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modality for the non-invasive imaging of deep tissues in
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In the last few years, high-resolution near-infrared (NIR) optical imaging has become an indispensable
modality for non-invasive visualization of deep tissues both in fundamental life science and preclinical
research. This is due to the high tissue permeability, low absorption and low scattering of NIR light
as well as the low autofluorescence in the NIR wavelength region (700-1400 nm) in living systems.
Compared to magnetic resonance imaging (MRI), X-ray computer tomography (X-ray CT), and positron
emission tomography (PET), NIR optical imaging has a high spatiotemporal resolution (~um) enough to
visualize cellular dynamics at the whole-body level. Additionally, NIR optical imaging does not require
high-energy ionizing radiation, such as X-rays, that leads to serious radiation damage of living cells.
Furthermore, NIR optical imaging can easily achieve molecular imaging with the aid of NIR optical
probes, which specifically bind to biomarkers expressed on cell surfaces. Thus, NIR optical imaging has
great potential to be used for non-invasive optical diagnostics of diseases in medical and clinical fields.
For such NIR optical imaging, NIR fluorescent probes with high brightness and biocompatibility are
crucial. Although a variety of NIR imaging probes based on nanoparticles such as quantum dots and
dye-incorporated polymers have been developed, possible applications of these imaging probes to
optical contrast agents are limited due to their cytotoxicity. In contrast, fluorescent proteins and
bioluminescence-based probes are highly biocompatible and practical for biomedical applications.
During the last few years, a variety of NIR optical probes based on engineered proteins have been
reported for fluorescence and/or bioluminescence in vivo imaging. This review describes the recent
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1. Introduction

NIR optical imaging of living systems is widely used for tracking
of live phenomena, detection of cancerous tumours, and secure
handling of surgery."” Currently, NIR optical imaging has
become an indispensable modality for the non-invasive imaging
of deep tissues in fundamental life science and preclinical
research. Compared to other conventional imaging modalities
such as MRI, X-ray CT, and PET, NIR optical imaging has a
high spatiotemporal resolution (~pm) enough to visualize
molecular and cellular dynamics at the whole-body level.*”
Recent development in NIR fluorescent proteins (FPs) and
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bioluminescence-based probes permits non-invasive molecular
imaging in vivo, where it is difficult to achieve high-resolution
in vivo molecular imaging with the conventional imaging
modalities such as MRI and X-ray CT.

To date, conventional FPs emitting in the visible region have
been commonly used for imaging of live cells.® However, visible-
emitting FPs are not suitable for tissue imaging at the whole-body
level,”® because of the strong tissue absorption and scattering of
visible light (400-700 nm). In contrast, NIR light in the wavelength
range of 700-1400 nm, the so-called “first and second NIR
window” (Fig. 1a), is preferable for deep-tissue imaging."*™* This
is due to the high permeability, and low absorption and scattering
of NIR light in living tissues in addition to the low tissue
autofluorescence in the NIR wavelength region (Fig. 1b and c).'***
These superior properties of NIR light lead to clearer deep-tissue
imaging with high signal-to-noise (S/N) ratios (Fig. 1d).">

In the last few years, a variety of NIR FPs have been
developed for non-invasive in vivo imaging in animals.'®>®
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NIR FPs have several advantages over chemically synthesized
fluorescent dyes. NIR FPs can be genetically expressed in living
systems with cellular protein tags, which help in tracking the
activities of a gene of interest inside living cells. So far, many
effective NIR FPs have been developed from bacterial phyto-
chromes, leading to various applications in NIR in vivo imag-
ing. These NIR FPs are categorized into three groups, namely,
dimeric NIR FPs (iRFPs and IFPs),”'”'® monomeric NIR FPs
(miRFPs, mIFP, miRFPnano and Wi-Phy),"*?* and photo-
switchable NIR FPs (PAiRFPs).>®> Most of the NIR FPs have high
extinction coefficients. Therefore their relatively low quantum
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Fig. 1 (a) The first and second NIR window ranging from 700 nm to 1400 nm
shows minimal light absorption by deoxy-hemoglobin (Hb), hemoglobin
(HbO,), and water. Reproduced with permission from ref. 11 (Copyright
2009, Springer-Nature). (b) Attenuation of light in breast tissue. Reproduced
from ref. 14 (Copyright 2016, Creative Commons). (c) Autofluorescencee from
skin, brain, and heart tissues. The images were taken at a wavelength of
520 nm, 720 nm, and 1100 nm by excitation at 482 nm, 670 nm, and 785 nm,
respectively. (d) Microscopic fluorescence images of QD-doped porous beads
(15 pm in diameter) and their passage images through brain and heart tissues.
The images were taken at a wavelength of 520 nm, 720 nm, and 1100 nm by
excitation at 482 nm, 670 nm, and 785 nm, respectively. The slice thicknesses
of the brain and heart are 100 and 200 um, respectively. Normalized images
show the fluorescence intensities normalized against the intensities in the
absence of tissue slices. Adjusted images show the fluorescence intensities
normalized to the peak to peak intensity. Figure (c) and (d) are reproduced with
permission from ref. 15 (Copyright 2014, Royal Society of Chemistry).

yields are compensated by their high extinction coefficients
for live imaging applications. Among the available NIR-FPs,
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miRFP680 is the brightest FP. All NIR-FPs emit fluorescence
by utilizing endogenous chromophores in eukaryotic and
mammalian cells.

In addition to NIR FPs, bioluminescence-based probes can
also be used for non-invasive in vivo imaging in the NIR
window. Unlike NIR FPs, bioluminescent proteins do not need
external excitation, leading to high signal to background
imaging because of almost no tissue autofluorescence.
However, only a limited number of bioluminescent proteins
are available for non-invasive in vivo imaging in the NIR
window. Most bioluminescent protein-substrate systems emit
luminescence in the visible region.”® For example, firefly
luciferase/p-luciferin and Renilla luciferase/coelenterazine (CTZ)
systems emit bioluminescence at around 480 nm and 560 nm,
respectively.”® However, red-shifted bioluminescent protein-sub-
strate pairs (luciferase/luciferin) have recently been developed for
in vivo imaging by modification of the chemical structures of
luciferins to emit in the longer wavelength region.>”** To date, a
variety of luciferin analogues with extended m-conjugation have
been synthesized to achieve bioluminescence in vivo imaging in
living systems.**~** For instance, a red-shifted luciferin analogue
(AkaLumine) emits in the NIR region over 700 nm, which was
used for single-cell bioluminescence imaging in freely moving
animals.** Red-shifted luciferin analogues were also used for NIR
in vivo imaging of cancer cells and cancer metastasis in living
mice.*"**

The use of bioluminescence resonance energy transfer
(BRET) is an alternative method to achieve bioluminescence
imaging beyond the visible region.***” BRET consists of a
luciferase/luciferin system as an energy donor and a NIR
fluorophore as an energy acceptor. Several types of NIR fluoro-
phores such as organic dyes, NIR FPs, and quantum dots (QDs)
have been used as energy acceptors in the BRET system.>®
Compared to organic dyes and nanoparticle-based fluoro-
phores such as QDs, NIR FPs can be genetically encoded into
cells and tissues in living systems. The genetically encoded NIR
FPs are relatively easy to use to label specific biomolecules and
organelles to track their functional roles in living systems.

