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Small-molecule photoswitches for fluorescence
bioimaging: engineering and applications

Magdalena Olesińska-Mönch and Claire Deo *

Fluorescence microscopy has revolutionised our understanding of biological systems, enabling the

visualisation of biomolecular structures and dynamics in complex systems. The possibility to reversibly

control the optical or biochemical properties of fluorophores can unlock advanced applications ranging

from super-resolution microscopy to the design of multi-stimuli responsive and functional biosensors. In

this Highlight, we review recent progress in small-molecule photoswitches applied to biological imaging

with an emphasis on molecular engineering strategies and promising applications, while underlining the

main challenges in their design and implementation.

Introduction

Fluorescence microscopy is the modality of choice for the
investigation of fundamental biological processes, enabling
the visualisation of the structure and dynamics of biomolecules
in living samples. This ultimately depends on the development
of fluorescent probes, tailored to report on biological systems
with exquisite spatiotemporal resolution. With the ever-
growing complexity of biological questions, more sophisticated
controllable and functional reporters are required. Small-
molecule photoswitches, which undergo a reversible change
in structural and electronic properties upon illumination,
provide a unique opportunity to advance fluorescence imaging.
Indeed, light is an excellent trigger for biological applications,
as it is minimally invasive, offers superior spatiotemporal
control and multiplexing capability. The reversible photocon-
trol of the optical and/or biochemical properties of fluoro-
phores can enable a variety of applications. In particular,
photoswitchable fluorophores are highly desirable tools for
super-resolution microscopy (SRM), ranging from single mole-
cule localisation-based methods (SMLM), including PALM and
STORM to point-scanning techniques such as RESOLFT.1–5

Photoswitchable fluorophores can also facilitate the specific
marking of a target of interest in complex samples or the
detection of small fluorescence signals, exploiting the signal
modulation to separate it from background. Finally, using
photoswitches in the context of fluorescent biosensors can lead
to sophisticated functional probes acting as controllable sen-
sors and integrators, or able to provide quantitative informa-
tion. In contrast with photoswitchable proteins,6 synthetic
chromophores are small, highly tuneable and usually present

superior photophysical properties. Accordingly, considerable
effort has been dedicated to adapting small-molecule photo-
switches to microscopy.

In this Highlight, we provide an overview of recent develop-
ments and applications of synthetic photoswitches in fluores-
cence bioimaging. We focus on engineering strategies for
photoswitchable fluorophores and biosensors and discuss the
challenges that chemists face in the design of photoswitchable
fluorescent systems, due to the numerous requirements of
imaging experiments and complex photophysics of such
probes.

1. Common classes of synthetic
photoswitches for biological
applications

Molecular photoswitches are synthetic compounds which
undergo a reversible isomerisation upon illumination, forming
species with distinct electronic or structural properties. Due to
this behaviour, they can be used as building blocks to engineer
sophisticated actuators designed to control various properties
of molecular systems. Multiple families of photoswitches have
been reported, and found applications in material science and
pharmacology.7–9 In contrast, there have only been few exam-
ples of their use in fluorescence imaging, due to the demanding
requirements of this modality. Indeed, to be successfully
applied to fluorescence microscopy, photoswitches need to
present biocompatibility, efficient photoswitching in aqueous
conditions,10 in addition to fluorescence with the brightness
and photostability of conventional imaging probes.

Several parameters are used to quantify the properties of
photoswitches. The wavelength of maximal absorption of the
different isomers specifies the illumination required for
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switching, and the photoisomerisation quantum yield (F)
quantifies the efficiency of the switching process. Upon illumi-
nation, a photostationary state (PSS) is reached, characterised
by the proportions of the isomers at equilibrium. Some photo-
switches can spontaneously relax to their stable isomer under
ambient conditions and are called T-type switches. In contrast,
P-type photoswitches present bi-stable isomers, and the reverse
reaction can only occur upon illumination at a different wave-
length. Generally, all these properties are strongly dependent
on the substitution and environment of the photoswitch, which
presents both opportunities and challenges for their optimisa-
tion. Numerous classes of synthetic photoswitches have been
reported. In this section, we only focus on the main classes that
have been exploited as fluorescent reporters and their relevant
properties in this context, as in-depth reviews on each class of
photoswitches are available.

