
 

 

 
 

 

Edinburgh Research Explorer 
 
 

 
 

 
 

 
 

 

 
 

 
 

 
 

 
 

 
 

 
 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Small Fluorogenic Amino Acids for Peptide-Guided Background-
Free Imaging

Citation for published version:
De Moliner, F, Konieczna, Z, Mendive Tapia, L, Saleeb, R, Morris, K, González-vera, JA, Kaizuka, T, Grant,
SGN, Horrocks, MH & Vendrell, M 2022, 'Small Fluorogenic Amino Acids for Peptide-Guided Background-
Free Imaging', Angewandte Chemie. https://doi.org/10.1002/anie.202216231

Digital Object Identifier (DOI):
10.1002/anie.202216231

Link:
Link to publication record in Edinburgh Research Explorer

Document Version:
Publisher's PDF, also known as Version of record

Published In:
Angewandte Chemie

General rights
Copyright for the publications made accessible via the Edinburgh Research Explorer is retained by the author(s)
and / or other copyright owners and it is a condition of accessing these publications that users recognise and
abide by the legal requirements associated with these rights.

Take down policy
The University of Edinburgh has made every reasonable effort to ensure that Edinburgh Research Explorer
content complies with UK legislation. If you believe that the public display of this file breaches copyright please
contact openaccess@ed.ac.uk providing details, and we will remove access to the work immediately and
investigate your claim.

Download date: 13. Jan. 2023

https://doi.org/10.1002/anie.202216231
https://doi.org/10.1002/anie.202216231
https://www.research.ed.ac.uk/en/publications/ac6c0008-a0c0-400d-bb14-819f313ccfb3


Imaging Agents Hot Paper

Small Fluorogenic Amino Acids for Peptide-Guided Background-
Free Imaging

Fabio de Moliner+, Zuzanna Konieczna+, Lorena Mendive-Tapia, Rebecca S. Saleeb,
Katie Morris, Juan Antonio Gonzalez-Vera, Takeshi Kaizuka, Seth G. N. Grant,
Mathew H. Horrocks,* and Marc Vendrell*

Abstract: The multiple applications of super-resolution
microscopy have prompted the need for minimally
invasive labeling strategies for peptide-guided
fluorescence imaging. Many fluorescent reporters
display limitations (e.g., large and charged scaffolds,
non-specific binding) as building blocks for the con-
struction of fluorogenic peptides. Herein we have built a
library of benzodiazole amino acids and systematically
examined them as reporters for background-free
fluorescence microscopy. We have identified amine-
derivatized benzoselenadiazoles as scalable and photo-
stable amino acids for the straightforward solid-phase
synthesis of fluorescent peptides. Benzodiazole amino
acids retain the binding capabilities of bioactive peptides
and display excellent signal-to-background ratios. Fur-
thermore, we have demonstrated their application in
peptide-PAINT imaging of postsynaptic density protein-
95 nanoclusters in the synaptosomes from mouse brain
tissues.

Introduction

Fluorescence microscopy is one of the most common and
versatile techniques to examine the localization and traffick-
ing of proteins with high spatiotemporal resolution.[1]

However, the wave nature of light and its associated
diffraction limit the resolution of optical microscopy to
�250 nm. New methods, collectively grouped under the
term super-resolution (SR) microscopy, can overcome this
physical limit, gaining over an order of magnitude in
precision.[2] Alongside the development of methods for
acquisition and image analysis, an increasing number of
fluorophores for SR microscopy have been reported.[3]

Different structures including cyanines,[4] ATTO dyes,[5] and
rhodamines[6] among others exhibit suitable optical proper-
ties. However, these fluorophores often feature charged
scaffolds with molecular weights over 500 Da, and their
incorporation into biomolecules (e.g., peptides) typically
requires chemical spacers to minimize any potential interfer-
ence in bioactivity and molecular recognition. As a result,
there is a high demand for small fluorophores that can
accelerate the development of peptide-based probes for
targeted fluorescence microscopy.

Several SR methods rely on the stochastic separation of
the emission of single fluorophores in time to gain spatial
resolution, including photo-activation localization micro-
scopy (PALM), stochastic optical reconstruction microscopy
(STORM) and point accumulation for imaging in nanoscale
topography (PAINT).[7] In recent years, PAINT imaging has
gained increased attention due to its versatility. In its
original implementation, PAINT uses fluorophores that are
emissive upon target binding, with initial reports describing
lipophilic dyes that emit strongly in hydrophobic regions.[8]

As an alternative to environmentally-sensitive dyes, photo-
activatable fluorophores have been used in interface-
PAINT[9a] and reservoir-PAINT.[9b] More recently, PAINT
has been adapted to DNA and peptide structures for
imaging non-lipidic structures. DNA-PAINT can be used to
image biomolecules after transient hybridization with com-
plementary fluorophore-tagged oligonucleotides;[10] how-
ever, it is constrained by the slow binding rate of comple-
mentary oligonucleotides, which are typically in the order of
106 M� 1 s� 1. In practical terms, this means that high reso-
lution DNA-PAINT images can take several hours to
acquire, although the use of quenchers in fluorogenic DNA-
PAINT,[11a] or Förster Resonance Energy Transfer (FRET)-

[*] Dr. F. de Moliner,+ Dr. L. Mendive-Tapia, Dr. M. Vendrell
Centre for Inflammation Research,
The University of Edinburgh (UK)
E-mail: marc.vendrell@ed.ac.uk

Z. Konieczna,+ Dr. R. S. Saleeb, K. Morris, Dr. M. H. Horrocks
EaStCHEM School of Chemistry,
The University of Edinburgh (UK)
E-mail: mathew.horrocks@ed.ac.uk

Dr. J. A. Gonzalez-Vera
Nanoscopy-UGR Laboratory, Facultad de Farmacia,
Universidad de Granada (Spain)

Dr. T. Kaizuka, Prof. Dr. S. G. N. Grant
Centre for Clinical Brain Sciences,
The University of Edinburgh (UK)

[+] These authors contributed equally to this work.

© 2022 The Authors. Angewandte Chemie International Edition
published by Wiley-VCH GmbH. This is an open access article under
the terms of the Creative Commons Attribution License, which
permits use, distribution and reproduction in any medium, provided
the original work is properly cited.