Owing to the development of NIR FPs and bioluminescence-
based probes, a variety of high-resolution in vivo imaging
techniques in the NIR region have been developed. These
include wide field/confocal NIR fluorescence microscopy,
super-resolution microscopy, and light sheet fluorescence
microscopy. These imaging techniques have been applied to
high-resolution in vivo imaging to visualize the three-dimensional
structure of molecular and cellular dynamics at a sub-micrometer
scale. In this review, we present the recent progress on NIR FPs
and bioluminescence-based probes as well as high-resolution
in vivo imaging techniques.

2. NIR FP-based probes for in vivo
imaging

In the past two decades, genetically encoded FPs have been
widely used for visualization of a variety of biological functions

This journal is © The Royal Society of Chemistry 2020

View Article Online

Review

such as calcium ion fluctuation, protein-protein interactions,
and cell-cycle study in living cells.® Recently, several types of
NIR FPs have been developed for their applications in non-
invasive in vivo imaging.'® Compared to visible light, NIR light
(wavelength: 700-1400 nm) is relatively permeable in living
tissues because of its low absorption and low scattering in
tissues. In addition, tissue autofluorescence in the NIR region
is very weak compared to that in the visible region (wavelength:
400-700 nm) (Fig. 1c). By combining NIR FPs with advanced
imaging techniques such as two-photon microscopy, non-
invasive deep-tissue imaging enables a high spatial resolution
of ~pm at millimeter depths. NIR FPs for in vivo imaging
can be categorized into three groups, dimeric NIR proteins,
monomeric NIR proteins, and photo-switchable NIR proteins
(Tables 1 and 2).

2.1. Dimeric NIR FPs

More than twenty NIR FPs are now available. These NIR FPs can
be selected based on the user’s choice and the type of biological
imaging applications. Typical NIR FPs are summarised in
Table 1. Among them, iRFP720 is the most far-red emitting
dimeric FP (34.6 kDa) which emits in the conventional NIR
region (EXpax: 702 nm and Emyy,,: 720 nm)."” This is a dimeric
NIR FP based on iRFP713, which is derived from the RpBphP2
phytochrome photoreceptor of Rhodopseudomonas palustris®®
(Fig. 2). iRFP720 requires the cofactor biliverdin for fluores-
cence emission. Because of its low acid sensitivity, it can also be
utilized for specific applications where the cellular environ-
ment is acidic.'” iRFP720 works well with multicolor in vivo
imaging with other iRFP variants fused with several cellular
protein tags.'” However, this protein has limited use for in vivo
tracking and protein dynamics study due to its dimeric nature.
Another variant, iRFP702, has among the highest quantum
yields (QY = 8.2%);'”'® iRFP720 gives superior brightness in
in vivo imaging owing to the NIR-shifted emission, weak auto-
fluorescence, low scattering and better tissue penetration of the
NIR light.***!

iRFP720 can also be used as a BRET acceptor for BRET-based
in vivo deep-tissue imaging. Verkhusha et al. engineered two
novel chimeric probes based on RLuc8 luciferase fused iRFP670
and iRFP720 NIR FPs.'* Due to intramolecular BRET between
RLuc8 and iRFP, the chimeric probes show NIR biolumines-
cence with maxima at 670 nm and 720 nm. These BRET probes
enable combined multi-color bioluminescence imaging of the
iRFPs, leading to BRET-based highly sensitive NIR detection of
cancer cells as well as continuous spatiotemporal analysis of
metastatic cells in living mice.

IFP1.4 and IFP2.0 are other dimeric NIR FPs with an emis-
sion maximum of 708 nm and 711 nm, respectively. IRF1.4 is a
34.8 kDa protein derived from a chromophore-binding domain
(DrCBD) of Deinococcus radiodurans.® However, an exogenous
supply of biliverdin cofactor is required to achieve fluorescence
imaging of these NIR-FPs in mammalian cells. IFP2.0, a
brighter version of IFP1.4, was developed after insertion of 11
mutations in ¢cDNA of IFP1.4."® In some cases, dimeric NIR
FPs are preferred over monomer NIR FPs due to the superior

Mater. Adv., 2020, 1,967-987 | 969
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Table 1 Properties of NIR FPs
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Characteristics
Extinction Molecular Brightness in
Excitation  Emission QY Dimeric coefficient brightness mammalian

NIR-FPs (nm) (nm) (%) state M 'em ™) vs. miRFP720 (%)  cells vs. miRFP720 (%)  Ref.
emiRFP670 642 670 14 Monomeric 87700 204.7 117 42
miRFP670 642 670 14 Monomeric 87400 204.7 67.9 19
miRFP670-2 643 670 13.6 Monomeric 103 000 234.3 80.8 42
miRFP670nano 645 670 10.8 Monomeric 95000 171.9 67.9 23
miRFP680 661 680 14.5 Monomeric 94000 228 156.7 42
miRFP682 663 682 11.2 Monomeric 91000 170.5 101.8 42
iRFP702 673 702 8.2 Dimeric 93000 56 17
miRFP702 673 702 8.1 Monomeric 88000 119.2 40.6 20
emiRFP703 674 703 8.6 Monomeric 90900 130.8 77.6 42
miRFP703 674 703 8.6 Monomeric 90900 130.8 49.8 42
miRFP709 683 709 5.4 Monomeric 78400 79.8 29 19
mIFP 683 705 (704) 6.9 (8.4) Monomeric 65900 (82000) 114.6 17.6 22
IFP1.4“ 684 708 7 Dimeric 92 000 NA NA 18
IFP2.0* 688 (690) 709 (711) 6.8 (8.1)  Dimeric 72900 (98000) NA NA 18
iRFP713 (akaiRFP) 690 713 6.3 Dimeric 98000 NA 90 7
miRFP713 690 713 7 Monomeric 99000 115.9 94.9 42
Wi-Phy* 701 719 4.7 Monomeric 92991 NA NA 24
miRFP720 702 720 6.1 Monomeric 98000 100 100 21
iRFP720 702 720 6 Dimeric 96 000 NA 96 17
“ An exogenous supply of biliverdin chromophore is required for fluorescence emission in eukaryotic and mammalian cells.
Table 2 Properties of photo-switchable NIR FPs

NIR-FP
Properties PAiRFP1 PAIRFP2
Excitation-max (nm) 373/659 (relaxed) 383/657 (relaxed)

390/690 (photoactivatable) 389/692 (photoactivatable)
Emission-max (nm) 703 (relaxed) 708 (relaxed)

717 (photoactivatable) 719 (photoactivatable)
QY (%) 4.8 4.7
Dimeric state Monomeric Monomeric
Molecular brightness ND ND
Extinction coefficient (M~ cm ™) 48700 (relaxed) 39500 (relaxed)

67100 (excited) 63 600 (excited)
Half time for conversion 58 minutes 233 minutes
Photoconversion Reversible Reversible
Fate of conversion Weakly fluorescent to highly fluorescent Weakly fluorescent to highly fluorescent
Ref. 25 25

brightness of dimeric NIR FPs. They work well with many but
not all cellular tags as fusion partners. However, they have
limited use in live-cell dynamics and tracking applications due
to their dimeric nature.