1.1 Photoswitches based on E–Z isomerisation

Several families of switches undergo reversible E–Z photoi-
somerisation of either CQC, NQN or CQN double bonds.
One of their highly attractive features for engineering func-
tional scaffolds is that they undergo large conformation and
polarity change upon photoisomerisation.

Azobenzenes and their heteroaromatic derivatives are
composed of two aryl rings connected by a NQN double bond
(Fig. 1a).11,12 The stable form is the planar E isomer, which
converts to the metastable and bent Z isomer upon illumina-
tion with UV light. In the unsubstituted azobenzene scaffold,
the E isomer displays a characteristic absorption maximum
around 320 nm while the Z isomer presents an absorption
maximum around 430 nm. Azobenzenes are typically T-type
photoswitches, and the reverse isomerisation occurs sponta-
neously in the dark. However, the photophysical properties of
azobenzene derivatives are highly dependent on the nature and
substitution of the aryl rings which can result in red-shifting,
and in some cases the Z to E transformation can be additionally
photochemically induced with visible light. Azobenzenes are
among the most widely used photoswitches in biological sys-
tems, presenting fast photoswitching, high photoisomerisation
quantum yield and fatigue resistance. Their small size,

tunability and ease of synthesis make them particularly attrac-
tive for this purpose, but azobenzenes can be reduced under
physiological conditions which can impair their use in biology.

Hydrazones present a CQN–N motif, and upon illumination
undergo isomerisation around the CQN double bond
(Fig. 1b).13,14 Depending on the substituents, hydrazones can
be either T- or P-type switches, and exhibit positive or negative
photochromism. Their maximal absorption is typically below
400 nm. While it has been shown that they retain photoswitch-
ing in aqueous medium, their structure-properties relationship
in water has only been scarcely investigated.

1.2 Photoswitches based on cyclisation/retro-cyclisation

The second broadly defined category of photoswitches under-
goes a reversible cyclisation upon illumination. Depending on
the scaffolds, the change in geometry and polarity upon photo-
isomerisation can be more or less pronounced, however they
have in common a change in electronic conjugation. This
results in important spectral differences between the isomers,
a particularly attractive feature for achieving near quantitative
switching.

Diarylethenes (DAEs) are composed of two aromatic rings
connected by a CQC double bond (Fig. 1c).15–17 The bridged
double bond cannot undergo E–Z isomerisation, and upon
illumination the compound exhibits an electrocyclisation.
The most widely used derivatives are composed of a perfluor-
ocyclopentadiene bridging group and thiophene derived het-
erocycles, yielding P-type photoswitches with complete thermal
bistability. DAEs usually possess high fatigue resistance, fast
photoisomerisation kinetics, and can achieve nearly pure PSS
compositions. In addition, they can display fluorescence as one
of their isomers, albeit with usually low fluorescence quantum
yield (FF) in the presence of water. These properties make these
switches highly attractive for imaging, but their use in biologi-
cal systems remains scarce due to their high hydrophobicity,
making them nearly insoluble in water.

Spiropyrans and their derivatives consist of an indoline and
a chromene motifs connected through a spiro carbon atom
(Fig. 1d).18,19 Upon illumination, the closed spiropyran (SP)
form converts into the open isomer, merocyanine (MC).