Angewandte
ChemieResearch Articles
www.angewandte.org

How to cite:
International Edition: doi.org/10.1002/anie.202216231
German Edition: doi.org/10.1002/ange.202216231

Angew. Chem. Int. Ed. 2023, e202216231 (1 of 8) © 2022 The Authors. Angewandte Chemie International Edition published by Wiley-VCH GmbH

 15213773, 0, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1002/anie.202216231 by N

H
S E

ducation for Scotland N
E

S, E
dinburgh C

entral O
ffice, W

iley O
nline L

ibrary on [11/01/2023]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

http://orcid.org/0000-0002-7840-6129
http://orcid.org/0000-0002-3406-5203
http://orcid.org/0000-0002-6587-9867
http://orcid.org/0000-0002-8944-2264
http://orcid.org/0000-0002-5253-1896
http://orcid.org/0000-0001-8732-8735
http://orcid.org/0000-0001-5495-5492
http://orcid.org/0000-0002-5392-9740
https://doi.org/10.1002/anie.202216231
https://doi.org/10.1002/ange.202216231
http://crossmark.crossref.org/dialog/?doi=10.1002%2Fanie.202216231&domain=pdf&date_stamp=2022-12-14


based probes in FRET-PAINT[11b] has reduced this time by
an order of magnitude. In the last years, Jungmann et al.
have reported peptide-PAINT as an alternative modality
with improved speed and efficiency.[12] Peptide-PAINT
exploits the rapid, specific, and transient interactions
between peptides and proteins to produce SR images with
faster kinetics than DNA-PAINT.[13] Recently, Oi and co-
workers have described Live cell Imaging using reVersible
intEractions (LIVE)-PAINT for SR microscopy in live
cells;[13c] however, most peptide-PAINT and LIVE-PAINT
reporters employ fluorophores with similar shortcomings to
other SR dyes (e.g., hydrophobicity, non-specific binding,
charged structures). We envisioned that smaller and neutral
amino acids would accelerate the design of peptide-based
probes for background-free imaging, including PAINT
microscopy.

Our group and others have described unnatural fluores-
cent amino acids and integrated them into peptides and
proteins to generate live-cell imaging reporters.[14] Despite
the emerging use of fluorescent amino acids in optical
probes, there are few systematic reports of their optimiza-
tion as generic building blocks for peptide-guided imaging.
In this work, we have built a collection of nitrobenzodiazole
amino acids and examined their suitability as reporters for
wash-free fluorescence microscopy. From our library, we
identified chemically stable amino acids that can be scaled
up and used in solid-phase peptide synthesis (SPPS) to
prepare optimal probes for PAINT imaging. Benzodiazole
amino acids retain the molecular recognition properties of
native peptides and provide fluorescence microscopy images
with high signal-to-background (S/B) ratios. Notably, we
demonstrated the versatility of this approach by producing
different fluorescent peptide sequences and demonstrating
their application for targeted imaging of subcellular struc-
tures in the synaptosomes of mouse brain tissues. To the
best of our knowledge, these are the first small amino acids
for background-free peptide-PAINT imaging.

Results and Discussion

Chemical Synthesis and Photophysical Characterization of
Nitrobenzodiazole Amino Acids

Building from the work of our group and others in the
derivatization of benzodiazoles as tunable fluorophores,[15]

we designed a new collection of amino acids where we
systematically introduced modifications in the positions 4
and 7 of the nitrobenzodiazole core. Because these positions
directly contribute to the push-pull dipole of the fluoro-
phore,[16] we envisaged that the introduction of different
atoms would lead to variations in the optical behavior of the
amino acids. We prepared Se- and S-containing heterocycles
(1 and 2, Figure 1) from the commercially available 2-fluoro-
o-phenylenediamine via a two-step approach comprising:
1) incorporation of the bridging heteroatom from SeO2 (for
compound 1) or N-sulfinylaniline (for compound 2), and
2) nitration in acidic conditions. The resulting fluoronitro-
benzodiazoles were conjugated to Boc-L-diaminopropionic
acid (Dapa) or Boc-L-cysteine (Cys) to introduce amine or
thiol-based electron donating groups that favored a push-
pull dipole. First, compounds 1 and 2 were subjected to
nucleophilic aromatic substitution with Dapa or Cys under
basic conditions and mild heating, and later we obtained the
free amino acids (5–8) by removal of the Boc groups under
acid conditions. This synthetic approach displayed overall
yields >80% and required one purification step prior to
Boc removal.

Furthermore, this strategy proved to be compatible with
batches �100 mg and suitable for the preparation of
building blocks for SPPS. For the synthesis of compound 11,
a different route was needed, mostly due to the acid lability
of C-bridged nitrobenzodiazoles.[17] In this case, 2-fluoro-5-
nitro-o-phenylene-diamine was obtained by removal of the
Se atom from compound 1 and utilized in a Cu-catalyzed
condensation with acetone to render the C-bridged benzo-

Figure 1. Chemical synthesis of nitrobenzodiazole amino acids. The table summarizes the optical properties of all amino acids. Relative quantum
yields (QY) were determined in DMSO using rhodamine B as a standard.
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diazole 4. The final nucleophilic aromatic substitution with
Fmoc-L-Dapa-OH rendered the fluorescent amino acid 11
in moderate yields (24%). Importantly, as a control for the
optical characterization assays, we also synthesized Dapa
and Cys derivatives of the O-bridged nitrobenzoxadiazole
(NBD, compounds 9–10 in Figure 1) by coupling the
commercial precursor 3 to the Boc-protected amino acids
and subsequent deprotection with yields around 80%.
Finally, we also scaled up the synthesis of Fmoc-protected
analogues by treatment of the free amino acids with Fmoc-
azide -obtained by reaction between Fmoc-Cl and sodium
azide- with good yields (i.e., 75% for compound 12, Fig-
ure 1).

Chemically stable fluorescent building blocks are crucial
for the automated synthesis of peptide-based probes because
they can minimize conjugation and purification steps and
accelerate the preparation of high-throughput and multi-
plexed libraries. Therefore, we examined the chemical
stability of amino acids 5–11 by HPLC-MS under some of
the most common reaction conditions used in SPPS (Table 1
and Supporting Information for details). Unlike other
environmentally-sensitive fluorescent amino acids,[18] most
nitrobenzodiazole amino acids were stable in 95% trifluoro-
acetic acid (TFA) for over 1 h, with the exception of the
acid-labile compound 11. Furthermore, Dapa derivatives
(compounds 5, 7 and 9) showed good compatibility with
most reagents (e.g., piperidine, tetrabutylammonium
fluoride (TBAF), hydrazine, Pd0), whereas Cys analogues
(compounds 6, 8 and 10) showed limited stability in TBAF
and hydrazine. Of note, we did not attempt hydrogenation
reactions because the nitro groups in benzodiazole amino
acids can be readily reduced to the corresponding amines,
resulting in weaker push-pull dipoles and shorter emission
wavelengths. Altogether, these results demonstrate the
compatibility of amine-derivatized nitrobenzodiazole amino
acids with most protocols used in SPPS.