2.2. Monomeric NIR FPs

The development of monomeric NIR FPs makes in vivo live cell
imaging and dynamics study more easy with lower laser
power."'*'> Monomeric NIR FP variants have nearly similar
photophysical properties to dimeric NIR FPs with slightly com-
promised brightness (Table 1). However, they are preferred over
dimer NIR FPs for live-cell study and animal imaging with other
cellular fusion protein tags because of their monomeric nature.
Also, because of their monomeric nature, the localization effi-
ciency of these NIR FPs is better than that of dimer NIR FPs.
The first set of bright monomeric NIR FPs engineered from
bacterial phytochromes are mIFP*> and miRFPs (miRFP670,

970 | Mater. Adv., 2020, 1, 967-987

miRFP670-2, emiRFP670, miRFP680, miRFP682, miRFP703,
emiRFP703, miRFP709, miRFP713 and miRFP720)'%>"*?
(Fig. 3). They work as a good fusion partner with several cellular
protein tags like collagen, H2B, vimentin, tubulin, and actin
and in free form in a living system without showing any
aggregation. The molecular weight of mIFPs and miRFPs is
35.1 kDa and 34.6 kDa, respectively. Among them, miRFP680
has the highest QY and superior molecular brightness; this
protein expressed very well with many cellular tag-proteins and
miRFP720. Other bright and photostable NIR-FPs such as
emiRFP670 and emiRFP703 with enhanced photophysical
characteristics have been successfully utilized for single and
multiplex non-invasive whole body imaging of mice.*> However,
miRFP713 and miRFP720 are more preferable for deep-tissue
in vivo imaging because of their NIR-shifted emission maximum
(Empax 713 nm and Emy,,,: 720 nm, respectively). These proteins
can be used for dual-colour multiplex imaging with other

This journal is © The Royal Society of Chemistry 2020
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Fig. 2 (a) iRFP is engineered from R. palustris bacterial phytochrome RpBphP2 by removal of the PHY and His kinase domains, and consists only of the
CBD comprising the PAS and GAF domains, which differs from the CBD of wildtype RpBphP2 by 13 amino acid substitutions. (b) The 3D structure of the
CBD of bacterial phytochrome RpBphP2. Figure (a) and (b) are reproduced with permission from ref. 39 (Copyright 2014, FEBS Journal). (c) and (d)
Multicolor imaging of a living mouse with two injected tumors expressing iRFP670 (left tumor) and iRFP720 (right tumor). (e) Microscopy of Hela cells
coexpressing iRFP670 and iRFP720 in the nucleus and mitochondria (Mito). Pseudocolor images (iRFP670 channel in green and iRFP720 channel in
magenta) and the overlay are shown. Scale bars, 10 um. (f) Confocal microscopy with spectral detection and linear unmixing of MTLn3 cells expressing
iRFP670, iRFP682, iRFP702 and iRFP720. The unmixed channels and the overlay are shown in pseudocolors. Scale bars, 20 um. (g) Separate detection of
five types of tumors expressing iRFPs in living mice. Mice were injected with two types of MTLn3 cells each, from left to right in each image: iRFP670,
iRFP682, iRFP702, iRFP713 and iRFP720. Figures (c)—(g) are reproduced with permission from ref. 17 (Copyright 2013, Springer-Nature).
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Fig. 3 (a) Schematics of directed molecular evolution resulting in three monomeric miRFPs. The chromophore-binding PAS-GAF domains, which are
not involved in dimerization of RpBphP1, were used as a starting point. To exclude formation of even weak dimers, residues in the C-terminal a-helix in
the GAF domain were mutated. To obtain spectrally distinct variants, residues 201 and 202 in the —PXSDIP— motif and residue 253 in the —PIH- motif in
the GAF domain were mutated. (b) Fluorescence excitation spectra of engineered miRFP670, miRFP703 and miRFP709. (c) Fluorescence emission
spectra of miRFPs. (d) Size-exclusion chromatography of miRFPs. (e) Brightness of live Hela cells transiently transfected with several BphP-based NIR
FPs. (f) Representative fluorescence images of several BphP-based NIR FPs in live Hela cells. Reproduced from ref. 19 (Copyright 2016, Creative
Commons).

spectrally far NIR-FP bright variants of miRFPs like miRFP 680, extinction coefficient."® The monomeric protein miRFP670-
miRFP670 and emiRFP670 for dual-colour iz vivo imaging. nano has nearly half the molecular weight of miRFP670, which

Among the monomeric NIR FPs, miRFP670nano is the latest makes it a better fusion partner candidate with other cellular
and smallest NIR FP (17 kDa). This protein has an emission proteins. In mammalian cells, miRFP670nano exhibits 2.8- and
maximum at 670 nm upon excitation at 645 nm with a 95000 1.3-fold higher photostability than miRFP670 and miRFP703.

This journal is © The Royal Society of Chemistry 2020 Mater. Adv., 2020, 1,967-987 | 971
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It shows precise expression with several fusion tag cellular
proteins and behaves as a perfect fluorescence resonance
energy transfer (FRET) donor with miRFP720 for in vitro and
in vivo imaging."®

NIR FPs also prove to be useful in super-resolution imaging
as they generate low autofluorescence signals in living cells.
Structured illumination microscopy with miRFP703 and other
variants provides superior spatial resolution compared to wide-
field fluorescence imaging for tubulin, H2B and various other
cellular tags.’ The enhanced brightness and photostability of the
newly developed emiRFP670 and emiRFP703 worked perfectly
well in single and dual-colour STED imaging with an 11-36 fold
decrease in the STED illumination dose in mammalian cells
compared to their previously existing monomer NIR-FPs.*>

2.3. Photo-switchable NIR FPs

Photo-switchable FPs allow illuminating only the area of interest,
which drastically improves the spatial and temporal resolution
and image quality. PAIRFP1 and PAiRFP2 are the only photo-
switchable NIR FPs emitting above 700 nm (Table 2).° They are
capable of undergoing multiple dark-bright cycles upon excita-
tion with NIR light before bleaching.”® The emission peak of
PAIRFPs is almost 50 nm red-shifted relative to that of the
conventional red-shifted photo-switchable GFP-like protein,
PSmOrange, leading to the use of PAiRFPs for dual-colour
imaging.

PAiRFPs are developed from a bacterial phytochrome photo-
receptor (BphP) known as AtBphP2,**** which utilizes heme-
derived biliverdin (ubiquitous in mammalian tissues) as the
chromophore. Initially, weakly fluorescent PAiRFPs undergo
photoconversion into a highly fluorescent state with an excita-
tion/emission wavelength of 690 nm/717 nm. They are not as
bright as the other monomeric NIR FPs but can be used in
protein tracking with localized excitation and super-resolution
imaging. Verkhusha et al. reported that whole-body imaging of
mice using PAIiRFPs gave two times higher signals than iRFP
because of their photo-conversion properties.>®> Photo-
switchable FPs have been widely used for various 2D and 3D
super-resolution imaging in photoactivated localization micro-
scopy (PALM), reversible saturable optical fluorescence transi-
tion (RESOLFT), structured illumination microscopy (SIM) and
light sheet fluorescence microscopy (LSFM).** Photo-switchable
NIR FPs could have the potential to be used for in vivo super-
resolution imaging with superior signal-to-noise ratios.