Fig. 1 Representative structures and photoisomerisation of most common classes of photoswitches applied in fluorescence microscopy. R1–R4 indicate
the most frequent substitution positions.
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Although the cyclisation/retro-cyclisation is often presented as
the photoisomerisation scheme, the mechanism is complex
and additionally features E–Z isomerisation around the CQX
double bond. The SP form presents no absorption in the visible
region, whereas the conjugated MC form absorbs between
500 and 600 nm and typically exhibits weak fluorescence. These
T-type photoswitches can display either positive or negative
photochromism in aqueous conditions. Their main limitation
for biological applications is their moderate stability in water,
as the MC form is prone to rapid hydrolysis.20,21

2. Photoswitchable fluorophores
based on small-molecule switches

The reversible control of fluorescence emission using light is a
very attractive feature for biological imaging. In particular, it
can enable the specific marking of cells or subcellular features
of interest, to precisely identify and track them in a sample. In
addition, light-responsive fluorophores are key components for
super-resolution microscopy techniques, to visualise cellular
features below the diffraction limit.22,23 Consequently, substan-
tial effort has been dedicated to exploiting established photo-
switches for fluorescence control. Several approaches have been
explored for this purpose and, in this section, we provide an
overview of the different molecular engineering strategies:
combining distinct photoswitchable and fluorescent chromo-
phores (Section 2.1); fusing a photoswitch into an established
fluorophore scaffold (Section 2.2); or exploiting the intrinsic
fluorescence of certain photoswitches (Section 2.3).

2.1 Photoswitchable fluorophores based on fluorescent and
photoswitchable moieties.

As the vast majority of photoswitches is non-fluorescent, a
straightforward approach for fluorescence photoswitching is
to combine them with established fluorophores. Most existing

systems rely on Förster resonance energy transfer (FRET) for
fluorescence modulation, usually exploiting diarylethenes and
spiropyrans as acceptors with a variety of fluorophores includ-
ing small-molecule dyes, fluorescent proteins or luminescent
nanomaterials. Only the conjugated isomer of the photoswitch
presents an absorption band which overlaps with the fluoro-
phore emission, resulting in efficient energy transfer and con-
comitant fluorescence quenching. Using this approach,
fluorescence photoswitching was achieved in cells and living
organisms using diverse nanosystems such as silica nano-
particles, polymeric structures, upconverting nanoparticles or
dendrimeric clusters. For example, silica nanoparticles functio-
nalised with cyanines and DAEs could be switched multiple
cycles in live HeLa cells (1, Fig. 2a).24 Kim and co-workers
developed dendrimers decorated with cyanine fluorophores
and cross-linked with DAEs which could be internalised by
living cells and zebrafish and showed 50% fluorescence
quenching upon isomerisation.25,26 Fluorescence switching
using upconversion nanoparticles decorated with DAEs was
also shown in C. elegans and mouse.27,28 Recent examples
demonstrated the use of photoswitchable FRET nanosystems
for the specific marking of cells of interest, enabling their
tracking or isolation from a sample pool. Using DAE-
decorated fluorescent polymer particles attached to antibodies,
Chiu et al. could turn-on fluorescence on the surface of cells of
interest upon illumination. The high fluorescence turn-on (150-
fold) of the particles allowed separation of target cells from
tissue using fluorescence activated cell sorting (2, Fig. 2b).29 In
another marking approach, O’Reilly et al. developed a barcod-
ing system based on fluorescence lifetime.30 The authors
developed an emissive polymeric structure containing spiro-
pyran switches, and showed that the fluorescence lifetime of
the particles could be controlled by photoisomerisation with
multiplexing capability, which was then applied to lifetime
imaging of mitochondria in living cells. Nanosystems based
on FRET were also applied to SRM imaging, including SMLM

Fig. 2 Examples of photoswitchable fluorophores based on inter- or intramolecular FRET between fluorescent and photoswitchable moieties: (a) DAEs
and cyanines attached to silica nanoparticles; (b) DAEs embedded in a fluorescent polymeric particle; (c) a DAE-rhodamine dyad attached to an
extracellular signal-regulated kinase (ERK); (d) a SP-rhodamine dyad. The properties reported were measured in: aqueous solution for 1 and 2; EtOH for
3; MeOH for 4. The notations (o) and (c) refer to the open and closed isomers, respectively.
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imaging of lysosomes exploiting a DAE-naphthalimide dyad
embedded in a polymeric nanoparticle.31 While most systems
display ‘‘on-off’’ fluorescence behaviour, multichromophoric
systems can also enable dual-colour fluorescence switch-
ing.32,33 Recently, triple colour fluorescence switching of parti-
cles was reported by Xu, Tian et al. using spiropyrans attached
to a distyrylanthracene and exploiting both one- and two-
photon fluorescence.34