Next, we measured the optical properties of benzodia-
zole amino acids to assess their suitability as background-
free reporters for fluorescence microscopy (Figure 1) and
compared them to conventional PAINT dyes (Figure S1).
Absorbance and emission maxima wavelengths spanned
from 456 to 540 nm and from 545 to 652 nm respectively,
with notable solvatochromic behavior (Figure S2) in line
with reports of similar structures.[19] Se-bridged amino acids
5 and 6 showed around 60 nm longer emission maxima than

the S-bridged compounds 7 and 8 and the NBD amino acids
9 and 10. Fluorescence quantum yields and extinction
coefficients were in the same order of magnitude for all
amino acids (between 16% and 49%), except for compound
11, which displayed the weakest brightness among all
derivatives. Even though the C-bridging group led to the
longest emitting amino acid (>650 nm), the poor brightness
of this fluorophore makes it impractical for peptide-guided
imaging. We also measured the fluorescence sensitivity of
the amino acids to environments of variable polarity and
viscosity and compared their optical readouts to the
standard NBD. First, we assessed the polarity dependence
by measuring their emission in water-dioxane mixtures.
Compounds 5–8 showed very low background signals in
aqueous media and strong fluorogenic responses in non-
polar environments, showing similar or higher polarity
coefficients than NBD and good potential for wash-free
imaging. We also performed viscosity experiments in
mixtures of glycerol and water, where most amino acids
exhibited similar properties and minor turn-on effects (Fig-
ure S3). Fluorescence lifetime measurements of the amino
acids 5–8 also confirmed their remarkable environmental
sensitivity, with negligible τ values in water (<1 ns) and
higher values in non-polar solvents, such as dioxane (e.g.,
from 5.2 ns to 9.6 ns, Figure S4).

Finally, we analyzed the photostability of all amino acids
because NBD derivatives can be readily photobleached.[20]

Notably, the presence of Se in Dapa- and Cys-functionalized
benzodiazoles led to an increase in photostability, with
compounds 5 and 6 being �20% more photostable than the
NBD amino acid 9. On the other hand, minor differences in
photostability were found between O-bridged and S-bridged
benzodiazoles, with compound 8 being 6% more photo-
stable than compound 9. Collectively, these results indicate
the potential of nitrobenzodiazole amino acids as small,
fluorogenic and photostable building blocks for the SPPS of
multicolored peptide-based probes.

The Benzoselenadiazole Amino Acid 5 Displays Suitable Optical
Properties for Background-Free Fluorescence Imaging

Given the properties of compound 5 as a chemically and
photostable amino acid for peptide synthesis, we decided to
examine its properties for fluorescence microscopy. Our

Table 1: Chemical stability of amino acids 5–11 to standard SPPS reagents.

AA TFA 95%[a] Piperidine DMF[b] TBAF[c] Pd0[d] N2H4
[e]

5 >95% >95% >95% >95% >95%
6 >95% 51�8% <5% 47�8% <5%
7 >95% 84�4% >95% 92�1% 65�7%
8 >95% 10�2% <5% <5% <5%
9 >95% 89�2% 79�3% >95% <5%
10 >95% 25�8% <5% <5% <5%
11 <5% n.a. >95% 65�5% 75�2%

Reaction conditions: [a] TFA:DCM (95 :5), 1 h, r.t.; [b] Piperidine:DMF (2 :8), 30 min, r.t.; [c] TBAF 3 H2O (3 eq.) in DCM, 1 h, r.t., [d] Pd(PPh3)4
(0.25 eq.) in DCM, 30 min, r.t., [e] 10% N2H4 H2O in DMF, 1 h, r.t. HPLC purities (254 nm) are presented as means�SD (n=3).
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initial characterization confirmed that the benzoselenadia-
zole core shows notable environmental sensitivity (see table
in Figure 1), therefore we designed experiments to quantita-
tively measure its fluorescence emission in hydrophobic
environments. For this purpose, we synthesized two lipid
analogues that would favor the insertion of the fluorescent
amino acid 5 in liposomes (Figure 2). Specifically, we
employed the Boc-protected analogue of the amino acid 5 to
form carboxamides by coupling the carboxylic acid group to
two alkylamines of different length (compounds 13 and 14,
Figure 2).

Both compounds were isolated in good yields and
purities (full characterization in the Supporting Informa-
tion), and showed very similar absorbance and emission
maxima wavelengths to the original amino acid 5 (Fig-
ure S5). Compound 13 displayed higher fluorogenicity in
phosphatidylcholine (PC)-based liposomes (Figures 2 and
S6), thus we employed it for further experiments using
wash-free microscopy. Although the exact reasons behind
the enhanced fluorogenicity of compound 13 remain elusive,
it is possible that the C12 alkyl chain inserted better into PC
liposomes as similar trends have been reported in other
fluorescent lipids.[21] We incubated PC liposomes with differ-
ent concentrations of compound 13 or BODIPY-FL as a
commercial lipophilic control dye, and imaged them on a
total internal reflection fluorescence (TIRF) microscope
under wash-free conditions. The two compounds exhibited
photobleaching lifetimes of the same order (e.g., 0.45�
0.27 s for compound 13 and 1.25�0.88 s for BODIPY-FL),
with compound 13 exhibiting a notable turn-on effect (e.g.,
intensity above background 291�48 photons for com-
pound 13, 192�16 photons for BODIPY-FL) and higher
S/B ratios (e.g., 4.50 for compound 13, 1.25 for BODIPY-
FL). On the other hand, BODIPY-labeled liposomes were
only distinguishable at low concentrations and required
washing steps at micromolar concentrations. These results
highlight the minimal background of benzoselenadiazole
amino acids and their suitability for wash-free fluorescence
imaging.

Solid-Phase Synthesis of 5-Labeled Fluorescent Peptides and
their Biophysical Characterization

After the identification of amino acid 5 as a suitable building
block for wash-free fluorescence microscopy, we assessed its
application for peptide-PAINT imaging. For this study, we
focused on the complementary sequences 101A and 101B
that were recently reported by DeLoache, Dueber and co-
workers as an α-helix peptide pair with specific and transient
interaction and binding affinities in the nM range.[22] Given
the small size and fluorogenicity of amino acid 5, we
envisaged that its incorporation into the 101A sequence
would not impair the binding between the two peptides and
enable direct in situ monitoring of their molecular inter-
actions.

We synthesized the corresponding analogues of the
101A and 101B sequences using an automated peptide
synthesizer and standard Fmoc/tBu SPPS conditions (Figur-
es S7–S8 and Supporting Information for synthetic and
characterization details). In order to derivatize the peptides
with the fluorogenic benzoselenadiazole amino acid, we
incorporated the Fmoc-protected amino acid 12 at the N-
terminal end of the 101A peptide to produce 5-101A
(Figure 3) as the “imager peptide” and a biotin group on the
101B peptide as the “anchor peptide” (biotin-101B, Fig-
ure 3). All peptides were purified by semi-preparative
HPLC and obtained in >95% purities and suitable amounts
for biological evaluation (Figure S9).

Figure 2. a) Chemical synthesis of lipid analogues of the benzoselena-
diazole amino acid 5. b) Representative spectra (from 3 experiments)
of compound 13 (10 μM) in phosphate buffer saline (PBS, black) or in
PBS containing phosphatidylcholine (PC)-based liposomes (red).
Excitation wavelength: 500 nm. c) Wash-free microscopy images of
liposomes after incubation with compound 13 or BODIPY-FL at the
indicated concentrations. d) Representative histograms of signal-to-
background (S/B) ratios in PC liposomes after imaging with BODIPY-
FL or compound 13 (both 1 μM). Data as means�SD (n=8).
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First, we assessed the influence of the benzoselenadia-
zole amino acid 5 on the secondary structure of the sequence
101A by performing circular dichroism (CD) spectroscopy
of the peptide 5-101A. To run these experiments, we
synthesized the N-terminal acetylated peptide (Ac-101A) as
the unlabeled control (Figure S7). Notably, we observed
that the secondary structure signature of Ac-101A was
retained in the fluorogenic 5-101A (Figure S10), highlighting
the marginal impact of the fluorophore. The peptide 5-101A
also maintained the environmental sensitivity of the benzo-
selenadiazole fluorophore, unlike the always-on control
peptide fluorescein-101A, where one molecule of fluorescein
was conjugated to the the N-terminal end of the 101A
sequence (Figure S11).

