amidation to
prepare a polymeric bioconjugate amenable to Tz ligation.
After the IEDDA-based attachment of a Tz-containing fluo-
rescent dye molecule to the bioconjugate, the polymer–anti-
body scaffold provided an 83-fold increase in fluorescence
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intensity compared to the control antibody labeled with a stan-
dard small molecule fluorophore. In a recent study, biorthogo-
nal Tz-NB and aminoxy-aldehyde ligation reactions were con-
comitantly employed in the in situ generation of synthetic den-
drimers on live cells.67 The authors achieved cancer cell target-
ing on live tumor tissue by growing the dendritic structure on
antibody Herceptin.

The application of IEDDA-clickable side chain NB functional
polymers in the preparation of polymeric micelles and single-
chain polymer nanoparticles (SCNPs) was investigated by the
O’Reilly group.68,69 In the self-assembly generated formation
of micellar scaffolds, a RAFT-mediated amphiphilic diblock
copolymer carrying two orthogonal “click”-compatible func-
tionalities in the polystyrene block core and PEG-based shell
was utilized. Upon the formation of micellar structures in
water, functionalizations of NB groups in the core structure
and terminal alkynes in the shell of aggregates have been
carried out by Tz-NB chemistry and copper-catalyzed azide–
alkyne reaction. It was shown that this single micellar scaffold
can be used either in separate core–shell functionalizations or
in a one-pot sequential manner that allows both core- and
shell functionalization using two orthogonal “click” reactions.
Later, the same group employed the Tz-NB ligation reaction to
prepare single-chain polymer nanoparticles. Using polystyrene
polymers decorated with pendent NB groups and a bifunc-
tional Tz crosslinker, SCNPs of diameters below 10 nm were
prepared. In an elegant work by Li and coworkers, IEDDA-
based Tz-NB chemistry was also employed to prepare

polymeric micelles from bacteria templating.70 In this study,
either doxorubicin (DOX) or α-tocopheryl succinate (TOS) anti-
cancer agents were attached to the one-chain end of a PEG
polymer through redox-responsive disulfide linkers. The DOX
and TOS loading levels in MDOX and MTOS micelles were
approximately 18.9% and 14.9%. A NB derivative was installed
through an acid-labile linker to the other end of polymers.
These polymeric platforms were later IEDDA-conjugated to
Escherichia coli Nissle 1917 (EcN) bacterial carrier decorated
with Tz groups on the cellular surface. Upon introducing the
bacterial microbot drug carrier system to the slightly acidic
tumor microenvironment, drug-loaded copolymers were
released from the bacterial surface and concomitantly
arranged into hybrid micellar structures. It was demonstrated
that after intravenous administration of bacterial carrier
system into tumor-bearing mice, selective tumor accumulation
and prolonged retention of synergistic anticancer drugs at
target tissue were achieved.

The Tz-based IEDDA chemistry has been recently employed
to end chain norbornadiene group-containing polymers, in
which, in this case, the ligation chemistry allowed the unveil-
ing of latent reactive cyclopentadiene functionalities. In a
report by Hawker, De Alaniz, and coworkers, norbornadiene
groups, previously installed at the chains ends of polymers
during polymerization via ROP, ATRP, and RAFT processes,
were employed in polymer functionalization and block copoly-
mer synthesis through one-pot, sequential Tz-NB IEDDA and
cyclopentadiene-maleimide Diels–Alder reactions (Fig. 6).71 It

Fig. 5 Preparation of Tz-IEDDA reaction-mediated polymer-protein conjugates for fluorescent signal amplification. Adapted with permission from
Zhang et al.66 Copyright © 2020, The Royal Society of Chemistry.
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was shown that initial Tz cycloaddition with norbornadienes
reveals a cyclopentadiene derivative selectively at polymer
chain end, which can subsequently participate in Diels–Alder
cycloaddition with maleimide. In a later work, the same group
employed this cascade “click” modification methodology to the
norbornadiene end group containing polymers in which the
norbornadiene groups were installed at polymer chains via
post-polymerization modification.72

Besides NB, one of the most potent reactive dienophiles is
TCO and its derivatives for the Tz-based IEDDA reactions. The
ligation reactions between TCO and Tz groups could reach the
fastest known reaction kinetics (rate constants up to 106 M−1

s−1), making them exceptionally useful tools for bioconjuga-
tion studies.73,74 Important drawbacks of TCO compounds,
however, are their low commercial availability and complex
synthesis.75 The applications of Tz-TCO ligation chemistry in
polymeric material synthesis and functionalization predomi-
nantly include preparing polymer bioconjugates suited to cell
imaging, protein modification, and cell targeting.