While nanostructures present attractive optical properties
such as high brightness in the visible range, these systems are
limited by poor water solubility, large size, limited cell perme-
ability, and remain scarcely used for specific biomolecule
labelling. Single molecule dyads can overcome some of these
limitations. In an early example, Imato, Irie et al. demonstrated
the use of a DAE-fluorescein dyad bearing a succinimidyl ester
moiety to label proteins and studied the photophysical proper-
ties of the dyad adduct with a kinase in vitro (3, Fig. 2c).35 Dyads
can also be built on small-molecule switches and fluorescent
proteins, as demonstrated by the Marriott group that used
spiropyran as a FRET acceptor for GFP.36 The SP switch was
covalently attached in proximity to the GFP using a SNAP-Tag
labelling fusion protein. Using an optical lock in detection
approach, fluorescence signal could be detected even at low
labelling efficiency. With synthetic fluorophores, several deri-
vatives of rhodamines-spiropyran dyads showed fluorescence
switching inside living cells.37–40 Recently, the Anderson group
systematically investigated cyanine and rhodamine fluoro-
phores in FRET pair with spiropyrans derivatives. Early exam-
ples showed far-red fluorescence photoswitching in live cells,
albeit with low fatigue resistance.38 Further optimisation led to
dyads suitable for RESOLFT imaging of lipid bilayers in
synthetic vesicles with a 2-fold resolution enhancement
(4, Fig. 2d).40

In all FRET-based systems, the stability and fatigue resis-
tance of the switch remain major limitations, as the decom-
position of the switch progressively increases fluorescence
background and lowers achievable contrast. Therefore, it is
critical to pursue alternative strategies for robust photoswitch-
able fluorophores.

2.2 Fusing the photoswitch to a fluorophore scaffold

Directly incorporating established photoswitches into the aro-
matic scaffold of workhorse fluorophores is an attractive
approach to reversibly modulate their emission properties by
altering electronic conjugation. A successful example of fluores-
cence photoswitching was reported by Bossi, Raymo et al. based
on an original spirooxazine photoswitch coupled to a coumarin
fluorophore (5, Fig. 3a).41 Upon illumination, the ring opening
of the oxazine leads to an extension of electronic conjugation,
resulting in a bathochromic absorption shift and far-red
fluorescence turn-on. The compound was subsequently applied
for antibody labelling, and despite low brightness, enabled
SMLM of immunostained tubulin filaments with an apparent
resolution of 70–80 nm.42

Other successful examples involve the high contrast open-
close equilibrium of rhodamine fluorophores, which can be
engineered to be light-responsive. Although not traditionally
considered as photoswitches, rhodamine lactams were shown
to undergo a light-induced transient ring opening upon illumi-
nation. The phthalimide-substituted rhodamine B can be
photoactivated using 1- or 2-photon illumination, forming the
fluorescent isomer, which spontaneously reverts back to the
closed form (6, Fig. 3b).43 This enabled PALM imaging of
immunostained tubulin with 50–70 nm resolution. This design
was then adapted to multicolour fluorophores by varying
rhodamine N-alkylation,44,45 and shown to be applicable to
other lactam substitutions.46 In particular, replacement of the
phthalimide with a stilbene resulted in activation with visible
light (7, Fig. 3b).47 These spirolactam derivatives were used
for labelling bacterial cell surface reaching a resolution of
10–40 nm. Recently, Rivera-Fuentes et al. exploited the open-
close equilibrium of rhodamines by incorporating a hydrazone
photoswitch within the lactam ring (8, Fig. 3c).48 Upon illumi-
nation at 405 nm, the hydrazone undergoes E to Z isomerisa-
tion. The Z isomer then undergoes spontaneous transient
opening which results in blinking. Long-term imaging could
be achieved by regularly illuminating the sample, which
prompts remaining inactivated fluorophores in their blinking
state until bleaching. The initial design enabled SMLM and