We corroborated that the binding of 5-101A to its
complementary biotin-101B sequence led to increased
fluorescence signals, confirming the switch-on character of
the amino acid 5 and its application as a wash-free reporter
of target binding using fluorescence microscopy (Figure 3).
Importantly, we also confirmed that fluorescent signals from
5-101A (green, Figure 3c) were due to its interaction with
the biotin-101B peptide by observing co-localization be-

tween the emission of the benzoselenadiazole fluorophore
and the AF647-labeled streptavidin bound to the biotin
group (red, Figure 3c). These results demonstrate the
application of benzoselenadiazole amino acids as fluorogenic
reporters for peptide-guided imaging under wash-free con-
ditions with remarkably low background signals.

Peptide-PAINT Imaging of PDS-95 Protein Nanoclusters in
Mouse Brain Synaptosomes

Finally, we explored the utility of benzoselenadiazoles for
peptide-PAINT imaging of endogenous proteins in complex
environments. Specifically, we synthesized peptides target-
ing postsynaptic density protein-95 (PSD95), a major
scaffolding protein found in postsynaptic densities in the
brain. Because the protein PSD95 can form nanoclusters in
native environments,[23] we envisaged that PSD95-targeting
fluorogenic peptides would enable non-invasive SR micro-
scopy of such nanoclusters in mouse synaptosomes. PSD95
contains three PDZ domains in the postsynaptic membrane
of neural excitatory synapses, which are critical for peptide
binding and protein-protein interactions.[7f, 24] Previous re-
ports have identified the short peptides KQTSV and
SSIESDV as high-affinity binders of the PDZ domain;[24,25]

however, these sequences have not been derivatized as
fluorogenic probes for direct imaging of PSD95 structures.
We incorporated the benzoselenadiazole fluorophore at the
N-terminal end of the KQTSV sequence and as a replace-
ment of isoleucine in the SSIESDV sequence to obtain the
peptides 15 and 16, respectively. Both peptides 15 and 16
were synthesized using SPPS and isolated in purities >95%
(Figures S12–S13 and Supporting Information for details).

Next, we prepared synaptosomes from brain tissues of
genetically-edited mice that expressed the endogenous
protein PSD95 fused to HaloTag.[26,27] We incubated synap-
tosomes with peptides 15 or 16 and a silicon rhodamine
(SiR)-HaloTag ligand, followed by imaging of the individual
synapses. The binding of peptides to the PSD95 protein led
to bright fluorescence signals that co-localized with the
emission from the SiR-HaloTag ligand (Figure 4b for
peptide 16 and Figure S14 for peptide 15). Notably, the
switch-on character of peptide 16 and its transient binding to
the PDZ domains enabled the visualization of PSD95
nanoclusters in the synaptosomes with a precision of 20.7�
0.1 nm, a resolution of 60.8�4.8 nm, as determined by
Fourier Ring Correlation,[28] and S/B ratios of 14.8�1.3.

Finally, we performed peptide-PAINT imaging to quan-
tify the PSD95 nanoclusters in the synaptosomes of mouse
brain tissue. Peptide-PAINT images revealed hotspots with
high density of localization, like those previously observed
using PALM microscopy[23a] (Figure 4e and Figure S14).
Furthermore, we quantified the local density of the
fluorescence signals from peptides 15 and 16 and visualized
the distribution of individual PSD95 molecules within the
synaptosomes (Figure 4e and Figure S14). This analysis
resulted in high-resolution molecular density maps of
individual synaptosomes, which revealed remarkable hetero-
geneity in the PSD95 nanoclusters, with some synaptosomes

Figure 3. a) Schematic illustration of a complementary peptide imaging
pair using the amino acid 5 as the direct binding reporter. The peptide
5-101A is regarded as the “imager peptide” and the peptide biotin-
101B as the “anchor peptide”. b) Synthetic scheme for the preparation
of the peptide 5-101A using standard protocols in SPPS. For synthetic
details, see Figure S7 and Supporting Information. c) Representative
fluorescence microscopy images showing the binding between 5-101A
(100 nM, green) and biotin-101B (100 nM) in the presence of
AlexaFluor647 (AF647)-streptavidin (17 nM, red). Merge fluorescence
signals displayed in yellow. Similar contrast was observed between
fluorescence images with 5-101A (wash-free) and fluorescence images
with AF647-streptavidin (after 3 washes with PBS).
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containing only one cluster, whereas others contained two
clusters or more. These results confirmed the application of
benzoselenadiazole-labeled peptides to nanoscopically im-
age the native distribution of endogenous PSD95 in brain
tissues. Unlike encoded fluorescent proteins,[23a] the small
size and switch-on character of fluorogenic peptides will
enable new SR imaging studies of protein localization and
turnover, as well as translational approaches for the rapid
detection of synaptic degradation in clinical samples from
patients with neurodegenerative disorders.

Conclusion

In the present work we report the first collection of
nitrobenzodiazole amino acids as small-sized building blocks
for the construction of fluorogenic probes and peptide-

guided super-resolution imaging. The optical characteriza-
tion of the library identified the amino-functionalized
benzoselenadiazole 5 as a red-emitting and photostable
amino acid with optimal fluorogenicity. The amino acid 5 is
chemically robust, scalable and compatible with most SPPS
procedures, enabling the generic labeling of peptide sequen-
ces. Using different optical and biophysical methods, we
have demonstrated that benzoselenadiazole-containing pep-
tides retain the structure and binding properties of unla-
beled peptides, and their switch-on character provides high
signal-to-background ratios in wash-free fluorescence micro-
scopy. Finally, we have applied benzoselenadiazole-labeled
peptides for imaging of endogenous PSD95 nanoclusters in
mouse brain samples with high localization precision. The
compatibility of these small fluorogens with peptide-PAINT
imaging will create new avenues for the rational design of

Figure 4. a) Chemical structure of the PSD95-binding peptide 16 highlighting the replacement of Ile in the original sequence by amino acid 5.
b) Representative fluorescence microscopy images of PSD95-HaloTag within a synaptosome labeled with SiR-HaloTag ligand (40 μM, top:
diffraction limited image) and peptide 16 (500 nM, bottom: peptide-PAINT image). Scale bar: 500 nm. c) Montage of frames, starting from the top
left frame and going from left to right and top to bottom with 1 second separation between frames, from time-lapse fluorescence microscopy of a
single synaptosome after incubation with peptide 16 (Movie S2 in Supporting Information). Scale bar: 500 nm. d) Longitudinal plot of fluorescence
emission of peptide 16 within the synaptosome shown in c. The peaks “ON” indicate the binding of peptide 16 to the PDZ domain and the
troughs “OFF” indicate the dissociation of peptide 16 from the PDZ domain. e) Representative fluorescence microscopy images from different
synapse subtypes as defined by the number of PSD95 nanoclusters per postsynaptic density (PSD). The left panels display peptide-PAINT SR
microscopy images of PSD95 in synaptosomes, and the right panels display the same images after nearest neighbor (NN) analyses, which feature
high local density in the protein nanoclusters. Scale bar: 500 nm. f, g) Representative histograms of the mean local density (top, determined by
counting the number of neighbors within a radius of each molecule scaled to the mean density in its synaptosome) and the effective map
resolution for each synaptosome (bottom).
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peptide-based probes for minimally invasive and targeted
biological imaging.