Herth, Radchenko and coworkers reported radiolabeling of
polyglutamic acid (pGlu) (Mn = 23 300 g mol−1) with 177Lu and
225Ac radioligands using pGlu modified with pendant TCO
groups and radiolabeled Tz chelates.76 The method yielded
conjugates with excellent stability in human plasma. In
another study, Zeglis and coworkers combined two bioorthogo-
nal chemistries, strain-promoted azide–alkyne cycloaddition
(SPAAC) and Tz-TCO ligation, to produce antibody-attached
dendrimer scaffolds, that can be used in signal amplification
in pre-targeted positron-emission tomography (PET)
imaging.77 After site-specific SPAAC conjugation of peripheral
TCO-functional dendrimer to huA33 antibody, in vivo tumor
targeting was carried out using a murine model of colorectal
carcinoma. The labeling of resulting TCO-bearing immunocon-
jugates by a Tz-modified radioligand demonstrated highly
enhanced PET imaging efficiency compared to an analogous
dendrimer lacking immunoconjugate. By Herth and co-
workers, the pretargeted imaging strategy was extended to the

TCO polypeptide-g-polypeptoid polymers that were utilized in
nuclear imaging.78 After tumor accumulation of the ROP-gen-
erated TCO-functional ‘peptobrush’ (polyglutamic acid-g-poly-
sarcosine) polymers, biorthogonal conjugation of a Tz modi-
fied [111In] contrast agent provided efficient tumor radiolabel-
ing. In a follow-up study, the Herth group employed TCO func-
tional peptobrush polymers for radiolabeling tumor tissues
with [11C]-Tz markers.79 A pretargeting strategy developed for
the passive delivery of side chain TCO-functional RAFT star
polymers to tumor tissue was reported by Goos and co-
workers.80 In the study, while star-shaped polymeric carriers
loaded with Gd-based MRI components provided passive
tumor targeting, a Tz functional [18F] radiolabel conjugated to
the TCO groups allowed nuclear imaging.

Xu et al. have broadened the applications of Tz-TCO ligation
chemistry to the site-selective protein modification established
on disulfide rebridging strategy.81 A Tz-based disulfide reagent
was employed for site-selective installation of the Tz group
into both disulfide-containing hormone somatostatin and the
antigen-binding fragment of human immunoglobulin G. A set
of TCO-containing substrates such as dyes, polymers, and
enzymes were conjugated to the Tz modified proteins. The fast
and efficient conjugation results demonstrated that IEDDA
reaction based on Tz and TCO substrates could be concur-
rently applied with other bioconjugation tools to prepare the
bioconjugates in a site-selective manner.

Although, due to its biorthogonal nature and fast reaction
kinetics, Tz-IEDDA chemistry has found extensive utilization
in preparing polymer bioconjugates, the applications have also
been directed to the covalent modification of industrial poly-
mers. These polymers are commercial and produced on
massive scales; thus, their covalent modifications via highly
efficient “click” reactions have attracted attention to preparing
polymers with unique properties.82–84 In an initial report,
Bagge et al. demonstrated the modification of polybutadienes
with 3,6-dichloro-1,2,4,5-Tz.85 Polymeric foams with enhanced
chain rigidities were obtained by the liberation of nitrogen gas

Fig. 6 One-pot functionalization of norbornadiene end-functional polymer with maleimides. Adapted with permission from Amant et al.71

Copyright © 2019, American Chemical Society.
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during the cycloaddition process. The incorporation of 1,4-
dihydropyridazine group to the polymers also enhanced the
antioxidant properties of polymers as deduced by the free
radical inhibition experiments. Similarly, Li, Wu, and co-
workers applied 3,6-di(2-pyridyl)-1,2,4,5-Tz to modify and
introduce nitrogen-containing groups into styrene–butadiene
rubber chains covalently.86 These metal chelating groups were
further demonstrated to coordinate Cu2+ ions, allowing fabri-
cation of mechanically robust and reversibly processable
materials. By the same groups, the same chemistry was
applied to nitrile-butadiene rubber to obtain tough, recyclable
and healable polymers.87

3. Tetrazine-IEDDA mediated
synthesis and functionalization of
crosslinked networks

The distinguished characteristics of IEDDA reactions, such as
fast reaction kinetics, high monomer conversions, and cata-
lyst-free conditions, make them ideal reaction tools for fabri-
cating crosslinked homogenous polymer networks.88–91 The
Tz-IEDDA reaction has been utilized in fabricating hydrogels,
nanogels, organogels, and metal-crosslinked polymer scaffolds
for diverse applications.92 Particularly, the biorthogonal and
biocompatible nature of the Tz-IEDDA reaction serves utility
for fabricating hydrogels for various biomedical applications,
including cell encapsulation, bioconjugation, tissue engineer-
ing, and sustained drug/protein delivery.

