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Abstract: Visual representation and quantification of biological processes at the cellular 

and subcellular levels within living subjects are gaining great interest in life science to 

address frontier issues in pathology and physiology. As intact living subjects do not emit 

any optical signature, visual representation usually exploits nano-scale imaging agents as 

the source of image contrast. Many imaging agents have been developed for this purpose, 

some of which exert nonspecific, passive, and physical interaction with a target. Current 

research interest in molecular imaging has mainly shifted to fabrication of smartly 

integrated, specific, and versatile agents that emit fluorescence or luminescence as an 

optical readout. These agents include luminescent quantum dots (QDs), biofunctional 

antibodies, and multifunctional nanoparticles. Furthermore, genetically encoded  

nano-imaging agents embedding fluorescent proteins or luciferases are now gaining 

popularity. These agents are generated by integrative design of the components, such as 

luciferase, flexible linker, and receptor to exert a specific on–off switching in the complex 

context of living subjects. In the present review, we provide an overview of the basic 

concepts, smart design, and practical contribution of recent nano-scale imaging agents, 

especially with respect to genetically encoded imaging agents. 
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1. General View of Integrated Nano-Imaging Agents 

“Convergence” has been a pivotal strategy of molecular science, e.g., nanobiotechnology for 

molecular imaging, not only for smart phones. While creation of attractive optical nano-materials 

emitting fluorescence or luminescence is of fundamental significance, intelligent engineering of the 

materials practically elucidates their real value. Upon reviewing recent pivotal advances in 

nanobiotechnology for molecular imaging, integration of multiple functions of nano-materials is 

witnessed to be a fundamental strategy to address frontier issues of molecular imaging. For instance, 

therapeutic strategies such as nucleic acid delivery, chemotherapy, hyperthermia, and radiation therapy 

are combined with one or more imaging functionalities for both in vitro and in vivo studies [1]. 

Elaboration of multifunctional nanoparticle systems (MFNPS) is a good example of this view 

(Figure 1A). MFNPS is synthesized through summarization of individual, functional ingredients, i.e., 

fluorophore, magnetic or radio-active material, porous structure, and biologically active cargo. Thus, 

MFNPS is capable of exerting fluorescence and magnetic resonance imaging (MRI) as optical 

signatures and can carry drugs, nucleic acids, or other functional proteins to disease area [2]. 

Catalytic antibodies may be another prototypical example of the idea of convergence. Antibodies 

may be the most popular tool for molecular imaging and recognition science. The concept of catalytic 

antibody was developed and utilized for chemotherapy and molecular imaging missions, where the 

antibody is capable of catalyzing a chemical reaction, similar to enzymes. Furthermore, this catalytic 

antibody was hybridized with other classical antibodies, and was named “bifunctional antibody” 

because the antibody exerts bispecific properties onto the targets [3] (Figure 1B). These 

multifunctional antibodies were then labeled with a variant of Renilla luciferase (RLuc) for cancer 

imaging [4]. This basic strategy was further expanded to a concept of “chemical adaptor”, which 

combined a tumor targeting moiety, an enzyme substrate, and a drug into a singular entity [5]. 

Luminescent quantum dots (QDs) are another example of this idea of convergence. QDs themselves 

are simply inorganic semiconductor nanoparticles of 1–10 nm in diameter, which size-dependently 

emit visible colors [6,7]. These luminescent QDs can be coated with a specific peptide-bridged 

chromophore. This integration exerts a fluorescence resonance energy transfer (FRET) between the 

QD and chromophore, the peptide bridge of which is digested by a specific protease [8] (Figure 1C). 

Single-chained fusion protein probes also exhibit a good example of this idea of convergence. In 

this kind of molecular probes, the N- and C-terminal fragments of split-luciferase, a signal recognition 

protein, and appropriate linkers are integrated into a single molecular backbone (Figure 1D). In the 

presence of a ligand, the signal recognition protein dramatically transforms and the adjacent N- and  

C-terminal fragments of split-luciferase are finally reconstituted to emit bioluminescence. This 

resurrected bioluminescence reflects activities of the ligand in a host organism. This type of probe is 

called “single-chain probe” or “integrated-molecule-format (IMF) probes”, because all of the 

components for ligand-sensing and bioluminescence emission are integrated into a single chain [9,10]. 