NIR FPs with two-photon excitation have proven to give
better signal-to-noise contrast and tissue scattering for in vivo
and deep-tissue non-invasive imaging. Several NIR-FPs have
been applied in two-photon imaging of primary neuronal cell
culture, mouse brain, and brain slices of mice and monkeys.**™°
The Verkhusa group conducted two colour imaging of EGFP and
iRFP680 by low-dose 880 nm two-photon excitation (6.5 mW).*®
They achieved sub-cellular resolution in vivo imaging of neurons
with a penetration depth as deep as 285 pm from the brain surface.
NIR-FP based sensors have been recently developed for high-
resolution in vivo neuroimaging using two-photon excitation in
various animal models.

972 | Mater. Adv., 2020, 1, 967-987

View Article Online

Materials Advances

The Betzig group achieved wavefront sensing and visualiza-
tion of the mouse cortex up to a 700 pm depth using two-
photon excitation with iRFP713 NIR-FP.*” Other groups devel-
oped NIR-FP based voltage and calcium sensors using mIFP
and miRFPs to monitor brain and neuronal activity in mice,
zebrafish, C. elegans and Xaenopus laevis.**>° Two-photon
neuronal calcium imaging and sensing have been reported by
utilizing NIR genetically encoded calcium ion indicators
(GECIs) namely, NIR-GECO1 and NIR-GECO2, based on mIFP
NIR-FPs.*®*° The Campbell group reported multiplex calcium
imaging by utilizing 1250 nm two-photon excitation of NIR-
GECO1 together with other previously developed calcium sen-
sors such as GCaMP6f and RCaMP1.07 in live brain slices of
mice.*® The same group reported other improved GECI variants
such as NIR-GECO2 and NIR-GECO2G based on miRFP703.>
Bright NIR-FPs (e.g. miRFP680, emiRFP670 and miRFP720) will
be good candidates for deeper-tissue calcium and voltage
sensors with the two-photon excitation technique.

The major advantage of NIR-FPs over chemical dyes is
genetic encodability with the fusion tag protein of interest.
This helps in allowing live in vivo imaging of the whole animal.
Several such studies have been done in the past to develop
transgenic animals such as mice, rats and fruit flies, expressing
NIR-FPs. The Miwa group developed the first iRFP based
transgenic animal where they showed iRFP expression in
almost every organ such as the liver, kidney, lungs, heart, brain,
spleen, pancreas, bone, testis, thymus and adipose tissues.*"
In two separate studies, miRFP713 was used to develop a
transgenic cre-dependent inducible mouse model. In the first
study, tumor development and in vivo recombinase activity
were explored.”® They investigated live tumor progression,
metastasis events and recombination events upon conditional
activation of a cre-inducible system expressing miRFP713.
In another study, a miRFP713 based mouse transgenic model
was used to image a neuronal network in vivo without the
supply of exogeneous chromophore biliverdin.>®

A transgenic mouse model expressing Ucpl-iRFP720 was
developed by the Hisatake group to study the role of uncoupling
protein 1 (UCP1) activity in thermogenesis control in non-invasive
in vivo systems.>* Uncoupling protein 1 (UCP1) is a mitochond-
rially expressed protein helping to uncouple the electron transport
chain from ATP synthesis to produce heat. The mouse model
developed in this study is useful for the in vivo study of pathways
where adipocyte induction and non-shivering thermogenesis are
involved.>*

Gu et al. developed a two cell homologous recombination
(2C-HR-CRISPR) method utilizing histone2B-miRFP703 NIR-FP
to demonstrate the CRISPR-cas9 gene editing method for the
generation of a transgenic mouse line and achieved three
color imaging with mCherry, Halo-tag and miRFP703.>®
McDole et al. achieved the fine detail of the developing heart
of a mouse embryo with light-sheet microscopy by utilizing
a histone2B-miRFP703 NIR-FP expressing transgenic mouse.’®
They utilized a transgenic mouse embryo expressing histone2B-
miRFP703, where they were able to achieve cellular level
resolution up to a 600 pm depth covering the entire linear
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heart tube, head-fold and foregut pocket region.’® These stu-
dies have demonstrated the efficient use of NIR-FPs for non-
invasive deep-tissue imaging and successful expression in
transgenic animal systems.

3. Bioluminescence based probes for
in vivo imaging

Compared to fluorescence imaging, bioluminescence in vivo
imaging has a superior advantage in that the background
signals due to tissue autofluorescence are almost zero, because
external excitation is not needed in bioluminescence imaging.
In addition, bioluminescence imaging permits long-term
observation of living cells without irradiation using excitation
light, leading to no photobleaching and photocytotoxicity.
There are several types of bioluminescent proteins (luciferases)
derived from fireflies,””®° beetles,**®* bacteria,®> ®® and various
marine species,”>™ which can be applied to in vivo imaging.
Although bioluminescence imaging has such superior properties
over fluorescence imaging, the observation wavelengths in bio-
luminescence imaging have been limited to the visible region.*®
Recently, bioluminescence imaging probes based on red-shifted
bioluminescent protein-substrate pairs and BRET systems have
been developed for the non-invasive visualization of deep-tissues
in the NIR region (Table 3).
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3.1. Red-shifted bioluminescent protein-substrate pairs

Despite the high sensitivity of bioluminescence imaging, its
potential use in bioimaging is mostly restricted to the visible
region less than 600 nm. Visible-emission bioluminescence is
strongly absorbed and scattered in biological samples, leading
to the attenuation of the bioluminescence signals. To overcome
this drawback, red-shifted bioluminescent protein-substrate
pairs have been developed for bioluminescence in vivo imaging,
where the chemical structure of bioluminescent substrates (luci-
ferins) has been modified to emit at longer wavelengths.>”~®

Conley et al. reported a selenium analogue of firefly
p-luciferin with red-shifted bioluminescence emission over
600 nm.*" The emission of the selenium analogue gives a
40 nm red-shift compared to the parent p-luciferin, enabling
in vivo imaging of tumor cells, which express luciferin in nude
mice. Shakhimin et al. reported coelenterazine analogues with
red-shifted bioluminescence with NanoLuc for deep-tissue
imaging.®?” The direct attachment of an aryl moiety to the
imidazopyrazinone core of furimazine at the C8 position pro-
vides a significant red-shift of the emission maximum (480 nm)
of coelenterazine. The modified NanoLuc substrates (coelenter-
azine analogues) are capable of efficient BRET to far-red and
NIR fluorophores.

A recently developed luciferin analogue, AkaLumine, can
emit in the NIR region over 700 nm (Fig. 4).**> AkaLumine is a
p-luciferin analogue with an extended m-conjugation system.

Table 3 Properties of red-shifted luciferase—substrate pairs and BRET probes

Type

Luciferase

Substrate

BRET acceptor

)Leln,lnax (nm)

Ref.