Acknowledgements

Z. K. is funded via the BBSRC EastBIO doctoral training
programme (BB/M010996/1). T. K. is funded by a Uehara
Memorial Foundation Research Fellowship. S. G. N. G.
acknowledges funds from the Simons Foundation Autism
Research Initiative (529085), ERC (695568) and a Wellcome
Technology Development Grant (202932/Z/16/Z). M. H. H.
acknowledges funding from the Royal Society (RGS\R1
\201163), UCB Biopharma and Dr. Jim Love. M. V.
acknowledges funding from an ERC Consolidator Grant
(771443). The authors thank the technical support and
assistance provided by Danielle Morgan and Andrew
Jamieson (University of Glasgow).

Conflict of Interest

The University of Edinburgh has filed a patent covering
some of the technology described in this manuscript. The
company Tocris Bioscience obtained a license to commerci-
alize compound 1 (SCOTfluor 510, fluoro), compound 12
(SCOTfluor 510 Dapa) and the Fmoc-protected derivative
of compound 7 (SCOTfluor 470 Dapa).

Data Availability Statement

The data that support the findings of this study are available
from the corresponding author upon reasonable request.

Keywords: Fluorescence · Microscopy · Probes · Proteins ·
Super-Resolution

[1] a) A. Fernandez, E. J. Thompson, J. W. Pollard, T. Kitamura,
M. Vendrell, Angew. Chem. Int. Ed. 2019, 58, 16894–16898;
Angew. Chem. 2019, 131, 17050–17054; b) C. Zhao, A.
Fernandez, N. Avlonitis, G. Vande Velde, M. Bradley, N. D.
Read, M. Vendrell, ACS Comb. Sci. 2016, 18, 689–696; c) A. S.
Abdelfattah, T. Kawashima, A. Singh, O. Novak, H. Liu, Y.
Shuai, Y. C. Huang, L. Campagnola, S. C. Seeman, J. Yu, J.
Zheng, J. B. Grimm, R. Patel, J. Friedrich, B. D. Mensh, L.
Paninski, J. J. Macklin, G. J. Murphy, K. Podgorski, B. J. Lin,
T. W. Chen, G. C. Turner, Z. Liu, M. Koyama, K. Svoboda,
M. B. Ahrens, L. D. Lavis, E. R. Schreiter, Science 2019, 365,
699–704; d) C. Li, M. A. Plamont, H. L. Sladitschek, V.
Rodrigues, I. Aujard, P. Neveu, T. Le Saux, L. Jullien, A.
Gautier, Chem. Sci. 2017, 8, 5598–5605; e) M. A. Plamont, E.
Billon-Denis, S. Maurin, C. Gauron, F. M. Pimenta, C. G.
Specht, J. Shi, J. Querard, B. Pan, J. Rossignol, K. Moncoq, N.
Morellet, M. Volovitch, E. Lescop, Y. Chen, A. Triller, S. Vriz,
T. Le Saux, L. Jullien, A. Gautier, Proc. Natl. Acad. Sci. USA
2016, 113, 497–502; f) D. I. Danylchuk, P. H. Jouard, A. S.
Klymchenko, J. Am. Chem. Soc. 2021, 143, 912–924; g) N.
Melnychuk, S. Egloff, A. Runser, A. Reisch, A. S. Klymchen-
ko, Angew. Chem. Int. Ed. 2020, 59, 6811–6818; Angew. Chem.

2020, 132, 6878–6885; h) S. J. Park, H. C. Yeo, N. Y. Kang, H.
Kim, J. Lin, H. H. Ha, M. Vendrell, J. S. Lee, Y. Chandran,
D. Y. Lee, S. W. Yun, Y. T. Chang, Stem Cell Res. 2014, 12,
730–741; i) J. S. Lee, H. K. Kim, S. Feng, M. Vendrell, Y. T.
Chang, Chem. Commun. 2011, 47, 2339–2341; j) J. S. Lee, Y. K.
Kim, M. Vendrell, Y. T. Chang, Mol. BioSyst. 2009, 5, 411–421;
k) D. M. Shcherbakova, P. Sengupta, J. Lippincott-Schwartz,
V. V. Verkhusha, Annu. Rev. Biophys. 2014, 43, 303–329.

[2] a) E. Betzig, Angew. Chem. Int. Ed. 2015, 54, 8034–8053;
Angew. Chem. 2015, 127, 8146–8166; b) S. van de Linde, M.
Heilemann, M. Sauer, Annu. Rev. Phys. Chem. 2012, 63, 519–
540; c) H. Li, J. C. Vaughan, Chem. Rev. 2018, 118, 9412–9454;
d) M. Bates, B. Huang, X. Zhuang, Curr. Opin. Chem. Biol.
2008, 12, 505–514; e) G. Vicidomini, G. Moneron, K. Y. Han,
V. Westphal, H. Ta, M. Reuss, J. Engelhardt, C. Eggeling,
S. W. Hell, Nat. Methods 2011, 8, 571–573; f) M. A. Thompson,
J. S. Biteen, S. J. Lord, N. R. Conley, W. E. Moerner, Methods
Enzymol. 2010, 475, 27–59.

[3] a) N. Dadina, J. Tyson, S. Zheng, L. Lesiak, A. Schepartz,
Curr. Opin. Chem. Biol. 2021, 65, 154–162; b) J. Tyson, K. Hu,
S. Zheng, P. Kidd, N. Dadina, L. Chu, D. Toomre, J.
Bewersdorf, A. Schepartz, ACS Cent. Sci. 2021, 7, 1419–1426;
c) P. Delcanale, D. Porciani, S. Pujals, A. Jurkevich, A.
Chetrusca, K. D. Tawiah, D. H. Burke, L. Albertazzi, Angew.
Chem. Int. Ed. 2020, 59, 18546–18555; Angew. Chem. 2020, 132,
18705–18714; d) E. Fuentes, K. Bohacova, A. M. Fuentes-
Caparros, R. Schweins, E. R. Draper, D. J. Adams, S. Pujals,
L. Albertazzi, Chem. Eur. J. 2020, 26, 9869–9873.