This basic technology has been further extended to multicolor imaging of bifacial effects of a  

ligand [11]. Multiple single-chain probes emitting various colors have been introduced into an 

organism to simultaneously image multifacial effects of a ligand. 
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Figure 1. Convergence in construction of nano-imaging agents for molecular imaging in 

living subjects. (A) Schematic illustration of a multifunctional nanoparticle systems 

(MFNPS). Metal alkoxides undergo hydrolysis and condensation reaction steps to form a 

metal oxide matrix; (B) Bispecific antibody hybrid originating from a corresponding 

catalytic and targeting antibody; (C) Schematic representation of quantum dots (QD) 

FRET-based protease sensor. Bioluminescence resonance energy transfer (BRET) between 

the chromophore and QD is quenched by a cleavage of active caspase-3 to the specific 

substrate bridge, Asp-Glu-Val-Asp (DEVD); (D) Schematic diagram of the working 

mechanism of a single-chain imaging probe. A luciferase (Luc) is fragmented into two 

parts, which are sandwiched between the ligand binding domain of glucocorticoid receptor 

(GR LBD) and an LXXLL motif. Activated GR LBD binds to the LXXLL motif. This 

exerts reconstitution of the fragmented luciferase. 

 

“Smart integration” is a key feature for creating excellent molecular imaging agents. Upon 

integrating several exogenous components in a single entity, sophisticated adjustment of linkers and 

optimization of dissection sites of each component become fundamental issues. The linkers in  

nano-imaging agents take up multiple roles, including an artificial hinge, enzyme substrate, and/or 

spacer. These linkers can be made of functional peptides, chemically active functional groups, or 

polymers, according to the character of the imaging agents. Peptide linkers have been well reviewed 

previously [12]. Through these integrated designs, the optical probes indeed act as a smart molecular 

imaging probe in the host organism. 
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2. Organic and Inorganic Nano-Imaging Agents 

Designing nano-imaging probes is crucial to the success of a molecular imaging study.  

Well-designed molecular probes can reveal spatiotemporal information on a specific molecular 

biological process in living subjects [13]. 

To date, organic and inorganic nano-imaging agents have been broadly utilized for addressing a 

variety of frontier molecular imaging missions. Meanwhile, genetically encoded imaging agents are 

emerging and are rapidly substituting the realm of conventional organic and inorganic imaging agents. 

2.1. Synthetic Organic Agents 

Conventional molecular imaging technologies for ion imaging have largely depended on synthetic 

organic probes. The pivotal strategy for designing organic probes is that a known fluorophore, such as 

fluorescein or rhodamine, is chemically modified with a known metal ion receptor. These organic 

probes enable to trace changes in intracellular metal ion concentrations and distributions, as well as 

mobilization of metal ion pools upon physiological or pathological stimulation. New efficient chemical 

design of the probes may offer the ability to perform new types of molecular imaging experiments that 

are currently unavailable. 

For instance, a rhodamine derivative, RhodZin-3, was previously studied for tracing mitochondrial 

Zn
2+

 homeostasis [14] and in studies of the functions of the zinc transporter, Znt5B [15]. FuraZin and 

IndoZin are Zn
2+

 sensors derived from the classic Fura and Indo Ca
2+

 probes and operate via an 

internal charge transfer mechanism, in which metal ion binding to the probe modulates the  

electron-donating properties of the electron-rich receptor [16]. Fluorescein-based Zn
2+

 probes were 

also developed and named as ZnAF series indicators. In addition to fluorescein- and rhodamine-based 

indicators, cell-compatible Zn
2+

 sensors have been developed using the backbone of BODIPY [17], 

naphthalimide [18], cyanine [19], and coumarin [20] dyes. 

Furthermore, as an example for peptide-sensing, Griffin et al. developed a synthetic chemical 

indicator that can recognize six natural amino acids (cysteines) that may be genetically incorporated 

into proteins of interest. The fluorescein-derived indicator, named “FLAsH”, recognizes four cysteines 

placed at the i, i + 1, i + 4, and i + 5 positions of a α-helical peptide [21,22]. 