(1) Luciferase-
substrate pairs

(2) BRET probes
(a) Luciferase-FP

(b) Luciferase-dye

(¢) Luminol-dye

(d) Luciferase-QD

(e) Luminol-QD

Firefly luciferase (FLuc)
FLuc

Synthetic enzyme, Akaluc
FLuc

NanoLuc luciferase

Click beetle luciferase

Renilla luciferase (RLuc8)
FLuc

RLuc8.6

RLuc8.6

FLuc

RLuc8.6SG

RLuc8

RLuc8.6

Firefly luciferase

Cypridina luciferase (CLuc)

RLuc8, RLuc9
RLuc8
RLuc8

RLuc

CLuc
FLuc

NanoLuc
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Luciferin analog

675, 706, 800, 667

28, 29, 31 and 32

AlaLumine 675 30 and 35

AlaLumine 650 34

Se-luciferin 600 81

Coeleneterazine 589 82

(CTZ) analog

Naphthyl luciferin 758 83

CTZ derivatives iRFP670, iRFP720 670, 720 14

Luciferin mCherry 575 84

CTZ mKusabira Orange 570 85

CTZ Turbo FP635 635 117

Luciferin Alexa Fluor680, 750 705, 785 86

Cy5-CTZ Cy5 684 87

CTZ NIR 775 775 88

CTZ Alexa Fluor680 700 89

Cy7-luciferin Cy7 800 27

Cypridina luciferin HiLite Fluor647 670 36

Luminol Cyanine dye 670 90

Luminol Choline 725, 800 91

CTZ QD655, QD705, 655, 705, 92-98, 102, 103
QD800, QD625 800, 625 and 109

CTZ PbS QD 950 100

CTZ CdTe/CdS QD 650 104

CTZ CdSeTe/CdS QD 830 106, 112, 113

and 115

Cypridina luciferin QD705 705 101

Luciferin CdSe/CdS Qrod, 675, 556 105, 107, 108
QD556 and 111
Qrod615, 650 615, 650

Furimazine QD705 705 110

Luminol CdHgTe/CdS QD 754 99
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Fig. 4 Properties of AkaLumine—HCL. (a) Chemical structures of AkaLumine—HCIl, p-luciferin and Cyclucl. (b) Bioluminescence emission spectra of
p-luciferin (p-luci), CycLucl or AkaLumine—HCl (Aka—HCI). (c) Biological tissue penetration efficiency of bioluminescence generated by p-luci, CycLucl
or Aka—HCL. The penetration efficiency indicates the relative bioluminescence intensities of the wells covered with a biological tissue (4 or 8 mm thick)
versus open wells (open). n = 3, *P < 0.05 (t-test). Reproduced from ref. 30 (Copyright 2016, Creative Commons).

This red-shifted luciferin analogue has shown the capability
of its NIR bioluminescence for highly sensitive deep-tissue
imaging in mice.>* Recently, the Miyawaki group reported a
bioluminescence deep-tissue imaging system AkaBLi (Akaluc/
Akalumine), which is 100 to 1000 times brighter than conven-
tional systems.** They achieved non-invasive bioluminescence
visualization of single cells deep inside freely moving animals,
mice, and marmosets. Hall et al reported a click beetle
luciferase mutant utilizing two naphthyl-luciferin substrates
to produce NIR emission (730 nm and 743 nm) for performing
deep tissue multispectral tomography in mice.*

3.2. BRET systems

The use of BRET is an alternative method to achieve bio-
luminescence imaging at longer wavelengths. BRET consists
of a luciferase-luciferin system as a resonance energy donor
and a fluorescent acceptor as a resonance energy acceptor.
BRET is a special case of resonance energy transfer, where the
donor is a luciferase/luciferin system. As BRET acceptors,
fluorescent materials such as FPs,'*®% organic dyes,*>#°°!
and QDs?>™"** have been employed (Fig. 5a-c).'** BRET occurs
by non-radiative dipole-dipole coupling, and not by electron
transfer. The efficiency of BRET is inversely proportional to the

974 | Mater. Adv., 2020, 1, 967-987

sixth power of the distance between the donor and accepter
dipole:**®

E=1/[1+ (r/R,)%]

1)

where r is the distance between the donor and acceptor and R,
is the Forster distance at which the BRET efficiency is 50%. The
Forster distance is given by the following equation:'*®

R, = 0.21[K*Qpn YJ(2)]"° ()

where «” is an orientation parameter depending on the relative
orientation of the donor and acceptor dipoles, Qp is the
quantum yield of the donor, n is the refractive index of the
medium, and J(4) is the spectral overlap integral between
the normalized donor emission and the acceptor excitation
spectra. To achieve effective BRET in the combination of
the donor (luciferase/luciferin system) and the fluorescent
acceptor, the two molecules must be close with a distance
within 10 nm. In addition, the spectrum of the donor emission
should overlap with the excitation spectrum of the acceptor.
3.2.1. BRET probes using FPs. Although there are many
types of visible-emitting FPs, the number of far-red and NIR FPs
as BRET acceptors is very limited for bio-imaging. To date,
several groups have applied red-shifted FPs as BRET acceptors

This journal is © The Royal Society of Chemistry 2020
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Fig. 5 BRET systems consisting of a light-emitting protein and a fluorophore (acceptor) that can be (a) a FP, (b) a small organic dye, or (c) a quantum dot
(QD). Reproduced with permission from ref. 114 (Copyright 2009, Elsevier). (d) A schematic structure of a BRET-based dual-color molecular-imaging
probe. The probe consists of a NIR-emitting QD, fused protein (His-EGFP-RLuc-GB1), and monoclonal antibody. BRET is expected to occur from
coelenterazine (CTZ) to EGFP and to the QD, leading to visible and NIR dual-color bioluminescence emission. (e) Bioluminescence spectra for the
conjugate of a NIR-emitting QD and His-EGFP-RLuc-GB1. (f) Skin cancer cells (A431, ~10° cells) treated with QD-His-EGFP-RLuc-GB1 (None), normal
human IgG/QD-His-EGFP-RLuc-GB1 (Normal IgG), Herceptin/QD-His-EGFP-RLuc-GB1 (Herceptin), and Erbitux/QD-His-EGFP-RLuc-GB1 (Erbitux).
The lower graphs show the emission intensity of BRET and FL for the above images. (g) Bright field (BF) and bioluminescence images of KLP-4 cells
treated with Herceptin and His-EGFP-RLuc-GB1 conjugated QDs. Reproduced with permission from ref. 115 (Copyright 2019, Royal Society of

Chemistry).

for BRET-based imaging in vitro and in vivo.'*%*#117 Costoya

et al. reported a novel BRET-based biosensor for the functional
imaging of hypoxia,®* where the sensor consists of a fused
protein from mcCherry, firefly luciferase and HIF-o (E-M-H).
They achieved in vivo BRET imaging for detecting hypoxia
in SCID mice. Gambhir et al. used BRET-based imaging of
protein-protein interactions within deep tissues in the visible
region."”” They constructed BRET systems consisting of Renilla
reniformis luciferase (RLuc) variants, and two red FPs (TagRFP
and TurboFP635) for the study of rapamycin induced protein-
protein interactions in living mice. Verkhusha et al. reported
that iRFPs can be used as BRET receptors for two-color multi-
modal NIR bioluminescence and fluorescence imaging in small
animals.™

3.2.2. BRET probes using NIR organic dyes. The use of
conjugates between luciferase and NIR fluorescent dyes is a
simple and convenient method to construct a BRET system for