[4] a) P. Eiring, R. McLaughlin, S. S. Matikonda, Z. Han, L.
Grabenhorst, D. A. Helmerich, M. Meub, G. Beliu, M.
Luciano, V. Bandi, N. Zijlstra, Z. D. Shi, S. G. Tarasov, R.
Swenson, P. Tinnefeld, V. Glembockyte, T. Cordes, M. Sauer,
M. J. Schnermann, Angew. Chem. Int. Ed. 2021, 60, 26685–
26693; Angew. Chem. 2021, 133, 26889–26897; b) K. Uno, N.
Sugimoto, Y. Sato, Nat. Commun. 2021, 12, 2650; c) S. S.
Matikonda, R. Gotz, R. McLaughlin, M. Sauer, M. J. Schner-
mann, Methods Enzymol. 2020, 641, 225–244; d) D. P.
Klötzner, K. Klehs, M. Heilemann, A. Heckel, Chem. Com-
mun. 2017, 53, 9874–9877; e) N. R. Conley, J. S. Biteen, W. E.
Moerner, J. Phys. Chem. B 2008, 112, 11878–11880.

[5] a) Y. Han, Z. Zhang, W. Liu, Y. Yao, Y. Xu, X. Liu, C. Kuang,
X. Hao, Front. Chem. 2020, 8, 601436; b) S. A. Meyer, B. N.
Ozbay, M. Potcoava, E. Salcedo, D. Restrepo, E. A. Gibson, J.
Biomed. Opt. 2016, 21, 066017; c) A. Löschberger, T. Niehor-
ster, M. Sauer, Biotechnol. J. 2014, 9, 693–697.

[6] a) J. B. Grimm, B. P. English, H. Choi, A. K. Muthusamy, B. P.
Mehl, P. Dong, T. A. Brown, J. Lippincott-Schwartz, Z. Liu, T.
Lionnet, L. D. Lavis, Nat. Methods 2016, 13, 985–988; b) J. B.
Grimm, T. Klein, B. G. Kopek, G. Shtengel, H. F. Hess, M.
Sauer, L. D. Lavis, Angew. Chem. Int. Ed. 2016, 55, 1723–1727;
Angew. Chem. 2016, 128, 1755–1759; c) G. Lukinavicius, K.
Umezawa, N. Olivier, A. Honigmann, G. Yang, T. Plass, V.
Mueller, L. Reymond, I. R. Correa Jr., Z. G. Luo, C. Schultz,
E. A. Lemke, P. Heppenstall, C. Eggeling, S. Manley, K.
Johnsson, Nat. Chem. 2013, 5, 132–139; d) D. Hara, S. N. Uno,
T. Motoki, Y. Kazuta, Y. Norimine, M. Suganuma, S.
Fujiyama, Y. Shimaoka, K. Yamashita, M. Okada, Y. Nishika-
wa, H. Amino, S. Iwanaga, J. Phys. Chem. B 2021, 125, 8703–
8711; e) R. S. Erdmann, D. Toomre, A. Schepartz, Methods
Mol. Biol. 2017, 1663, 65–78.

[7] a) E. Betzig, G. H. Patterson, R. Sougrat, O. W. Lindwasser, S.
Olenych, J. S. Bonifacino, M. W. Davidson, J. Lippincott-
Schwartz, H. F. Hess, Science 2006, 313, 1642–1645; b) M. J.
Rust, M. Bates, X. Zhuang, Nat. Methods 2006, 3, 793–796;
c) S. W. Hell, Nat. Methods 2009, 6, 24–32; d) B. O. Leung,
K. C. Chou, Appl. Spectrosc. 2011, 65, 967–980; e) B. Huang,
H. Babcock, X. Zhuang, Cell 2010, 143, 1047–1058; f) D.

Angewandte
ChemieResearch Articles

Angew. Chem. Int. Ed. 2023, e202216231 (7 of 8) © 2022 The Authors. Angewandte Chemie International Edition published by Wiley-VCH GmbH

 15213773, 0, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1002/anie.202216231 by N

H
S E

ducation for Scotland N
E

S, E
dinburgh C

entral O
ffice, W

iley O
nline L

ibrary on [11/01/2023]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://doi.org/10.1002/anie.201910955
https://doi.org/10.1002/ange.201910955
https://doi.org/10.1021/acscombsci.6b00081
https://doi.org/10.1126/science.aav6416
https://doi.org/10.1126/science.aav6416
https://doi.org/10.1039/C7SC01364G
https://doi.org/10.1073/pnas.1513094113
https://doi.org/10.1073/pnas.1513094113
https://doi.org/10.1021/jacs.0c10972
https://doi.org/10.1002/anie.201913804
https://doi.org/10.1002/ange.201913804
https://doi.org/10.1002/ange.201913804
https://doi.org/10.1016/j.scr.2014.03.002
https://doi.org/10.1016/j.scr.2014.03.002
https://doi.org/10.1039/C0CC04495D
https://doi.org/10.1039/b821766c
https://doi.org/10.1146/annurev-biophys-051013-022836
https://doi.org/10.1002/anie.201501003
https://doi.org/10.1002/ange.201501003
https://doi.org/10.1146/annurev-physchem-032811-112012
https://doi.org/10.1146/annurev-physchem-032811-112012
https://doi.org/10.1021/acs.chemrev.7b00767
https://doi.org/10.1016/j.cbpa.2008.08.008
https://doi.org/10.1016/j.cbpa.2008.08.008
https://doi.org/10.1038/nmeth.1624
https://doi.org/10.1016/S0076-6879(10)75002-3
https://doi.org/10.1016/S0076-6879(10)75002-3
https://doi.org/10.1016/j.cbpa.2021.09.003
https://doi.org/10.1021/acscentsci.1c00670
https://doi.org/10.1002/anie.202004764
https://doi.org/10.1002/anie.202004764
https://doi.org/10.1002/ange.202004764
https://doi.org/10.1002/ange.202004764
https://doi.org/10.1002/chem.202001560
https://doi.org/10.1002/anie.202109749
https://doi.org/10.1002/anie.202109749
https://doi.org/10.1002/ange.202109749
https://doi.org/10.1016/bs.mie.2020.04.042
https://doi.org/10.1039/C7CC04996J
https://doi.org/10.1039/C7CC04996J
https://doi.org/10.1021/jp806698p
https://doi.org/10.1117/1.JBO.21.6.066017
https://doi.org/10.1117/1.JBO.21.6.066017
https://doi.org/10.1002/biot.201400026
https://doi.org/10.1038/nmeth.4034
https://doi.org/10.1002/anie.201509649
https://doi.org/10.1002/ange.201509649
https://doi.org/10.1021/acs.jpcb.1c03193
https://doi.org/10.1021/acs.jpcb.1c03193
https://doi.org/10.1007/978-1-4939-7265-4_6
https://doi.org/10.1007/978-1-4939-7265-4_6
https://doi.org/10.1126/science.1127344
https://doi.org/10.1038/nmeth929
https://doi.org/10.1038/nmeth.1291
https://doi.org/10.1016/j.cell.2010.12.002


Kamiyama, B. Huang, Dev. Cell 2012, 23, 1103–1110; g) R.
Riera, T. P. Hogervorst, W. Doelman, Y. Ni, S. Pujals, E. Bolli,
J. D. C. Codee, S. I. van Kasteren, L. Albertazzi, Nat. Chem.
Biol. 2021, 17, 1281–1288; h) R. P. Tas, L. Albertazzi, I. K.
Voets, Nano Lett. 2021, 21, 9509–9516.