Fig. 3 (a–c) Representative structures of photoswitchable fluorophores based on a change of electronic conjugation of a fluorophore. The properties
reported were measured in: MeCN for 5; H2O for 6; MeCN : H2O 1 : 1 containing acid for 7; aqueous buffer pH = 5 for 8. The notation (o) refers to the
open isomer.
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tracking of acidic compartments such as lysosomes and synap-
tic vesicles in live neurons. Recently, this scaffold was com-
bined with the HaloTag self-labelling protein, adapting the
design to far-red silicon-rhodamine to achieve suitable blinking
properties (9, Fig. 3c).49 This was demonstrated with SMLM of
the endoplasmic reticulum in living cells. Together, these
examples highlight how exploiting and optimising dye-
specific mechanisms of fluorescence modulation is an auspi-
cious approach for SRM.

2.3 Intrinsically fluorescent photoswitches

Designing photoswitches that are intrinsically fluorescent as
one of their isomers guarantees a structurally small compound.
This, however, poses the additional challenge of brightness.
Indeed, with a unique chromophore, the photoswitching and
fluorescence processes are competitive. Numerous photo-
switchable fluorescent DAEs have been reported to date, and
the main challenge is their extremely low water solubility.
Several examples of fluorescent DAEs in living cells and organ-
isms have been reported,50–54 exploiting strategies to improve
solubility such as the introduction of polyethylene glycol chains
or charged species. Despite these efforts, only a few of these
reports provide characterisation in aqueous conditions, sug-
gesting significant aggregation issues, and the majority func-
tion in fluorescence turn-off mode. As such, most of these
compounds result in proof-of-principle fluorescence switching
experiments but are not well suited for more demanding
imaging applications such as SRM. The identification of DAEs
fluorescent in the closed state at the single molecule level paved
the way for their optimisation towards super-resolution ima-
ging. To date, most examples rely on a DAE bearing two
benzothiophene-1,1-dioxide residues attached to a perfluorocy-
clopentene ring.55,56 Sulfonation of this scaffold resulted in
good photoswitching and fluorescence properties in aqueous
solution with FF = 0.45 in the closed state, retaining

photoswitching in living cells (10, Fig. 4a and b).57 Hell, Belov,
Irie and co-workers functionalised the DAE scaffold with eight
pendant carboxylic acid groups, which could be exploited for
antibody labelling using N-hydroxysuccinimide ester chemistry.
This compound enabled RESOLFT imaging of immunostained
tubulin in fixed Vero cells, reaching 74 nm resolution
(11, Fig. 4a and b).58 Similar resolution was achieved with
asymmetrical scaffolds, although these displayed significantly
lower fluorescence quantum yield (12, Fig. 4a and b) and
required long acquisition times.59 Expanding the use of such
fluorescent DAEs to SMLM required tuning of the photoisome-
risation quantum yield. Accordingly, Hell et al. group appended
a methoxy substituent to the pendent phenyl rings, the result-
ing compound displaying suitable blinking rates for SMLM,
demonstrated for vimentin, tubulin and nucleoporin in
antibody-labelled cells (13, Fig. 4a and b).60 By systematically
evaluating the influence of the carboxylic acid-bearing groups
on fatigue resistance, the Hell group identified a novel sub-
stitution pattern consisting of four carboxamide branched
residues capped with twelve carboxylic acid groups, showing
greatly improved photostability compared to the parent com-
pound and able to undergo up to 1000 switching cycles in
aqueous buffer.61 Further derivatisation of the structure led to a
compound switchable with visible light, and easier to functio-
nalise with protein-labelling moieties (14, Fig. 4a and b).62

Recently, the Hell group reported host-guest DAEs based on
ammonium substituents and cucurbit[7]uril CB7 (15, Fig. 4a
and b).63 Upon interaction with CB7, the DAE showed an
increase in fluorescence quantum yield (1.6-fold) and photo-
stability (430-fold). Conjugated to antibodies, the probe
enabled RESOLFT imaging of microtubules on fixed cells,
achieving 70–90 nm spatial resolution. These examples high-
light how establishing structure–properties relationship and
iterative photoswitch optimisation can lead to advanced probes
for SRM applications.