One of the earlier examples of Tz-IEDDA reaction in hydro-
gel synthesis was reported by Johnson and coworkers in which
A2 + B3 type cycloaddition of bisnorbornene end functional
PEG (Mn = 6 kDa and 10 kDa) and a three-Tz containing cross-
linker resulted in gel networks.93 The study demonstrated that
the Tz-IEDDA reaction could provide an efficient and additive-
free crosslinking process by complementing the reaction pro-
cedure with other “click” chemistry methodologies. Besides
several hydrogelation systems that employed end group func-
tional polymer precursors,94 Tz-IEDDA reaction has also been
exemplified in smooth crosslinking hydrogelation using side
chain Tz functional polymers.95 The rapid reaction kinetics of
Tz-IEDDA reaction has been extended to highly efficient inter-
facial crosslinking at oil-water96–98 and liquid-gel
interface,99,100 as well as annealing hydrogel
microparticles.101–105 Although Tz-IEDDA has primarily served
in preparation of cast and injectable hydrogel-based materials,
this chemistry also has the edge on synthesizing patterned
hydrogels,106,107 nanogels108–110 and cryogels.111

The orthogonal nature of Tz-IEDDA reaction to various
other “click” chemistry-based methodologies benefits dual-
click crosslinking for generating functional networks. Along
with the IEDDA reaction with Tzs, NBs, and strained alkynes
are reaction partners in thiol–ene and thiol–yne-based syn-
thetic approaches. In the case of targeting mechanically robust
3D structures, which is especially desirable in biomedical

applications, the dual-click crosslinking strategy might allow
the generation of rigid and stiff crosslinked networks. Dove
and coworkers exploited this approach to fabricate high-com-
pressive strength hydrogels with two interpenetrating networks
in the structure.112 In a one-pot tandem “click” procedure that
combines all the reaction components, the initial formation of
the loose network was achieved by Tz-IEDDA reaction of NB-
functionalized chitosan with a linear PEG-Tz crosslinker
(Fig. 7). Subsequently, the dense network was constructed by
thiol–yne reaction of a 4-arm PEG-tetra alkyne with a linear
PEG-dithiol. It was demonstrated that these mechanically
strong and biocompatible hydrogels are ideal platforms for
encapsulation of human cells. In another report that shares a
similar dual crosslinking methodology, photo-initiated thiol-
NB addition was subsequently followed by Tz-IEDDA reaction
to fabricate dual crosslinked networks.113 Incorporation of a
mono Tz end functional polymer into thiol-NB partially cross-
linked networks also enhanced the network stiffening through
supramolecular interactions.114

While the Tz-IEDDA reaction offers an attractive way to
prepare biorthogonal hydrogels, the susceptibility of the Tz
group towards different chemical environments should be con-
sidered during precursor preparation and cross-linking pro-
cesses. For example, Tzs with electron-withdrawing carboxylate
substitutions are not stable in an aqueous environment
despite their high reactivity with dienophiles.115 Tzs might
also display cross-reactivity towards free thiol groups, which
are abundant in biological media.30 To address such chal-
lenges, a preferred strategy is the on-demand generation of Tz
groups by oxidation of dihydrotetrazine (dHTz) precursors.
Forsythe, Truong, and coworkers utilized in situ generation of
Tz to obtain hydrogels using light-triggered chemistry.116

Activation of dHTz, which is more stable against reductants, in
the presence of methylene blue and red-light (625 nm) fur-
nishes hydrogel via the in situ IEDDA reaction (Fig. 8).
Impressively, the gelation occurred behind a dermal tissue
model with a thickness of 1 cm. The non-toxic nature allows
the encapsulation of hMSC within the gel matrix. The same
group also reported the fabrication of PEG-gelatin hydrogels
using an enzyme-activated Tz-IEDDA reaction. The addition of
horse radish peroxidase enzyme to an aqueous solution of
4-arm PEG-dHTz (Mn = 10 kDa) and gelatin-NB induced gela-
tion. Obtained hydrogels were highly stable under physiologi-
cal conditions, allowing 3D culture of human mesenchymal
stem cells (hMSCs) for 32 days.117 In another study, Fox and
co-workers reported an efficient method for mild oxidation of
dihydrogen Tz to Tz using silicon-rhodamine dyes as cytocom-
patible far-red (660 nm) photocatalysts.118