This journal is © The Royal Society of Chemistry 2020

in vivo imaging. To date, several types of far-red and NIR
fluorescent dyes have been employed as BRET acceptors.””>*%¢%1
To induce efficient energy transfer in the BRET system of a
luciferase-dye conjugate, the bioluminescence spectrum
(donor) of luciferin should be overlapped with the absorption
spectrum of the fluorescence dye (acceptor). High fluorescence
quantum yields as well as high extinction coefficients for the
acceptor dyes are also important to achieve efficient BRET,
leading to strong NIR emission from the NIR acceptor dye.
Ohmiya et al. reported a BRET system using the conjugate
between Cypridina luciferase (CLuc) and commercially available
cyanine dye HiLyte Fluor 647.%¢ This BRET system showed a
bimodal bioluminescence spectrum, attributable to intra-
molecular BRET, having emission peaks at 460 nm and at
645 nm. They obtained high-resolution BRET images of Dlk-1-
expressing Huh-7 cells, and monitored the accumulation of the
BRET probe in tumor-bearing mice. Recently, Kizaka-Kondoh et al.
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reported an Alexa Fluor 680 conjugated BRET-probe for the detec-
tion of a ubiquitin-protease system regulated hypoxia-inducible
factor.®® They achieved BRET-based NIR imaging of hypoxic liver
metastasis in nude mice. Rao et al. also developed a BRET-based
NIR imaging system that contains a fluorescent phthalocyanine
dye, NIR775, as a resonance energy acceptor.® They achieved
BRET-based in vivo lymph-node mapping and tumor imaging.
For BRET-based NIR imaging, Suzuki et al reported a unique
luciferase substrate consisting of a coelenterazine-cyanine-5 dye
(CTZ-Cy5) conjugate. They developed BRET based NIR imaging
using the CTZ-Cy5 substrate as a through-bond energy transfer
cassette.””

3.2.3. BRET probes using NIR QDs. Compared to NIR FPs
and organic dyes, NIR emitting QDs have broad absorption
spectra ranging from the visible to NIR regions, which results in
large spectral overlap between the luminescence of luciferase
substrates and the absorption of the QDs. Thus, effective BRET
in the conjugate of luciferase and QDs can occur. In 2006,
Rao et al first reported QD-based BRET-probes for in vivo
imaging.®” They prepared conjugates consisting of Luc8 and
CdSe/ZnS core-shell QDs (QD605-Luc8, QD655-Luc8, QD705-
Luc8, and QD800-Luc8), and applied these conjugates to BRET
imaging of mice. They found that the QD-Luc8 conjugates
show enhanced sensitivity in small animal imaging with
in vivo signal to background ratios of >10°. Since then, QDs
have been widely used as energy acceptors for BRET-based NIR
imaging.”*"'® Kobayashi et al. used the conjugate of Renilla
luciferase and QD655 for in vivo lymphatic imaging in mice."*®
They achieved the visualization of each lymphatic basin in all
mice with low background signals. Cai et al. reported lucifer-
ase-QD conjugates for in vivo molecular imaging of cancerous
tumors in living mice,"® where a cyclic arginine-glycine-
aspartic acid (cRGD) peptide was used as a targeting ligand
for integrin o,f; on tumor cells.

In most of the BRET-based QD probes, luciferase was
directly conjugated to the surface of QDs using chemical
coupling methods. Since chemical coupling often results in
the decrease in the enzymatic activities of luciferases, mild
conjugation methods using tag technology such as Halo-tag,”
GST-tag,'® and His-tag'®® are desirable. Recently, Jin et al.
reported a facile method for preparing RLuc-EGFP fused pro-
tein conjugated NIR-QDs for dual-color molecular imaging of
cancer cells (Fig. 5d-g)."*®> The major advantage in the use of
QDs as BRET acceptors is the bright emission from the QDs
because of the high extinction coefficients and large Stokes
shifts. Although most QDs contain heavy metals with cytotoxi-
city, the improvement of the biocompatibility of QDs is neces-
sary to develop the biological applications of QD-based BRET
probes for NIR in vivo imaging.

4. In vivo NIR imaging systems

In in vivo NIR imaging systems, imaging microscopes are also
important as well as optical NIR probes to achieve high-resolution
imaging. Although many types of in vivo imaging instruments are
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commercially available, most of the NIR imaging instruments are
the type of macro fluorescence imaging systems, where the spatial
resolution is not enough to visualize molecular and cellular
dynamics in living tissues. In addition, the excitation and emis-
sion wavelengths for NIR imaging are mostly restricted to less
than 900 nm (the first NIR window). In this section, we summarize
in vivo NIR imaging systems consisting of wide field, confocal and
super-resolution microscopes for the high-resolution visualization
of living tissues at the cellular level.

4.1. Wide field epi-NIR fluorescence microscopy

In most of the commercially available in vivo imaging systems,
the NIR wavelength region of 700 to 900 nm (first NIR optical
window wavelength) has been employed. This is because the
conventional NIR photo-detectors (silicon CCD cameras) are
sensitive in the first NIR region, and many kinds of NIR
emitting probes (e.g. Indocyanine green, Cy 7, and CdSeTe
QDs) are easily available. Although NIR fluorescence imaging
in the first NIR optical window is useful for the non-invasive
visualization of organs and tissues, its spatial resolution is not
enough to observe cellular dynamics. Recently, NIR optical
imaging in the second NIR window (1000-1400 nm) as well as
in the first NIR window (700-900 nm) has attracted much
attention to achieve better spatiotemporal-resolution imaging
for deep tissue in small animals.'™'*®

Dai et al. have reported a high-resolution epi-microscopic
system for NIR imaging of brain imaging cerebral vessels
(Fig. 6a)."”°"*° High-magnification intravital imaging of cere-
bral vessels was carried out in epifluorescence mode with an
808 nm diode laser (RMPC lasers, 160 mW) as an excitation
source and two objective lenses (4x and 10x) (Fig. 6b)."*°
A mouse with the scalp hair removed was intravenously
injected with a solution of single walled carbon nanotubes
(SWNTs) and placed in a home-made stereotactic platform
fixed on a motorized 3D translational stage that allowed for
the digital position adjustment and readout of the mouse
relative to the objective. The emitted fluorescence was filtered
through a 1000 nm long-pass filter, a 1300 nm long-pass filter
and a 1400 nm short-pass filter to ensure only photons in the
range of 1300-1400 nm.

Jin et al. have also reported a wide field epi-NIR fluorescence
imaging system which can be used in both the first and second
NIR window (Fig. 6¢).">"*®'*” In this imaging system, solid
lasers for 645, 785, and 978 nm excitation, and emission filters
of 1100 £ 25 nm, 1300 + 25 nm, and 1500 + 25 nm are
equipped with the imaging system. A Si EM-CCD camera was
employed for VIS and NIR fluorescence imaging in the first NIR
window and an InGaAs CMOS camera for NIR fluorescence
imaging in the second NIR window. By using the epi-NIR fluores-
cence microscope, non-invasive imaging of cerebral blood
vasculatures in a nude mouse was easily achieved (Fig. 6d)."*”

4.2. Confocal NIR fluorescence microscopy

In order to achieve three-dimensional NIR fluorescence imaging
with a high-spatial resolution, one-photon confocal imaging in the
second NIR window has been recently reported by the Dai group

This journal is © The Royal Society of Chemistry 2020
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1400 nm. NIR fluorescence imaging of mouse brain vasculatures with SWNT-IRDye800 in different NIR subregions. Reproduced with permission from
ref. 120 (Copyright 2014, Springer-Nature). (c) Upright fluorescence microscope system for in vivo imaging in the vis, first NIR, and second NIR region
(400-1400 nm). (d) NIR fluorescence images of cerebral blood vessels in a nude mouse. NIR fluorescence images were taken 1s, 20 s, 40's, and 60 s
post-injection of PbS QDs (200 pL, 2 uM) through a tail vein. Reproduced from ref. 127 (Copyright 2018, Creative Commons).