Fig. 4 Representative structures of intrinsically fluorescent photoswitches: (a) structure and (b) photophysical properties of fluorescent DAEs,
(c) structure of photoswitchable spiropyran-naphtalimide dyad showing fluorogenicity when embedded in human serum albumin (HSA). The properties
reported were measured in: aqueous solution for 10 and 15; aqueous solution at pH = 7.0–7.4 for 11, 13, 14, 15; MeOH for 12. The notations (o) and
(c) refer to the open and closed isomers, respectively.
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While most of the engineering effort has been focused on
DAEs, spiropyrans, where the MC isomer presents weak fluores-
cence in aqueous conditions, have also been investigated.
Several examples report fluorescence photoswitching of spiro-
pyrans inside cells, either in solution or embedded into
nanostructures.64–69 Interestingly, the photophysical properties
of spiropyrans are highly environment dependent, which can
lead to a fluorogenic behaviour upon interaction with a bio-
molecule, therefore augmenting the properties of fluorescent
photoswitches for imaging. In particular, an increase in fluores-
cence quantum yield of the MC isomer can be observed when
the switch interacts with a protein, as the hydrophobic protein
surface shields the chromophore from the aqueous
environment.70 Tian, He, Zhang and co-workers designed a
spiropyran-naphthalimide-SP dyad which, when hosted in
human serum albumin (HSA), showed high fluorescence
increase of the MC isomer, along with an increase in photo-
isomerisation quantum yield (16, Fig. 4c).71 Combined with a
carbohydrate targeting motif, the resulting protein-embedded
dyad labelled glycoreceptors in living cells and showed fluores-
cence photoswitching over several cycles. This dyad:protein
adduct was further used for engineering biosensors which will
be described in Section 3.2.

3. Photoswitches applied to
fluorescence imaging of specific
biomolecules, analytes and ions

Numerous examples report the use of small-molecule photo-
switches as non-fluorescent binders, in which the reactivity of
the probe depends on the isomeric state.72,73 In contrast, there
are only a limited number of examples combining photoswitch-
ing and biosensing with fluorescence imaging. From an engi-
neering perspective, two main approaches can be identified,
either by exploiting the intrinsic properties of the switch or by
appending a well-established binding or reactive group to the

scaffold. These strategies result in a variety of probes to detect
enzyme activity or sensors for biomolecular structures, analytes
or ions. In some cases, the resulting probes do not present a
photoswitching response and behave as conventional fluores-
cent biosensors (Section 3.1). In contrast, more sophisticated
approaches report photoswitching-gated sensing, or reactivity-
gated photoswitching behaviours where the interplay of switch-
ing, fluorescence and sensing can lead to multifunctional
‘‘smart’’ reporters (Section 3.2).

3.1 Conventional biosensors and reactive probes

Several photoswitches respond to stimuli other than light and
display either reversible or irreversible isomerisation in
response to a biomolecule, analyte or ion, which in turn
modifies the fluorescence properties of the probes. In these
systems, the photoswitching capability of the original com-
pound is lost, or photoswitching can be observed but does
not impact binding properties. Nevertheless, the reactivity and
selectivity of such scaffolds can lead to robust sensors and
reactive probes.