2.2. Inorganic Nano-Imaging Agents 

As an inorganic nano-imaging agent, QDs are representative for molecular imaging. QDs are 

semiconductor nanoparticles of 1–10 nm in diameter. These luminescent nanocrystals are composed of 

atoms from the II–VI (CdS, CdSe, CdTe, ZnO, ZnSe), III–V (InP, InAs, GaN, GaP, GaAs), and IV–VI 

(PbS, PbSe, PbTe) groups of the periodic table [23]. CdX QDs (X = S, Se, Te) are especially attractive 

because they emit electromagnetic spectrum in the range of ultraviolet, visible, and near-infrared. The 

emission color of the QDs is size-dependent [6,7]. 

However, cytotoxicity is a big issue for QDs. Class A element (Cd, Pb, and Hg) based QDs show 

cytotoxicity in vitro under extreme conditions [24]. To avoid this problem, these elements can be 

replaced by other more benign elements, such as CuInS2/ZnS core/shell QDs. 
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Near-infrared light (700–900 nm) efficiently penetrates skin and blood more than visible light 

because these tissues scatter and absorb less light and low autofluorescence at longer wavelengths [25]. 

Near-infrared light also has potentially high spatial resolution, sensitivity, and low risk to living 

subjects because it utilizes non-ionizing radiation [24]. Therefore, the desirable optical property of 

nano-imaging agents for tissue imaging is emission of near-infrared light. 

A smart design of nano-imaging agents emitting near-infrared light was reported with name of 

“self-illuminating nanoprobes” [26,27]. The surface of QDs was covalently coupled to a donor of 

bioluminescence resonance energy transfer (BRET), RLuc8. Energy from a chemical reaction 

catalyzed by the donor luciferase is transferred to the linked QD emitting near-infrared light. This 

molecular design has enabled us to carry out self-illuminative imaging of cancers in the deep tissue of 

living subjects without the need for external excitation. 

When compared with organic nano-agents, QDs possess higher photostability and brightness, but 

exhibit toxicity and poor in vivo biodistribution. Rational design of new QD imaging agents is deeply 

related to the surface labeling chemistry. The general principle for QD labeling is that first the QDs are 

made water-dispersible and then are bound to biomolecules. This labeling can be achieved electrostatically, 

via biotin–avidin interactions, by covalent cross-linking or by binding to polyhistidine tags [28]. 

As organic and inorganic nano-scale imaging agents have been well reviewed in previous  

papers [1,13,24], we have focused on genetically encoded nano-imaging agents. 

3. Genetically Encoded Nano-Imaging Agents 

3.1. Overview on the Construction of Fluorescent Probes 

Since green fluorescent protein (GFP) was first extracted from jellyfish Aequorea victoria by  

Dr. Shimomura [29], fluorescent proteins have been popularly utilized in a variety of molecular 

imaging studies. 

This native fluorescent protein (FP) was then carefully modified with mutagenesis to improve its 

optical properties, such as red color-emitting spectra, fast folding properties, enhanced fluorescence 

intensity, low sensitivity to ions, and temperature stability. A crystallographic study on the structure of 

GFP revealed regular β-barrels with 11 strands on the outside of the cylinder. These cylinders were 

found to have a diameter of about 3 nm and a length of about 4 nm [30]. In addition to wild-type GFP, 

the discovery of novel GFP-like proteins from Anthozoans (coral animals) has significantly extended 

the range of colors from green to red. 

The characteristic of FP-based probes is that they smartly make use of the optical properties of FPs. 

For instance, a photoconvertible fluorescent protein was first developed by Dickson et al. in the 

process of GFP mutation [31]. Since then, FPs with changing fluorescence intensity (photoactivation) 

or color (photoconversion or photoswitching) in response to light of a specific wavelength have been 

discovered. The photoconversion of FPs, such as Kaede, has been explained as the break or extension 

of π-conjugation in the chromophore of Kaede in response to specific light [32]. Similarly, 

illumination of an FP named Dronpa reversibly switches on and off by emission at 488 and 405 nm. 

These interesting optical characters of some FPs imply that they can act as excellent fluorescent probes 
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even without any artificial modification to the FPs. In fact, in the early days’ design of probes, GFP 

was simply fused to a protein of interest. 