The structural tailoring of the network matrix can be con-
veniently carried out to induce hydrolytic stability or degrad-
ability in Tz-IEDDA hydrogels. Goepferich and coworkers pre-
pared hydrogels that show long-term hydrolytic stability and
controlled protein release over time to obtain structurally
stable crosslinked networks or promote hydrolytic matrix
degradation over time.119 PEG-based hydrogels prepared using
8-arm poly(ethylene glycol)s (Mn = 10, 20, or 40 kDa) of Tz and
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NB end functionalities showed complete degradation in vitro
in a span of ∼150 to 500 days, depending on the molecular
weight of PEG used. These depots allowed a long-term control

release (over 250 days) for glucose oxidase protein encapsu-
lated within hydrogels. In a subsequent study, the group
placed hydrolyzable ester structures in the PEG-NB polymer

Fig. 7 Schematic of double network hydrogel formation via dual “click” approach. Adapted with permission from Truong et al.112 Copyright © 2015,
American Chemical Society.

Fig. 8 The schematic illustration of hydrogel fabrication using red-light catalyzed Tz-IEDDA reaction. Adapted with permission from Truong
et al.116 Copyright © 2017, American Chemical Society.
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precursor to increase the hydrolytic degradation of the hydro-
gels.120 Among the various carbonate, carbamate, and tetrahy-
drophthalimide hydrolyzable linkers, considerable degradation
acceleration was accounted for in the case of phenyl carbonate
ester inclusion. Instead of changing the nature of the linkages
to the precursor polymers, it is also possible to tune the
degradability of the hydrogels by varying the structure of the
reactive groups. This was recently demonstrated by Lin and co-
workers, who investigated hydrolytically degradable PEG-based
hydrogels prepared via the IEDDA reaction using substituted
Tz and NB derivatives (Fig. 9).121 For example, carbic anhy-
dride was introduced to 5-norbornene-2-carboxylic acid func-
tionalized multiarm poly(ethylene glycol) to achieve fast degra-
dation. In addition to carbic anhydride, utilization of (methyl)
tetrazine-modified macromers to form hydrogel provided
highly tunable degradation. The work demonstrates that intro-
ducing small changes in the functional groups profoundly
affects the stability of obtained materials. The authors postu-
lated that such PEG-based degradable hydrogel systems may
be helpful in tissue regeneration and delivery applications.

Apart from the installation of crosslinks through the reac-
tion of Tz with appropriate dienophiles, the nitrogen-rich Tz
building block and the resultant pyridazine moieties are
known to coordinate with metal ions in which this attribute
has been utilized in the fabrication of various metal-co-
ordinated polymer networks.122 In one of their studies,
Johnson and coworkers utilized the Tz-IEDDA reaction to
prepare a drug-containing polymer precursor for the hydrogel,
as well as harnessed the metal coordination of the Tz group to
obtain supramolecular hydrogels.123 Briefly, 3,6-bis(2-pyridyl)-
1,2,4,5-Tzs (bptz) groups were conjugated to the end of the
PEG chains (Mn = 2000 g mol−1) with a yield of 71%, which
were utilized to obtain hydrogels in the presence of Fe2+ and

Ni2+ ions (Fig. 10). The bptz-terminated PEG chains could be
functionalized using NB-containing functional molecules. In
particular, an exo-norbornene-imide linked to doxorubicin
with an ortho-nitrobenzyl alcohol unit and to tryptamine glyci-
namide unit through a chymotrypsin-cleavable peptide linker,
to impart photo- and enzymatic-responsive release, respect-
ively, were introduced into the gels through mono-functionali-
zation of the precursor polymers using the IEDDA reaction.
Obtained gels demonstrated photo- and enzymatically stimu-
lated release of the conjugated drugs. Moreover, the gels were
found to undergo complete degradation after one week, which
is an attractive feature warranting the clearance of these
materials for in vivo applications. In an alternative approach,
Knall and coworkers reported the functionalization of macro-
porous poly(dicyclopentadiene) foams to obtain metallo-
gels.124 The macroporous poly(dicyclopentadiene) monoliths
were functionalized with di(pyridyl)-pyridazines using the
IEDDA reaction to introduce dipyridyl(pyridazine) units, which
were used to coordinate europium(III) nitrate to impart these
materials with bright red long-lived emission.

Hydrogels are indispensable materials for fabricating 3D
macroscopic tissue scaffolds for encapsulation of cells. For cell
encapsulation, it is essential to maintain a suitable chemical
environment to promote their proliferation and function.
Thus, the chemo-selective and bioorthogonal nature of the Tz-
IEDDA reaction has been extensively employed in fabricating
hydrogel scaffolds that efficiently incorporate cells with high
post-encapsulation viability. In a seminal contribution, Anseth
and coworkers reported one of the earlier examples of Tz-
IEDDA “click” crosslinked hydrogels in which simple mixing of
a Tz functionalized multi-armed PEG (Mn ≈ 20 000 g mol−1,
75% Tz functionalization) and dinorbornene-conjugated
degradable peptide yielded hydrogels125 (Fig. 11).