When introduced into fluorophore scaffolds, azobenzene
elicits strong fluorescence quenching. This has been exploited
for the design of a variety of biosensors in which the azoben-
zene is cleaved in response to enzymes, small molecules or
ions, through different mechanisms.74 Azobenzenes are highly
sensitive to reduction, leading to their widespread application
as probes for hypoxia. A rhodamine derivative fused to azoben-
zene through the aniline of the xanthene core displayed more
than 600-fold fluorescence increase under hypoxic conditions
(17, Fig. 5a), and was applied to visualise hypoxia during retinal
artery occlusion in rat,75 and during osteoarthritis progression
in mouse cartilage.76 Azobenzene-quenched probes based on
further red-shifted fluorophores were used to monitor hypoxia
in living mouse,77–79 and similar scaffolds enabled direct
visualisation of azoreductase activity.80,81

The MC isomer of spiropyran derivatives can be used as an
ion-binding motif where the phenolate is involved in the

Fig. 5 Examples of conventional biosensors and reactive probes based on photoswitches. The properties reported were measured in: aqueous buffer at
pH = 7.0–7.4 for 17, 19, 20, 22 and 23; aqueous buffer pH = 7.4 containing 50% MeCN for 18; H2O for 21; The notation (o) refers to the open isomer, after
binding or chelation.
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chelation, which has been exploited for the design of fluores-
cent biosensors leveraging its intrinsic fluorescence.82 A gen-
eral approach for the design of specific biosensors consists in
introducing an ion binding motif on the SP structure, leading
to probes for various cations applicable in cells.83–91 In parti-
cular, several spiropyran derivatives functionalised with crown
ethers were shown to undergo isomerisation in the presence of
Li+, with a concomitant fluorescence increase.84,85 Compound
18 was used to monitor exogeneous Li+ in zebrafish (Fig. 5b).84

Crown-ether appended spiropyrans were also reported as Ca2+

biosensors, showing fluorescence increase upon ionomycin
stimulation in living cells.87 The Lippard group exploited a
dipicolylamine chelating group to prepare far-red spiropyran-
based zinc sensors (19 and 20, Fig. 5c). Despite low brightness,
sensor 19 enabled visualisation of exogeneously applied zinc
ion in live cells.88 The affinity of this compound (Kd = 21 pM)
was too high to visualise physiological levels of Zn2+. Modifying
the chelating unit led to a lower affinity version (Kd = 3.6 nM,
20, Fig. 5c), enabling two-photon imaging of zinc-containing
vesicles in brain tissue.89 Sensor 20 could also be applied to
compare Zn2+ lysosomal levels upon perturbation in different
cell types.90

The SP to MC isomerisation can also be triggered upon
binding to specific biomolecular structures. Guo and co-workers
reported SP-based probes showing fluorescence turn-on upon
binding to DNA G-quadruplexes in vitro (22, 23, Fig. 5d).92,93 These

cell-permeable probes showed labelling in living cells, although
with low specificity due to significant accumulation in lysosomes
and mitochondria.

3.2 Photoswitchable fluorescent biosensors

Certain photoswitch-based biosensors were reported to retain a
light-responsive behaviour, where only one isomer presents
binding properties, and photoisomerisation triggers binding
or unbinding. This offers the possibility of having precise
spatial and temporal control of sensor activity. The derivatives
of SP-based Li+ and Ca2+ biosensors introduced in Section 3.1
actually report an additional photoswitching behaviour in the
bound state.86,87 Similarly, while no photo-response is reported
for Zn2+ sensors 19 and 20, the fluorine substituted derivative
21 displayed photoisomerisation (Fig. 5c).91 This results in
photoswitchable fluorescence of the ion-bound isomer,
although this property has not yet been directly exploited for
imaging.

The turn-on of the photoswitching or fluorescence proper-
ties only following target recognition can however be a highly
beneficial property for imaging, as it can greatly reduce back-
ground from unbound probes. For example, attaching a
tubulin-targeting motif to a spiropyran resulted in fluorescence
increase and detectable photoswitching only in the tubulin-
bound state, enabling SRM (24, Fig. 6a).94 This behaviour was
also achieved by exploiting DAEs appended with recognition

Fig. 6 (a–d) Representative examples of fluorescent biosensors and reactive probes based on synthetic photoswitches and presenting light-dependent
behaviour. The properties reported were measured in aqueous buffers at pH = 7.2–7.4 for all compounds. The notations (o) and (c) refer to the open and
closed isomers of the photoswitchable form, respectively (before reaction with SO3