The basic designs of fluorescent probes have been further elaborated to create more complex 

imaging probes, which include probes with circular permutation (CP) and FRET. CP is an interesting 

design for fabricating nano-imaging probes embedding GFP variants, where the β-barrels of GFP are 

rearranged. To exert an on–off switch to the structure of GFP, the original N- and C-terminals of GFP 

have been fused with a short peptide linker, whereas a new N- and C-terminals have been created at the 

hinges of the β-barrels. Subsequently, the new terminals have been extended with a pair of proteins of 

interest, respectively. This artificial crack to the cylindrical structure results in disruption of 

fluorescence because of solvent penetration to the hydrophobic chromophore within the cylinder. The 

fluorescence is resurrected by the closure of the crack through the binding of the protein pair [33,34]. 

Many of the fluorescent probes based on protein-fragment complementation and reconstitution are 

unfortunately irreversible and time-consuming for chromophore formation. This irreversible feature 

destroys the quantitative fidelity of the results and limits the analysis of temporal interactions of 

proteins of interest. 

Majority of FP-based imaging probes make use of FRET, which is an excellent platform for 

imaging the molecular dynamics of proteins in cells. The FRET-based probes make use of the ability 

of a higher energy donor fluorophore to transfer energy directly to a lower energy acceptor. The energy 

donor and acceptor fluorophores are fused to a pair of proteins of interest. Upon interaction between 

the pair of proteins in the probe, the relative distance between the donor and acceptor fluorophores 

varies. On the other hand, upon dissociation of the pair of proteins, FRET disappears. Therefore, this 

method is based on reversible, intracellular protein–protein interactions. The working mechanism of 

FRET-based probes is explained in detail in Section 4.1. 

3.2. Labor-Effective Fabrication of Bioluminescent Probes 

Beetle and marine luciferases are attractive imaging agents for bioanalysis and molecular imaging. 

The light-emitting reaction is very simple, harmless, and does not require an external light source or 

cofactors [35]. Unlike other organic fluorescent agents or inorganic nanoparticles, which have to be 

delivered to the imaging target, bioluminescent probes can be genetically encoded and expressed  

in situ. The bioluminescent probes do not need external light source for luminescence and thus 

background intensities can be significantly reduced [13]. 

Recent engineering of luciferases with designed properties and functionalities represents an 

important direction for molecular imaging and bioassays. Many of the native luciferases are unstable 

and poor in optical intensity. These native luciferases have been modified through a random and  

site-directed mutagenesis for enhancing the optical intensities and prolonged emission half-life [36]. 

Random mutagenetic approach of luciferase engineering is normally slow and tedious, and enforces 

severe consumption of time and labor. In particular, in the absence of crystallographic data, no 

appropriate measures are available for luciferase engineering. Thus, several rational strategies to 

manipulate luciferases have been developed to relieve the efforts on luciferase engineering. 

A semi-rational strategy for luciferase engineering, called “a consensus sequence-driven 

mutagenesis strategy”, was demonstrated in a study by Steipe et al. [37]. An alignment of relative 
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protein sequences is known to reveal frequently occurring and less occurring amino acids. It is 

considered that frequently occurring amino acids at a given position have a larger thermostabilizing 

effect than the less frequent amino acids [38]. In this sense, mutation sites and kinds of amino acids are 

decided accordingly to increase the frequently occurring amino acids in the alignment. 

Kim et al. also introduced a semi-rational strategy for effective luciferase engineering [10,39]. They 

interestingly focused on the chemical structural similarity between the fluorophore of GFP and the 

common substrate of marine luciferases, coelenterazine (Figure 2). Based on this structural 

comparison, they speculated that GFP variants embed the chromophore inside the molecular backbone, 

whereas marine luciferases recruit the choromophore (we call it “substrate”) from the outside. In this 

view, they speculated that a hydrophilic interface in the luciferases provide a favorable platform for 

substrate recruitment (we call this as “active site”). 

Figure 2. Lighting mechanisms of marine luciferases and fluorescent proteins.  

(A) Marine luciferases oxidize coelenterazine (CTZ) to emit bioluminescence;  

(B) Chromophore of GFP, 
65

SYG
67

, is matured by oxidation. The chemical structural 

backbone is similar to that of CTZ. Abbreviations: CTZ, coelenterazine; GFP, green 

fluorescent protein; RLuc, Renilla luciferase. This figure was obtained from a reference by 

Dr. Kim [10]. 