(Fig. 7)."**"*° Confocal imaging collects fluorescence signals from a
small confocal volume, leading to high-resolution images with
three-dimensional structures. They have developed a one-photon
confocal NIR imaging microscope with ~1 mm depth and high
spatial resolution (sub ~10 pm). By using the confocal NIR
microscope, they achieved three dimensional images of blood
vasculatures in fixed mouse brain tissue ~5-7 pum in diameter at
depth up to ~1.3 mm. Dai et al. also achieved three-dimensional
molecular imaging of targeted organs with high-performance
hormone conjugated NIR dyes and quantum dots."*® Recently,
Boghossian et al. reported a spinning-disc confocal laser micro-
scope (SDCLM) in the second NIR window."*® They developed the
SDCLM for high-speed optical sectioning of biological tissues in the
second NIR window. The SDCLM achieved a lateral resolution of
0.5 £ 0.1 pm and an axial resolution of 0.6 £ 0.1 pm, showing a
~17% and ~45% enhancement in lateral and axial resolution,
respectively.

4.3. Super-resolution microscopy

4.3.1. Photoactivated localization microscopy (PALM) and
stochastic optical reconstruction microscopy (STORM). Super-
resolution localization methods are based on an indirect
approach to achieve diffraction unlimited resolution in light

This journal is © The Royal Society of Chemistry 2020

microscopy using high-precision localization of a fluorophore.
Under the optimum concentration of emitting fluorophores,
the localized positions of the emitting fluorophores can be
created from the thousands of image frames to achieve super-
resolution imaging. Blinking behavior of both NIR and visible
fluorophores is utilized to achieve resolution below the diffrac-
tion limit of light in PALM and STORM imaging. In these
techniques, single molecule localization is determined by
photon detection using the Poisson process, and thus the most
crucial factor during imaging is the signal-to-noise ratio."*""*
Single molecule detection is achieved by utilizing intrinsic
blinking or photo-switching of fluorophores.

The controlled photoblinking of a fluorophore is produced
with a specific wavelength of light either by switching them
on-off or bleaching a subset of fluorophores so that only a few
labeled fluorophores emit in each frame."*'™"*” This method is
efficient in achieving a lateral resolution up to 10-20 nm, much
superior to the diffraction limit in other optical microscopies.
Several visible and NIR photo-switchable fluorophores are used
to attain live-cell nanoscopy and in vivo super-resolution
imaging; these can be repeatedly or irreversibly switchable
between dark and bright states."”*™"*> However, organic dyes
labeled with a suitable tag could also be used for various
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(a) Photo and wide-field NIR-II epi-fluorescence imaging of brain in a mouse injected with p-FE (808 nm excitation, emission >1200 nm) with an

exposure time of 5ms. (b) Ex vivo confocal imaging of brain in a mouse injected with p-FE (785 nm excitation, emission >1100 nm, laser power ~ 30 mW,
PMT voltage ~500 V). Reproduced from ref. 128 (Copyright 2018, Creative Commons).

applications in living systems.'*>'**37 In the past, several

approaches using localization precision-based imaging techni-
ques have been developed for live imaging like PALM, PALM
with independent running acquisition, STORM and direct
STORM, etc.**"** ™37 In the latest development, combining
these microscopy techniques with light-sheet microscopy dras-
tically improved the resolution for thick samples and small
animal in vivo imaging. The below equation explains the
localization precision efficiency determination as described
earlier:131,133,136

2

S+L 3 2
4 b
(o, ,2) ~ 1o 4yms 3)
m™ TN, aNy?

where ‘s’ represents the standard deviation of the PSF, ‘a’ is the
pixel size in the image, ‘Ny,’ is the total photons emitted from
molecule ‘m’, and ‘b,,’ is the background photons from
molecule ‘m’.

4.3.2. Stimulated emission depletion (STED) and reversible
saturable optical fluorescence transition (RESOLFT) microscopy.
Patterned illumination based super-resolution microscopies like
STED"*%'3° and RESOLFT"**™"** use another donut shape depletion
beam to constrain the point-spread function. This second donut
shape beam is based on a simple but powerful concept to directly
erase peripheral fluorescence.”*® A diffraction unlimited spot is

978 | Mater. Adv., 2020, 1, 967-987

achieved in STED and RESOLFT by increasing the power of the
donut beam. A modified Abbe’s equation describes this sub-
diffraction resolution as:

p=— @
4
1.

sat

2nsina

where A represents the wavelength, nsina is the numerical
aperture, I is the applied intensity of the STED or RESOLFT pulse,
and I is the STED intensity that gives 50% depletion of the
emission."®® STED usually uses very strong laser power, which
drastically affects live-cell imaging and bleaches fluorophores in
parallel. Hence, STED applications have limited use in short time
live-cell imaging.

The concept of RESOLFT emerged from STED after replacing
conventional fluorophores with photo-switchable fluorophores.
This improvement drastically reduces the excitation and STED
beam several fold to achieve long-time super-resolution
imaging of live systems. RESOLFT is an extended advancement
of STED microscopy using a special fluorophore, where the
on-off states are controlled by two different wavelengths to
achieve super-resolution up to 10-20 nm."*°"*** RESOLFT has
the unique advantage of reducing the laser power several fold
(<107° times) in live-cell imaging.'*>***'** Recently, NIR FPs
such as emiRFP670 and emiRFP703 achieved 50-70 nm spatial

This journal is © The Royal Society of Chemistry 2020
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Fig. 8 Live-cell STED NIR imaging of emiRFP670 and emiRFP703 NIR-FPs with various cellular tags. (a) Confocal and STED images of Hela cells
expressing emiRFP670-tubulin. (b) Confocal and STED images of U20S cells expressing LAMP1-emiRFP670. (c) Confocal and STED images of U20S cells
expressing H2B-emiRFP670. (d) Confocal and STED images of Hela cells expressing vimentin-emiRFP703 NIR FP. (e) Confocal and STED images of Hela
cells expressing emiRFP703-clathrin NIR FP. (f) Confocal and STED images of U20S cells expressing emiRFP703-myosin NIR FP. A Gaussian was used to
fit the confocal data (black solid line) and a Lorentzian to fit the STED data (red solid line). Scale bar: 2 um for the full images and 500 nm for the inserts.

Reproduced from ref. 42 (Copyright 2018, Creative Commons).

resolution in STED imaging of various cellular structures in
live-cell imaging (Fig. 8).*” Development of bright photo-
switchable NIR FPs will provide opportunity to users to reduce
the laser power to extend the imaging time and resolution.