Fig. 9 Hydrolytic degradation of PEG-based Tz-IEDDA “click” hydrogels. Adapted with permission from Dimmitt et al.121 Copyright © 2022,
American Chemical Society.
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Mononorbornene-functionalized peptides introduced during
gelation provided hydrogels suitable for cell encapsulation and
spatially-controlled protein patterning. Notably, the cytocom-
patible nature of the system led to high post-encapsulation via-
bility of human mesenchymal stem cells.

Mooney and coworkers extensively utilized the Tz-IEDDA
reaction to fabricate structurally diverse hydrogel scaffolds in

cell proliferation studies. In a study, the group reported the fab-
rication of alginate-based hydrogels by crosslinking individu-
ally prepared Tz and NB functionalized alginate polymers.126

To promote cell adhesion, a thiol-modified cell adhesion
peptide (cysteine bearing RGD) was also conjugated to the
network structure via thiol–ene reaction by employing the NB
groups. The alginate-based platform was reported to allow

Fig. 10 The schematic illustration of metallo-hydrogel using IEDDA reaction and metal coordination. Adapted with permission from Kawamoto
et al.123 Copyright © 2015, American Chemical Society.

Fig. 11 Overview of hydrogel formation by Tz-NB IEDDA reaction using multi-functional PEG-Tz and cell degradable dinorbornene crosslinker
peptide. Adapted with permission from Alge et al.125 Copyright © 2013, American Chemical Society.
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good cell adhesion and proliferation, bringing minimal inflam-
matory response and high structural stability. In a subsequent
study, the group extended the Tz-IEDDA-based crosslinking to
hydrolytically-degradable alginate hydrogels.127 A similar thiol–
ene-based cell adhesion peptide conjugation to the network
structure promoted high cellular growth and viability.

Tailorable functionalization of natural polymers or biopoly-
mers with Tz groups is a convenient strategy to tune the
network properties for efficient cell encapsulation and spread-
ing. Since gel porosity and mechanical properties are essential
to achieve a suitable scaffold for cell adhesion and spreading,
tailorable swelling profiles, rheological, and morphological
properties could be attained by changing the total polymer
concentration and amount of complementary “click” func-
tional groups. The biocompatible natures of these polymers
also have a pivotal role in assisting enhanced cell viability and
proliferation. Accordingly, Tz-modified hyaluronic acid,128–132

methylcellulose,133 gelatin134,135 and chondroitin sulfate136,137

have been reported in IEDDA-based hydrogel synthesis for cell
culture, neural stem cells delivery, and oxygen-releasing micro-
particle generation.

The catalyst-free reaction conditions and bioorthogonal
nature of the Tz-IEDDA reaction provide ideal cross-linking
chemistry that generates sustained release depots for thera-
peutic proteins and drugs. The enhanced chemoselectivity of
Tz-based ligation chemistry is especially advantageous in
encapsulating therapeutic proteins in hydrogel scaffolds by
minimizing the possible protein-matrix chemical interactions.
Famili and Rajagopal exploited Tz-IEDDA reaction with NBs to
fabricate hydrogels for encapsulation and release of a model
protein, Fab1.138 Hydrogels were obtained using Tz-appended
hyaluronic acid (200 kg mol−1) and NB-conjugated PEG (2 kg
mol−1) for in situ encapsulation of Fab1 (Fig. 12). Complete
release of Fab1 from the hydrogel scaffold occurred over
several weeks, and the protein was released in pristine form,
without any effect on antigen binding capacity. Raghavan and
coworkers reported that IEDDA-generated hyaluronic acid
hydrogels can induce antibacterial activity by the slow release

of BSA-conjugated silver nanoparticles, which were encapsu-
lated in situ in the gel matrix.139

Injectable hydrogels are essential in designing deliverable
drug formulations, local tissue engineering scaffolds, and
dermal fillers on site. Due to fast reaction kinetics under mild
conditions with high chemo-selectivity between the reactive
partners, the Tz-IEDDA “click” reaction provides an attractive
avenue for the fabrication of injectable hydrogels.140 Since the
network physicochemical properties are paramount to attain
the desired application features, easy installation of Tz and
complementary alkene functionalities to a diverse set of
polymer structures allows fine-tuning of matrix properties
after gel formation.141,142 The bioorthogonal and biocompati-
ble nature of this reaction has proven especially useful in 3D
cell encapsulation studies.143,144 In injectable systems, cells
can be pre-suspended in the hydrogel precursor solutions and
locally administered to the target body. This approach was
demonstrated in Tz-IEDDA based in situ encapsulation and
delivery of stem cells for osteogenic differentiation145,146 and
cartilage tissue engineering.147,148 Tz-IEDDA injectable hydro-
gels have been efficiently utilized for in vivo delivery of chemi-
cal or protein therapeutic agents to articular joints,149 inner
ear,150 intervertebral discs,151 bone tissue152 and dorsal
skin.153,154