 

Accordingly, Kim et al. suggested a hydrophilicity search of luciferases to assume a putative active 

site as an engineering target of the luciferases for mutation and dissection, prior to empirical 

engineering, because a hydrophilic interface of luciferases should be advantageous to recruit the 

substrate in the aqueous phase. As shown in Figure 3A, this view is supported by many precedent 

studies on luciferase-based assays [11,40–44]. This characteristic hydrophilic region is interestingly 

highly conserved and comprises a drastic interface between highly hydrophilic and hydrophobic amino 

acids in the sequence of beetle and marine luciferases (Figure 3B). This region has been frequently 

utilized in the engineering as an optimal dissection or mutation target. The firefly luciferase (FLuc) is 

fragmented into two parts at amino acid 415, which are sandwiched between the ligand binding 
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domain of glucocorticoid receptor (GR LBD) and an LXXLL motif. In the presence of androgen, the 

activated AR LBD binds to an LXXLL motif. The binding of AR LBD–LXXLL motif further induces 

reconstitution of the adjacent split-FLuc and light emission (Figure 3C). 

Figure 3. Brief illustration of the overall fabrication process of single-chain probes.  

(A) A hydrophilicity search of FLuc and click beetle luciferase red (CBLuc Red), revealing 

a significantly hydrophilic region in the middle of the amino acid sequences. The black 

circles with references indicate specific dissection sites in the sequence. The respective 

references for dissection sites are: 437 [45], 445 [45], 455 [45], 437 [46], 398 [44],  

416 [43,44], 415 [9] for FLuc; 389 [47], 394 [47], 415 [47], 395 [48], 412 [11,48],  

414 [49], and 439 [47] for CB Red; (B) A highlighted amino acid sequence of CBLuc Red 

exhibiting the dissection sites. The respective references for dissection sites are: 415/416 

for FLuc [9], 439/440 for CBLuc [47], and 105/106 for Gaussia luciferase (GLuc) [50]; 

(C) Schematic illustration of an anticipated molecular action of the single-chain probe 

sensing androgen. In the presence of androgen, the activated AR LBD binds to an LXXLL 

motif. The binding of AR LBD–LXXLL motif further induces reconstitution of the 

adjacent split-FLuc. 
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3.3 Tutorial Instruction for the Fabrication of Single-Chain Probes 

In this section, we list the prototypical procedure for fabricating a single-chain probe with split-FLuc. 

(i) The amino acid sequence of FLuc can be obtained from the public database, the National Center 

for Biotechnology Information (NCBI; accession #: M15077). 

(ii) The hydrophilicity search of the amino acid sequence of FLuc can be conducted in a specific 

web service for biological information, e.g., Swiss Institute of Bioinformatics (SIB)’s ExPASy 

Proteomics service [51]. The scale of Kyte and Doolittle is recommended. 

(iii) The hydrophilicity search should reveal a remarkably hydrophilic region at the 4/5th region 

from the beginning, in the case of FLuc. 

(iv) A series of FLuc fragments is generated through a consecutive dissection of the sequence in the 

chosen hydrophilic region. This fragmentation exerts a temporal inactivation of FLuc. Upon decision 

of the fragmentation sites, flexible amino acids such as glycine (G) and alanine (A) are preferred, 

because they are frequently observed in hinge regions and thus minimize decomposition risk after the 

expression of the fragments. 

(v) A protein of interest, e.g., the ligand binding domain of nuclear receptors (NR LBD) and protein 

kinases, are sandwiched between the fragmented FLuc via a flexible glycine/serine (GS) linker. This 

step generates a series of single-chain probes. Nuclear receptors (NR) are preferred because they exert 

great structural conversion in the presence of an agonist. Optimization of the linker length is tedious 

and time-consuming. Thus, we recommend researchers to first optimize the length of NR LBD or 

FLuc. Furthermore, we recommend carrying out examination of the linker length as the final step. 

(vi) The relative optical intensity and ligand sensitivity of the probes is examined with an 

appropriate assay kit, such as Bright-Glo (Promega). Bioluminescence intensity and stability are 

heavily influenced by buffer conditions such as pH, additives, and temperature. An optimal buffer set 

according to luciferases may minimize these fidelity risks in signals. 

(vii) According to the initial evaluation results, further optimization on the linker length and 

dissection sites of FLuc is conducted. Extension of the length of NR LBD may also be effective. 

Routine design fixation and evaluation shape a better efficient imaging agent. 

This basic procedure may be modified according to the characters of luciferases. 