[8] A. Sharonov, R. M. Hochstrasser, Proc. Natl. Acad. Sci. USA
2006, 103, 18911–18916.

[9] a) A. Aloi, N. Vilanova, L. Albertazzi, I. K. Voets, Nanoscale
2016, 8, 8712–8716; b) E. W. Sanders, A. R. Carr, E. Brugge-
man, M. Körbel, S. I. Benaissa, R. F. Donat, A. M. Santos, J.
McColl, K. O'Holleran, D. Klenerman, S. J. Davis, S. F. Lee,
A. Ponjavic, Angew. Chem. Int. Ed. 2022, 61, e202206919;
Angew. Chem. 2022, 134, e202206919.

[10] a) R. van Wee, M. Filius, C. Joo, Trends Biochem. Sci. 2021,
46, 918–930; b) D. J. Nieves, K. Gaus, M. A. B. Baker, Genes
2018, 9, 621.

[11] a) K. K. H. Chung, Z. Zhang, P. Kidd, Y. Zhang, N. D.
Williams, B. Rollins, Y. Yang, C. Lin, D. Baddeley, J.
Bewersdorf, Nat. Methods 2022, 19, 554–559; b) A. Auer, M. T.
Strauss, T. Schlichthaerle, R. Jungmann, Nano Lett. 2017, 17,
6428–6434.

[12] a) A. S. Eklund, M. Ganji, G. Gavins, O. Seitz, R. Jungmann,
Nano Lett. 2020, 20, 6732–6737; b) J. L. Werbin, M. S. Avenda-
no, V. Becker, R. Jungmann, P. Yin, G. Danuser, P. K. Sorger,
Sci. Rep. 2017, 7, 12150.

[13] a) L. S. Fischer, T. Schlichthaerle, A. Chrostek-Grashoff, C.
Grashoff, ChemBioChem 2021, 22, 2872–2879; b) C. Oi, S. G. J.
Mochrie, M. H. Horrocks, L. Regan, Protein Sci. 2020, 29,
2142–2149; c) C. Oi, Z. Gidden, L. Holyoake, O. Kantelberg, S.
Mochrie, M. H. Horrocks, L. Regan, Commun. Biol. 2020, 3,
458.

[14] a) N. Barth, L. Mendive-Tapia, R. Subiros-Funosas, O. Ghash-
ghaie, R. Lavilla, L. Maiorino, X. Y. He, I. Dransfield, M.
Egeblad, M. Vendrell, Angew. Chem. Int. Ed. 2022, 61,
e202113020; Angew. Chem. 2022, 134, e202113020; b) L.
Mendive-Tapia, R. Subiros-Funosas, C. Zhao, F. Albericio,
N. D. Read, R. Lavilla, M. Vendrell, Nat. Protoc. 2017, 12,
1588–1619; c) R. Subiros-Funosas, V. C. L. Ho, N. D. Barth, L.
Mendive-Tapia, M. Pappalardo, X. Barril, R. Ma, C. B. Zhang,
B. Z. Qian, M. Sintes, O. Ghashghaei, R. Lavilla, M. Vendrell,
Chem. Sci. 2020, 11, 1368–1374; d) R. Subiros-Funosas, L.
Mendive-Tapia, J. Sot, J. D. Pound, N. Barth, Y. Varela, F. M.
Goni, M. Paterson, C. D. Gregory, F. Albericio, I. Dransfield,
R. Lavilla, M. Vendrell, Chem. Commun. 2017, 53, 945–948;
e) J. D. Bell, A. H. Harkiss, D. Nobis, E. Malcolm, A.
Knuhtsen, C. R. Wellaway, A. G. Jamieson, S. W. Magennis,
A. Sutherland, Chem. Commun. 2020, 56, 1887–1890; f) A. H.
Harkiss, J. D. Bell, A. Knuhtsen, A. G. Jamieson, A. Suther-
land, J. Org. Chem. 2019, 84, 2879–2890; g) L. S. Fowler, D.
Ellis, A. Sutherland, Org. Biomol. Chem. 2009, 7, 4309–4316.

[15] a) S. Uchiyama, K. Kimura, C. Gota, K. Okabe, K. Kawamoto,
N. Inada, T. Yoshihara, S. Tobita, Chem. Eur. J. 2012, 18,
9552–9563; b) S. Benson, F. de Moliner, A. Fernandez, E.
Kuru, N. L. Asiimwe, J. S. Lee, L. Hamilton, D. Sieger, I. R.
Bravo, A. M. Elliot, Y. Feng, M. Vendrell, Nat. Commun.
2021, 12, 2369; c) S. Benson, A. Fernandez, N. D. Barth, F.
de Moliner, M. H. Horrocks, C. S. Herrington, J. L. Abad, A.
Delgado, L. Kelly, Z. Chang, Y. Feng, M. Nishiura, Y. Hori, K.
Kikuchi, M. Vendrell, Angew. Chem. Int. Ed. 2019, 58, 6911–
6915; Angew. Chem. 2019, 131, 6985–6989.

[16] a) S. I. Suarez, C. C. Warner, H. Brown-Harding, A. M.
Thooft, B. VanVeller, J. C. Lukesh, Org. Biomol. Chem. 2020,

18, 495–499; b) B. A. D. Neto, J. R. Correa, J. Spencer, Chem.
Eur. J. 2022, 28, e202103262.

[17] F. de Moliner, I. Biazruchka, K. Konsewicz, S. Benson, S.
Singh, J. S. Lee, M. Vendrell, Front. Chem. Sci. Eng. 2022, 16,
128–135.

[18] a) L. Mendive-Tapia, C. Zhao, A. R. Akram, S. Preciado, F.
Albericio, M. Lee, A. Serrels, N. Kielland, N. D. Read, R.
Lavilla, M. Vendrell, Nat. Commun. 2016, 7, 10940–10948;
b) N. D. Barth, R. Subiros-Funosas, L. Mendive-Tapia, R.
Duffin, M. A. Shields, J. A. Cartwright, S. T. Henriques, J. Sot,
F. M. Goni, R. Lavilla, J. A. Marwick, S. Vermeren, A. G.
Rossi, M. Egeblad, I. Dransfield, M. Vendrell, Nat. Commun.
2020, 11, 4027; c) L. Mendive-Tapia, D. Mendive-Tapia, C.
Zhao, D. Gordon, S. Benson, M. J. Bromley, W. Wang, J. Wu,
A. Kopp, L. Ackermann, M. Vendrell, Angew. Chem. Int. Ed.
2022, 61, e202117218; Angew. Chem. 2022, 134, e202117218.

[19] D. R. Jenkinson, A. J. Cadby, S. Jones, Chem. Eur. J. 2017, 23,
12585–12592.