Tz-IEDDA-based in situ gelation could provide a suitable
platform for the delivery of anticancer agents to the target
tumor tissue.155 In a study to prepare injectable polypeptide
hydrogels for localized cisplatin release, Chen and coworkers
employed NB-modified poly(L-glutamic acid) (5.4% degree of
substitution) and Tz-functionalized four-arm PEG (Mn =
10 000 g mol−1) (Fig. 13).156 The antitumor agent cisplatin was
attached to the network structure through polymer-metal com-
plexation with the carboxylic acid groups of poly(L-glutamic
acid). A rapid hydrogel formation was attained after sub-
cutaneous injection of the gel formulation in rats, and good
stability was observed in vivo. This cisplatin-loaded delivery
platform exhibited reduced systemic toxicity and improved
antitumor efficacy in an MCF-7-bearing mice model.

Fig. 12 Schematic illustration of fabricating protein-releasing hydrogels using Tz-IEDDA-based crosslinking of hyaluronic acid and PEG polymers.
Adapted with permission from Famili et al.138 Copyright © 2017, American Chemical Society.
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Stimuli-responsive hydrogels have emerged as an important
subclass of hydrogels, where the triggered release of bioactive
agents in the presence of internal or external stimuli provides
increased control.157,158 In several studies, Tz-IEDDA reaction
has been prompted for incorporation of stimuli-responsive lin-
kages into hydrogels for controlled drug release applications.
For example, Lim and coworkers reported an injectable redox-
responsive hydrogel by utilizing alginate functionalized with
pendant NB units and a Tz-based PEG cross-linker where the
Tz group is linked through disulfide linkages (Fig. 14).159 The
authors demonstrated that the encapsulated doxorubicin was
efficiently (∼92%) released in the presence of glutathione
(GSH) (10 mM) with minimal release (<25%) in the physiologi-
cal buffer.

In another related work, Lim and coworkers reported Tz-
IEDDA generated diselenide-containing hydrogels for stimuli-
responsive drug release responsive to near-infrared (NIR)
irradiation.160 Hydrogels were obtained by using NB-functiona-
lized alginate polymer (25.53% NB functionalization) and a
diselenide-containing Tz crosslinker with high conversions of

92–96% (Fig. 15). NIR-sensitive indocyanine green (ICG) dye
and DOX were loaded into the hydrogel matrix during gelation.
ICG generated reactive oxygen species (ROSs) upon NIR-light
irradiation, which triggered hydrogel degradation through
cleavage of the diselenide bonds and allowed the release of the
encapsulated drug. In another work, the group reported
reduction-responsive and biorthogonal carboxymethyl cell-
ulose hydrogels obtained using a similar approach.161 In this
work, DOX release from hydrogels was achieved through the
cleavage of diselenide bonds in the presence of reducing agent
GSH. In a subsequent study, alginate-based biocompatible
hydrogels containing redox-responsive disulfide linkers for
GSH-responsive DOX release were reported.162 Recently, the
group extended their scope to hyaluronic acid-based Tz-IEDDA
hydrogels that show multi-stimuli responsive drug release.163

It was demonstrated that diselenide crosslinked networks can
undergo increased DOX release triggered by exposure to DTT,
H2O2, and NIR irradiation.

In addition to approaches that utilize the Tz-IEDDA reaction
for chemical crosslinking of polymers, this chemistry has also

Fig. 13 Schematic representation of preparation and delivery of injectable hydrogel system loaded with antitumor agent. Adapted with permission
from Zhang et al.156 Copyright © 2020, Molecular Diversity Preservation International (MDPI).
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been exploited in the post-polymerization functionalization of
pre-fabricated hydrogels. In a report, Alge and coworkers
demonstrated the preparation and functionalization of hydro-
gel microparticles via sequential thiol–ene addition and

Tz-IEDDA “click” reactions.164 Hydrogels were synthesized by
photo-polymerizing tetra-functional PEG-NB macromer/dithio-
threitol mixtures emulsified in the dextran phase. Hydrogel
microparticles with controlled sizes were obtained by adjusting

Fig. 14 Fabrication of an alginate-based injectable and reduction-responsive hydrogels. Adapted with permission from Vu et al.159 Copyright ©
2021 Elsevier.