When designing a single-chain probe, flexible linker is a difficult issue to examine. Although great 

efforts have been devoted to create excellent linkers for ideal integration of the components in a single 

entity, elaboration of an efficient linker still remains a challenging mission. In any case of the linkers, 

their intended control is practically difficult owing to unexpected features of single-chain probes, such 

as unpredictable steric hindrance. Therefore, researchers may consider the following practical 

strategies as a labor-saving choice of developing linker peptides: (i) to mimic the success stories of 

fusion protein probes that were previously well approved and (ii) to gain cumulative experience based 

on trial-and-errors. 

4. Examples of Smartly Designed Molecular Probes 

Genetically encoded molecular probes are versatile and their scope is rapidly expanding with the 

development of new fluorescent and bioluminescent colors, chemistries, and probes [52]. Unlike 
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conventional passive probes, such as luminescent QDs and net reporter proteins that switch 

“irreversibly-on” or “always-on” luciferase activity enables the design of “smart” probes: (i) that can 

be temporally switched “on” from an “off” state by a ligand; and (ii) that can be reversibly switched 

“off” from an “on” state by deprival of the ligand. Such reversibility and versatility promise high 

signal-to-noise (S/N) ratios and the quantitative nature of the optical signature. With this critical 

feature of fluorescent proteins and luciferases, several uniquely designed probes have been fabricated 

and utilized in various physiological samples and living subjects. 

All of the genetically encoded probes can be divided into two major families: (i) a family of genetic 

and transcriptional probes (GTP) and (ii) a family of nontranscriptional probes (NTP). The typical 

feature of GTP is to accompany transcription of a reporter protein such as light-emitting proteins  

or enzymes in one step of the protocol. However, this family of probes requires a long  

ligand-stimulation time until sufficient accumulation of the reporter protein is reached. A reporter-gene 

assay and a two-hybrid assay are based on this family of probes. 

On the other hand, NTP are expressed beforehand and prelocalized in adequate intracellular 

compartments of interest. The optical intensity is ready to be developed upon the host cell being 

stimulated by a signal. 

The NTP are further categorized into the following major groups according to their working 

mechanisms: (i) FRET; (ii) BRET; (iii) Chemiluminescence Resonance Energy Transfer (CRET);  

(iv) Protein-Fragment Complementation Assay (PCA); and (v) Intein-Mediated Protein-Splicing Assay 

(PSA); among others. 

4.1. FRET 

The principle of FRET is based on energy transfer from a higher energy donor fluorophore to a 

lower energy acceptor fluorophore [53]. The energy donor and acceptor fluorophores are fused to a 

pair of proteins of interest. Upon interaction between the pair of proteins in the probe, the relative 

distance between the donor and acceptor fluorophores varies. The variance in the distance exerts a 

color change. Efficient FRET probes are designed to address the following concerns: (i) optimizing the 

brightness (quantum yield (QY) and extinction coefficient (ε)) between the donor and acceptor 

proteins; and (ii) minimizing spectral cross-over between the donor and acceptor. For instance, the 

acceptor can be directly excited with a light source, instead of the donor. This should exhibit  

false-positive fluorescence. 

Molecular imaging with FRET is one of the most popular methods for observing the spatial and 

temporal dynamics between two distinct proteins of interest in living cells. FRET provides a very 

sensitive measure of small changes in intermolecular distances. Therefore, the presence of FRET is a 

good indicator of close proximity, implying protein–protein interactions. 

A key strategy to fabricate an efficient FRET probe is to use potential fluorescent protein pairs 

exerting excellent photophysical properties, such as high extinction coefficient, QY, photostability, and 

greater Förster radius R0. 

An interesting design of a FRET probe was previously reported with the name of “Flip-Flop”-type 

indicator or simply “Fllip” [54,55] (Figure 4A). This probe makes use of two GFP variants and their 

energy transfer is similar to a common FRET probe. The distinctive feature of this probe is the rigid  
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α-helical linkers inserted between the probe components. This probe is designed to be fixed on the 

plasma membrane (PM) and remain inactive in the basal condition. However, the probe dramatically 

transforms in the presence of a second lipid messenger, PIP3. This intramolecular conformation change 

varies the relative distance between the incorporated GFP variants, which results in color change. 