2� for (c), after enzymatic cleavage for (d)).
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motifs. In the unbound state, the DAE adopts an aggregated
structure preventing photoswitching. The conformational
change elicited by target recognition recovers photoswitching.
Yi et al. used this approach to develop a DNA-staining DAE
displaying fluorescence turn-on and photoswitching following
intercalation with double stranded DNA (25, Fig. 6b).95 Simi-
larly, a DAE-based appended with a cyanoacrylate recognition
motif showed specific staining of b-amyloid aggregates in brain
sections (26, Fig. 6b).96

Tian et al. demonstrated the use of a SP-naphthalimide
FRET probe as a photoswitchable probe reactive towards sulfite
ion (27, Fig. 6c).97 The unreacted probe showed fluorescence
switching in cells upon illumination, due to FRET with the
formed MC isomer. When attached to D-galactose, the probe
specifically labelled glycoreceptors on the cell surface and
could be uptaken by endocytosis. The internalised probe
retained fluorescence photoswitching upon UV and visible
illumination. In addition, the probe could undergo nucleophi-
lic addition of SO3

2� only as the MC isomer. The non-absorbing
MC-SO3 adduct cannot act as a FRET acceptor, resulting in a
turn-on of the naphthalimide fluorescence following SO3

2�

addition. In live cell, the probe enabled quantification of
endogeneous sulfite release upon stimulation. Recently, the
application of this system at other subcellular locations was
demonstrated by using a lysosome targeting group.98,99

While in this example the MC in the dyad only acts as
FRET acceptor, the far-red fluorescence of the MC isomer
can be turned on when hosted in human serum albumin
(16, Fig. 4c).71 Zhang et al. engineered an enzyme reactive probe
based on this protein-embedded dyad (28, Fig. 6d).100 The
spiropyran was locked in the MC form with an acetylated
b-galactose group. In the caged form, the probe shows green
fluorescence from the naphthalimide. Cleavage of the sugar
moiety by b-galactosidase releases the functional merocyanine,
showing far-red fluorescence and photoswitching inside the
hydrophobic pocket of serum albumin, therefore acting as both
fluorophore and FRET acceptor. The probe was used in STORM
imaging of b-galactosidase activity in fixed cells.

Overall, these recent examples of photoswitching-gated
detection or detection-gated photoswitching behaviours
demonstrate how careful engineering of photophysical and
biochemical properties can lead to tools enabling precise
monitoring of important signalling biomarkers.

Conclusion and outlook

Small-molecule photoswitches offer a unique opportunity for
fluorescence microscopy, to precisely control the properties of
reporters with exquisite spatial and temporal control. Their
implementation and optimisation in this context have led to
photoswitchable fluorophores enabling advanced applications
such as super-resolution microscopy, and their potential to
regulate biosensor function has also been demonstrated. The
engineering of such functional reporters remains a challenging
task, due to numerous requirements. Indeed, small-molecule

photoswitches have primarily been plagued by low water solu-
bility, and strategies to circumvent this limitation by embed-
ding them in nanostructures and biomolecules, or substitution
with hydrophilic groups result in cell-impermeability. In addi-
tion, optimisation of their photophysical properties (bright-
ness, photostability) in water has proven difficult, which
compromises performance and has precluded broad applic-
ability. Furthermore, the design of photoswitchable biosensors
and reactive probes comes with additional complexity, as
improvements in either photoswitching, fluorescence or sen-
sing properties will impact other critical features of the system.
As a result, the development of robust probes is a stepwise and
iterative process, and requires the systematic characterisation
of structure-properties relationships. While the examples pre-
sented in this review show that improvements of the DAE and
SP scaffolds have already led to substantial advances, further
improvements are needed for applications in living samples.
We can also expect that the investigation of emerging water-
compatible photoswitchable scaffolds101,102 will open new per-
spectives for the design of fluorescent reporters. Ultimately,
future developments will lead to more functional controllable
reporters that can be combined with established biomolecular
labelling methods to push forward the investigation of complex
biological processes.
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