Fig. 15 Fabrication of Tz-IEDDA generated NIR-responsive alginate hydrogels. Adapted with permission from Anugrah et al.160 Copyright © 2019,
Elsevier.
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the stoichiometry between NB and thiol groups. It was shown
that the unreacted strained alkene functionalities can efficien-
tly be conjugated with Tz-containing model proteins such as
fluorescein-labeled ovalbumin, as well as bioactive proteins
alkaline phosphatase (ALP) and glucose oxidase (GOx). After
functionalization, both ALP and GOx maintained their bioac-
tivity, as demonstrated by enzyme activity assays. In a later
study, the group employed a similar procedure to functionalize
nucleophilic/radical thiol–ene-generated peptide hydrogels via
a Tz-based IEDDA reaction.165 Installation of Tz groups onto
pre-fabricated hydrogels is another strategy for further
functionalization of the templates by using appropriately
modified bioactive molecules. This was demonstrated by Yi
and coworkers to install Tz groups onto chitosan-polyacryl-
amide-166 and chitosan-poly(ethylene glycol)167 -based hydro-
gel microspheres.

4. Tetrazine-mediated polymer
functionalization on solid surfaces

Reactive polymeric coatings that are applied on organic/in-
organic solid platforms including metal surfaces, polymer sub-
strates, glass slips or wafers are indispensable platforms in
various biomedical applications.168 While polymeric coatings
can bestow range of important properties to applied surfaces,
such as anti-biofouling, wear resistance, corrosion protection
and biocompatibility; deliberately installed reactive units on
these coatings might endow specific covalent attachment of
desired molecules.169–171 Such functional platforms have
especially held promise in cell culture, aligned cell growth,
peptide purification, enzyme immobilization applications, and
microarray technologies.172,173

In the past decade, Tz-based IEDDA reaction has found a
growing interest in modifying reactive polymeric coatings that
are applied on solid surfaces. In an early report, Ravoo and co-
workers used a microcontact printing technique and surface-
initiated ATRP polymerization to obtain patterned glass and
silicon surfaces with reactive Tz groups.174 By using a Tz func-
tional ATRP initiator, poly(methyl acrylate) brushes were
efficiently grown in grafting from the approach on 10-undecyl
trichlorosilane-modified surfaces. These reactive patterned
surfaces were subsequently modified with both NB and
cyclooctyne-containing substrates via IEDDA reaction in short
reaction times and room temperature conditions. In a recent
study, Kahveci and coworkers developed a grafting technique
for light-induced IEDDA modification of glass surfaces
(Fig. 16).175 TCO-decorated surfaces were grafted with latent Tz
functional dihydrotetrazine end group containing p(NIPAAm)
and PLA polymers. It was demonstrated that the conversion of
dihydrotetrazine groups to IEDDA clickable Tz functionalities
could be achieved by a light-promoted photooxidation process
allowing on-demand modification of glass surfaces with rele-
vant polymers or biomolecules.

Titanium has become the material of choice in many
implant applications originating from unique advantages that

this metal can offer i.e. outstanding mechanical properties, re-
sistance to erosion, and durability. On the other hand, biocom-
patibility to promote cell adhesion or osseointegration on bio-
material is essential for the long-term success of titanium-
based implants. To enhance the surface adhesive properties
and proliferation of cells, a practiced strategy is to attach
specific cell-binding moieties on the metal surface covalently.
Pagel et al. employed a mussel-derived peptide containing
strong metal affinity rendering DOPA (L-3,4-dihydroxylphenyla-
lanine) groups and two cell binding motifs to increase the cell
adhesion on the titanium surface.176 Two “click” chemistry-
based transformations, IEDDA and copper-catalyzed azide–
alkyne cycloaddition (CuAAC) reaction, were utilized to conju-
gate a cyclic RGD peptide and a heparin-binding peptide to
the reactive platform. It was shown that the conjugation of two
cell-binding moieties on the peptide allowed the improved
spreading, proliferation, and viability of cells on the titanium
surface, rendering well-developed actin cytoskeleton for-
mation. In a similar approach, Czuban et al. used a DOPA-con-
taining Tz functional dendritic polyglycerol polymer to coat
titanium surfaces.177 An antimicrobial agent with a carbamate-
TCO linker was then coupled onto the polymeric coating to
facilitate the slow drug release. Bacterial experiments demon-
strated that coated titanium surfaces can activate the release of
anti-infective medication after IEDDA modification. This
bioorthogonally reactive polymeric coating was conceptualized
to prevent orthopedic implant-associated infections. In
another work, Sanyal and coworkers demonstrated the fabrica-
tion of titanium surface-bound hydrogels amenable to
functionalization with several “click” chemistry reactions
(Fig. 17).178 Hydrogel layers incorporating furan-protected
maleimide groups as reactive handles were prepared by UV-
based free radical crosslinking approach. In the study, oxanor-
bornene groups were efficiently functionalized with IEDDA