Figure 4. (A) A “Flip-Flop”-type indicator (Fllip). This probe is designed to be fixed on 

the plasma membrane (PM) and dramatically transforms in the presence of a second lipid 

messenger, PIP3; (B) A BRET probe called “BAF-Y.” The resonance energy by RLuc8 is 

transferred to the adjacent fluorescent protein “EYFP”; (C) A gold nanoparticle (AuNP) 

based CRET system. AuNP and HRP are conjugated to two different antibodies. When the 

two antibodies bind to a same antigen, this immunocomplex quenches CRET between HRP 

(energy donor) and AuNPs (energy acceptor); (D) A probe set based on PRET. The PRET 

imaging relies on the resonant plasmonic energy transfer from a gold particle to a 

conjugated target molecule; (E) A GFP reconstitution by complementation. PUMILIO is 

an RNA-binding protein. When mPUM1 and mPUM2 sense the corresponding mRNA 

sequences, the adjacent N- and C-terminal fragments of EGFP are complemented; (F) A 

multicolor imaging probe. Multiple luciferases emitting various colors are fragmented in 

the same probe set, and are conditionally reconstituted, according to which the signal is 

activated; (G) A PM imaging probe. Interaction of G-protein coupled receptors (GPCRs) 

with β-arrestin on the PM was imaged with a strategy of luciferase complementation; 

(H) A mechanism of light-induced protein splicing.  The proteins, PhyB and PIF3, are 

dimerized by light.  The split-VMA intein (I
N
 and I

C
) is thus reconstituted. The figure was 

modified from the reference [56]; (I) A mechanism of protein splicing by caspase 3. The 

expressed precursor of DnaE and FLuc is spliced in a closed circular form. The circular 

form is linearized by caspase-3; (J) A mechanism of molecular strain probes. 

Intramolecular protein–protein interaction by estrogens exerts a distortion to the full-length 

luciferase; (K) A mechanism of an imaging probe with two on–off switches. In stead of a 

full-length luciferase, the reporter system carries cDNA encoding a single-chain probe. 

Glucocorticoid is recognized two times: one is by the expression machinery for a 

glucocorticoid response element (GRE), and the other is by the expressed single-chain 

probe, which has a weak self-amplifying ability. 
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Figure 4. Cont. 

 

4.2. BRET 

BRET is similar to FRET with respect to the resonance energy transfer (RET). In fact, BRET shares 

a similar working mechanism with FRET, except that the donor molecule is a luciferase, not a 

fluorescent protein. The resonance energy by a luciferase is transferred to an adjacent fluorophore. 

BRET is a useful technique to access protein–protein interactions because the BRET-permissive 

distance of less than 10 nm is very similar to the dimensions of biological macromolecular protein 

complexes [57]. 

An interesting design of BRET probe was demonstrated by Hoshino et al. [58] (Figure 4B). The 

probe named “BRET-based Autoilluminated Fluorescent Protein on EYFP (BAF-Y)” exhibited an 

extraordinary efficiency in the RET between a variant of Renilla lucicferase (RLuc8) and EYFP. This 

excellent RET was achieved simply through an optimization of the linker length and selection of the 

luciferase and fluorescent protein. 

Although BRET between luciferases and fluorescent proteins is well known, that between 

luciferases and QDs has also been represented previously. In the probe design, Cypridina luciferase 

(CLuc) and QD were conjugated to biotin and streptabidin, respectively. The biotin–streptavidin 

reaction resulted in BRET between CLuc and QD [59]. 

4.3. CRET 

The above-mentioned bioluminescence is a member of chemiluminescence. Many chemical 

reactions emitting light have been utilized for bioassays. Although being less familiar than FRET and 

BRET, CRET has been utilized in the design of various nano-imaging agents [60] (Figure 4C). CRET 

is a nonradiative RET process, in which the excited donor is produced by a chemical reaction.  

A molecular design of CRET was typically elucidated by conjugation of an energy donor  

(e.g., horseradish peroxidase (HRP)) and an energy acceptor (e.g., QDs). For example, gold 

nanoparticle (AuNP) based CRET systems have been reported previously. In the probe design, AuNP 

and HRP were conjugated to two different antibodies. When the two antibodies bind to a same antigen, 

it indicates construction of a sandwich immunocomplex. This immunocomplex quenches CRET 

between HRP (energy donor) and AuNPs (energy acceptor) [61]. 
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4.4. PRET 

Nanospectroscopy with PRET is another example of advancement in molecular imaging in living 

cells. PRET imaging relies on the resonant plasmonic energy transfer from a gold nanoplasmic probe 

to conjugated target molecule. 