4.3.3. Structured illumination microscopy (SIM) and satu-
rated structured illumination microscopy (SSIM). SIM and
SSIM are based on the nonlinearity principle. In SSIM imaging,
the sample is illuminated with high frequency sinusoidal
striped light."**™*° The requirement of high laser intensity to
achieve nonlinearity in SSIM is the limiting factor to achieve
high-resolution in three dimensions.'**"*° SSIM together
with photo-switchable fluorophores emitting in the visible
and near-infrared region succeeds in achieving nonlinearity
at very low laser power, because the power of light needed
for photoconversion in the on-off states could be reduced
several fold compared to conventional fluorophores used in
SSIM.1477149

Live imaging of dendrites and dendritic spines in zebra-fish
brain and mice has been achieved by SIM using green FP
(GFP)."*® The combination of NIR photo-switchable FPs with
SSIM will further improve the resolution of such imaging
conditions as proven earlier. In another study, high resolution
of the neuronal structure of mouse brain was achieved using
patterned illumination-based microscopy in two-photon
excitation."®® This could further be improved by replacing
fluorescein with NIR probes. However, the only limitation
now is the availability of super-bright NIR FPs and NIR dyes.
Recently, a NIR, small size and highly photostable dye, HD-Br,
was successfully employed for three-dimensional super-
resolution imaging of liver organoids and in Caenorhabditis
elegance using SIM.">

This journal is © The Royal Society of Chemistry 2020

4.4. Light sheet fluorescence microscopy (LSFM)

LSFM is widely used for 3D deep-tissue imaging. Most of the
above discussed super-resolution microscopy techniques were
used for thick samples, where the excitation laser light illumi-
nates the sample in all planes (wide-field, PALM, STED and
SSIM). In contrast, in LSFM imaging, a nanometer-thin sheet of
light is used to excite an optically sectioned object perpendicular to
the direction of observation. Dai et al. reported amazing resolution
in NIR-LSFM imaging with 1300-1700 nm excitation and emission,
respectively (Fig. 9).">

Several versions of LSFM have been invented with improved
resolution in both 2D and 3D imaging. Bessel beam plane
illumination microscopy (BBPIM) is the advancement in
this line developed by the Eric Betzig group, which used
nanometer-thin light sheet illumination.>® The resolution of
BBPIM could be further improved using photo-controllable or
photo-switchable fluorophores in both the visible and NIR
range. BBPIM combined with a structured illumination
approach proved to achieve excellent resolution (both x-y and
x-z direction) with reduced phototoxicity. This new nanoscopy
approach is known as lattice light sheet nanoscopy (LLSN).">*
Both BBPIM and LLSN are considered as great imaging tools for
3D imaging with very low photo-cytotoxicity.

5. Conclusion and perspective

In this review, we present NIR FPs and bioluminescence-based
NIR probes with their application to high-resolution in vivo
imaging, which has been developed in the last decade. In living
systems, there are strong tissue absorption, scattering, and

Mater. Adv., 2020, 1,967-987 | 979
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Fig. 9 Non-invasive in vivo NIR-II light sheet microscopy of tumors on mice. (a) Time-course LSM of tumor vasculatures at a fixed illumination plane
below the top of a xenograft MC38 tumor on a mouse ear at Z ~ 300 um after intravenous injection of a NIR probe, p-FE (excitation: 785 nm, emission:
1000-1200 nm). A 4x detection objective and a 5x illumination objective in a normal, non-oblique configuration of (b) were used. (c) Abnormal blood
flows in tumor vessels, showing on—off intermittency and direction reversal in the rectangular highlighted region in (a) and gradual extravasation into the
tumor space. Similar results for n = 3 (C57BL/6, female, 6 weeks old). Black arrows represent the flow direction. (d) A BST map showing highly
heterogeneous blood perfusion in tumor vessels and slow, inhomogeneous extravasation behavior into the tumor space (C57BL/6, female, 6 weeks old;
similar results for n = 2). (e) Schematic illustration of in vivo oblique NIR-1I LSM with illumination and detection at 45° to the mouse body. (f) Time-course
recording of PD-1+ cells (white circles) in a CT26 tumor labeled with anti-PD-1-CS QDs 2 h after intravenous injection of anti-PD-1-CS QDs at 20 fps by

oblique LSM. Reproduced with permission from ref. 152 (Copyright 2019, Springer-Nature).

autofluorescence in the visible region. Thus, the use of NIR-
emitting optical probes is crucial to achieve high-resolution
in vivo imaging. The combination of NIR-emitting optical
probes with high-resolution imaging systems enables the non-
invasive visualization of living tissues at the cellular resolution level.

Among the NIR FPs designed from the bacterial phyto-
chrome photoreceptor, miRFP680 is the brightest NIR-FP in
mammalian cells.”> The brightness of miRFP613 and
miRFP720 is approximately ~30% lower than miRFP680, how-
ever their ~33 nm and ~40 nm red-shifted emission spectra
would be advantageous for in vivo imaging and multiplex
imaging with other spectrally distinct NIR-FPs. Another recently
developed NIR-FP, miRFP670nano, has nearly similar bright-
ness to miRFP720 in mammalian cells but its monomeric
nature and smallest size are the advantage for use as a fusion
tag for live in vivo imaging.>® Considering their monomeric
nature and brightness, these NIR-FPs are suitable for high-
resolution in vivo imaging.

These proteins can also be used for dual-color and FRET
imaging in deep-tissues. Photo-switchable NIR FPs PAMIRFP1
and PAmiRFP2 are unique FPs, and their emission can be
controlled by switching on/off with light in a localized region,
which is useful for super-resolution imaging. The use of photo-
switchable FPs for in vivo imaging avoids the excitation of the

980 | Mater. Adv., 2020, 1, 967-987

out-of-focus area, leading to the significant improvement of
signal-to-noise ratios by a factor of several fold. After the
expansion of NIR photo-switchable FPs, they could also be
used with other switchable NIR proteins to develop FRET pairs
to improve signal-to noise ratios for the accuracy of NIR based
FRET imaging.

Red-shifted bioluminescent protein-substrate pairs as well
as NIR FPs can also be used for high-resolution in vivo imaging.
Luciferin analogues modified with a longer n-conjugation such
as AkaLumine enable high-resolution deep-tissue imaging at
the cellular level. The use of BRET is an alternative method
to achieve in vivo imaging in the NIR region. BRET-based
molecular imaging has a higher detection sensitivity compared
to fluorescence-based molecular imaging due to its low back-
ground signals. However, NIR bioluminescent proteins are still
limited with only a few good NIR emitting bioluminescent
substrates like AkaLumine, which is available to use alone or
as a BRET acceptor for deep-tissue imaging.

NIR FP-based fluorescence imaging and bioluminescence-
based imaging are promising modalities for high-resolution
in vivo imaging. These imaging techniques can be applied to
non-invasive visualization of cancer metastasis, neovasculariza-
tion, immune cell response and stem cell implantation both in
basic life science and preclinical research. Although several

This journal is © The Royal Society of Chemistry 2020
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types of NIR FPs and red-shifted bioluminescent protein-
substrate pairs have emerged in recent years, there is a need
to focus more on the development of bright and stable ones for
high-resolution in vivo imaging applications. Through the
development of bright NIR molecular imaging probes, NIR
optical imaging would greatly contribute to optical diagnostics
of diseases in biomedical and clinical fields.">>">°
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