[20] Y. P. Hsu, J. Rittichier, E. Kuru, J. Yablonowski, E. Pasciak, S.
Tekkam, E. Hall, B. Murphy, T. K. Lee, E. C. Garner, K. C.
Huang, Y. V. Brun, M. S. VanNieuwenhze, Chem. Sci. 2017, 8,
6313–6321.

[21] N. Kaplaneris, J. Son, L. Mendive-Tapia, A. Kopp, N. Barth, I.
Maksso, M. Vendrell, L. Ackermann, Nat. Commun. 2021, 12,
3389.

[22] R. Chen, H. S. Rishi, V. Potapov, M. R. Yamada, V. J. Yeh, T.
Chow, C. L. Cheung, A. T. Jones, T. D. Johnson, A. E.
Keating, W. C. DeLoache, J. E. Dueber, ACS Synth. Biol.
2015, 4, 1205–1216.

[23] a) H. D. MacGillavry, Y. Song, S. Raghavachari, T. A. Blan-
pied, Neuron 2013, 78, 615–622; b) D. Nair, E. Hosy, J. D.
Petersen, A. Constals, G. Giannone, D. Choquet, J. B. Sibarita,
J. Neurosci. 2013, 33, 13204–13224; c) Y. Fukata, A. Dimitrov,
G. Boncompain, O. Vielemeyer, F. Perez, M. Fukata, J. Cell
Biol. 2013, 202, 145–161; d) M. J. Broadhead, M. H. Horrocks,
F. Zhu, L. Muresan, R. Benavides-Piccione, J. DeFelipe, D.
Fricker, M. V. Kopanitsa, R. R. Duncan, D. Klenerman, N. H.
Komiyama, S. F. Lee, S. G. Grant, Sci. Rep. 2016, 6, 24626.

[24] W. G. Walkup, M. B. Kennedy, Curr. Protoc. Protein Sci. 2015,
80.

[25] M. Niethammer, J. G. Valtschanoff, T. M. Kapoor, D. W.
Allison, R. J. Weinberg, A. M. Craig, M. Sheng, Neuron 1998,
20, 693–707.

[26] E. Bulovaite, Z. Qiu, M. Kratschke, A. Zgraj, D. G. Fricker,
E. J. Tuck, R. Gokhale, B. Koniaris, S. A. Jami, P. Merino-
Serrais, E. Husi, L. Mendive-Tapia, M. Vendrell, T. J. O’Dell,
J. DeFelipe, N. H. Komiyama, A. Holtmaat, E. Fransén,
S. G. N. Grant, Neuron 2022, 110, 1–17.

[27] J. M. Masch, H. Steffens, J. Fischer, J. Engelhardt, J. Hubrich,
J. Keller-Findeisen, E. D’Este, N. T. Urban, S. G. N. Grant,
S. J. Sahl, D. Kamin, S. W. Hell, Proc. Natl. Acad. Sci. USA
2018, 115, 8047–8056.

[28] R. P. J. Nieuwenhuizen, K. A. Lidke, M. Bates, D. L. Puig, D.
Grunwald, S. Stallinga, B. Rieger, Nat. Methods 2013, 10, 557–
562.

Manuscript received: November 3, 2022
Accepted manuscript online: November 22, 2022
Version of record online: ■■■, ■■■■

Angewandte
ChemieResearch Articles

Angew. Chem. Int. Ed. 2023, e202216231 (8 of 8) © 2022 The Authors. Angewandte Chemie International Edition published by Wiley-VCH GmbH

 15213773, 0, D
ow

nloaded from
 https://onlinelibrary.w

iley.com
/doi/10.1002/anie.202216231 by N

H
S E

ducation for Scotland N
E

S, E
dinburgh C

entral O
ffice, W

iley O
nline L

ibrary on [11/01/2023]. See the T
erm

s and C
onditions (https://onlinelibrary.w

iley.com
/term

s-and-conditions) on W
iley O

nline L
ibrary for rules of use; O

A
 articles are governed by the applicable C

reative C
om

m
ons L

icense

https://doi.org/10.1016/j.devcel.2012.10.003
https://doi.org/10.1038/s41589-021-00896-2
https://doi.org/10.1038/s41589-021-00896-2
https://doi.org/10.1021/acs.nanolett.1c02895
https://doi.org/10.1073/pnas.0609643104
https://doi.org/10.1073/pnas.0609643104
https://doi.org/10.1039/C6NR00445H
https://doi.org/10.1039/C6NR00445H
https://doi.org/10.1016/j.tibs.2021.05.010
https://doi.org/10.1016/j.tibs.2021.05.010
https://doi.org/10.3390/genes9120621
https://doi.org/10.3390/genes9120621
https://doi.org/10.1038/s41592-022-01464-9
https://doi.org/10.1021/acs.nanolett.7b03425
https://doi.org/10.1021/acs.nanolett.7b03425
https://doi.org/10.1021/acs.nanolett.0c02620
https://doi.org/10.1002/cbic.202100301
https://doi.org/10.1002/pro.3953
https://doi.org/10.1002/pro.3953
https://doi.org/10.1038/nprot.2017.048
https://doi.org/10.1038/nprot.2017.048
https://doi.org/10.1039/C9SC05558D
https://doi.org/10.1039/C6CC07879F
https://doi.org/10.1039/C9CC09064A
https://doi.org/10.1021/acs.joc.9b00036
https://doi.org/10.1039/b912782h
https://doi.org/10.1002/chem.201200597
https://doi.org/10.1002/chem.201200597
https://doi.org/10.1002/anie.201900465
https://doi.org/10.1002/anie.201900465
https://doi.org/10.1002/ange.201900465
https://doi.org/10.1039/C9OB02486G
https://doi.org/10.1039/C9OB02486G
https://doi.org/10.1007/s11705-021-2080-8
https://doi.org/10.1007/s11705-021-2080-8
https://doi.org/10.1002/chem.201702289
https://doi.org/10.1002/chem.201702289
https://doi.org/10.1039/C7SC01800B
https://doi.org/10.1039/C7SC01800B
https://doi.org/10.1021/acssynbio.5b00060
https://doi.org/10.1021/acssynbio.5b00060
https://doi.org/10.1016/j.neuron.2013.03.009
https://doi.org/10.1523/JNEUROSCI.2381-12.2013
https://doi.org/10.1083/jcb.201302071
https://doi.org/10.1083/jcb.201302071
https://doi.org/10.1016/S0896-6273(00)81009-0
https://doi.org/10.1016/S0896-6273(00)81009-0
https://doi.org/10.1038/nmeth.2448
https://doi.org/10.1038/nmeth.2448


Research Articles
Imaging Agents
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J. A. Gonzalez-Vera, T. Kaizuka,
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Small Fluorogenic Amino Acids for Peptide-
Guided Background-Free Imaging

Benzodiazole amino acids are excellent
small building blocks for the construc-
tion of background-free peptide probes
for fluorescence imaging. We demon-
strate their robustness and versatility for
solid-phase peptide synthesis, their min-
imally invasive character, and their com-
patibility with different optical imaging
modalities, including super-resolution
peptide-PAINT imaging.
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