Fig. 16 Schematic illustration of a surface grafting approach based on
light-induced inverse electron demand Diels–Alder (photo-IEDDA)
reaction. Adapted with permission from Ozbek et al.175 Copyright ©
2021 American Chemical Society.
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and radical thiol–ene reactions by covalent attachment of
molecular cues with complementary Tz and thiol functional-
ities. It was also demonstrated that, after furan deprotection
and liberation of maleimide groups, nucleophilic thiol-male-
imide addition and Diels–Alder chemistries could also be
applied to modify these surface-bound hydrogel platforms co-
valently. In another work, the same group extended the fabri-
cation of a multi-functionalizable bioconjugation platform
concept to surface-immobilized nanofibers.179 Electrospun
PLA-based polymers carrying orthogonal oxanorbornene and
azide groups were efficiently functionalized with Tz and
cyclooctyne-bearing bioactive cues via sequential SPAAC and
IEDDA bioorthogonal “click” reactions. Recently, sequential
SPAAC and IEDDA functionalization strategy was used by
Huskens and coworkers on gold and silicon dioxide surfaces
coated with either Tz or cyclooctyne functional poly-L-lysine
(PLL) polymers.180 It was shown that DNA probe molecules
with complementary azide and TCO groups can be selectively
conjugated to the surfaces within less than 20 min incubation
period. Notably, while modified surfaces showed hybridization
with entirely complementary DNA sequences, they did not
respond to non-complementary DNA sequences.

Dankers and coworkers investigated the supramolecular
elastomeric materials based on ureido pyrimidinone matrices
as anti-fouling coating materials.181 The supramolecular
polymer scaffolds facilitating Tz groups as IEDDA reactive
handles were surface modified by cyclooctyne end group con-
taining PEG polymers with different topologies. The protein
adsorption experiments revealed that the efficiency of anti-
fouling behavior is directly related to the PEG polymer applied,
i.e., the best performance was accounted for by using a star
PEG polymer (Mn = 10 000 g mol−1) rendering four cyclooctyne
groups, then monofunctional and bifunctional PEG-cyclooc-
tyne derivatives (Mn = 2000 g mol−1 and 5000 g mol−1). In a
follow-up study, using a TCO-functional peptide derivative,

these Tz functional supramolecular substrates fabricated as
cast films or electrospun fiber mats were employed in specific
protein immobilization.182

5. Outlook and conclusions

The preceding sections highlight the significant potential of
IEDDA cycloaddition reactions in designing and synthesizing
functional polymeric materials. While IEDDA reactions follow
the core principles of “click” chemistry, their biorthogonal
nature extends their utility to new applications. Notably, in vivo
studies have demonstrated the reaction’s effectiveness in living
systems. Furthermore, the high efficiency of IEDDA reactions
makes them invaluable for post-polymerization modifications,
particularly when rapid transformations are needed, such as
the conjugation of short-lived species like radioisotopes.

Current research predominantly focuses on incorporating
Tz moieties through post-polymerization modifications.
However, developing polymerization methods that directly
yield polymers with these reactive handles would be advan-
tageous. This approach poses challenges with vinylic mono-
mers due to the reactivity of electron-deficient dienes with
double bonds, but it may be more feasible with non-vinylic
monomers, such as those used in ROP. As reviewed, the excel-
lent selectivity and high yield of IEDDA reactions also make
them suitable for fabricating network structures. Although
numerous examples of such applications exist, integrating in-
organic components into hybrid materials remains limited.
Advancing the development of biomolecule-polymer hybrid
materials could lead to innovative functional materials for bio-
medical applications. Nonetheless, challenges related to the
multi-step synthesis of reactive counterparts persist.
Continued progress in synthesizing Tz-bearing linkers and
their complementary reactive partners is expected. Ultimately,

Fig. 17 Multi-functionalization of titanium surface bound hydrogels using different “click” chemistry reactions, including the IEDDA reaction.
Adapted with permission from Gevrek et al.178 Copyright © 2020, Molecular Diversity Preservation International (MDPI).
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the remarkable efficiency of the IEDDA reactions in addressing
specific challenges in fabricating functional polymeric
materials for targeted applications will continue to drive their
broader adoption and utilization.
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