The imaging mechanism is illustrated in Figure 4D. When fluorescent molecules are close to the 

surface of a metal nanoparticle, their fluorescence increases, which is called metal-enhanced 

fluorescence (MEF) where the optimal distance is about 10 nm. Quenching of the fluorescence occurs 

when the fluorophore is located much closer to the metal surface than that for MEF. PRET suppresses 

light scattering from nanoparticles when resonance-matched molecules, such as metal complexes or 

dyes, are in the vicinity of the nanoparticles [62]. The scattering spectrum of PRET creates quantized 

quenching dips within the Rayleigh scattering spectrum of the probe [63]. The spectrum change in 

response to the functionalized PRET probe to various environmentally and biologically relevant metal 

ions appears significant. 

4.5. Protein-Fragment Complementation Probes 

Protein-fragment complementation-based probes (PCP) are one of the major tools for determining 

protein–protein interactions. The basic design of PCP is as follows: (i) monomeric reporter proteins 

such as GFP and luciferase are first dissected into N- and C-terminal fragments for the temporal 

inactivation of the optical properties; (ii) a set of proteins of interest is linked to each of the fragments 

of the reporter protein via appropriate linker peptides for unity. Upon interaction between the pair of 

proteins, the adjacent fragments of the reporter protein are approximated. The restored optical intensity 

is determined with an appropriate detector. One challenge for the development of complementation 

strategies is the determination of the optimal dissection sites of luciferase in the PCP. Optimization of 

the split sites in luciferase are of critical importance for guaranteeing temporal inactivation and 

conditional reconstitution of the fluorescence or luciferase activity. 

Many PCPs have been designed for complementation between two independent fusions. In fact, 

such analyses are validated on the premise that the two component fusions are expressed equally 

beforehand. Biased expression of the component fusions inevitably exerts their inefficient 

complementation. To overcome this limitation, Kim et al. demonstrated a series of single-chain 

bioluminescent probes, where all components for ligand sensing and light emission were integrated 

into a single backbone. In contrast to the precedent inter-molecular complementation, this type of 

probes provides an intra-molecular complementation [64]. 

The above-mentioned basic design of PCP has been applied in various directions. CP of  

split-luciferase in a single-chain probe is an interesting design for low S/N ratios [65,66] (Figure 1D). 

In this probe, the active site in the luciferase is first dissected into two fragments. The N- and  

C-terminal fragments are replaced in a C- and N-terminal order. This means that the active site 

fragments are placed at the opposite sides of each other. In this molecular design, the encountering 

chances between the active site fragments dramatically decrease, which consequently minimizes the 

background intensities. 
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The concept of PCP was further extended to visualize mRNAs in living cells (Figure 4E). 

PUMILIO is an RNA-binding protein that comprises an array of RNA-recognizing amino acids. In the 

unique probe design, two RNA-binding domains of human PUMILIO1 (e.g., mPUM3 and mPUM4) 

are fused with N- and C-terminal fragments of split-EGFP, respectively. When the mPUM3 and 

mPUM4 sense the corresponding mRNA sequences in living cells, the adjacent N- and C-terminal 

fragments of EGFP are complemented, resulting in resurrection of strong fluorescence. This strategy was 

successfully applied to determine mRNA of β-actin [67] and endogenous mitochondrial mRNA [68]. 

Another tendency in the molecular design of PCPs is to construct a set of multicolor imaging 

probes, where multiple luciferases emitting various colors are fragmented in the same probe set, and 

are conditionally reconstituted according to the signal that is activated; e.g., whether the signals are 

agonistic or antagonistic [11]; or whether Smad4 binds to Smad1 or Smad2 (Figure 4F) [49]. 

The basic concept of PCPs is also utilized for imaging molecular events on the PM. For instance, 

interaction of G-protein coupled receptors (GPCRs) with β-arrestin on the PM was imaged with a set 

of bioluminescent probes [69,70] (Figure 4G). Similarly, dimerization of extracellular signal-regulated 

kinase 2 (ERK2) was visualized with a pair of ERK2-linked split-RLuc [40]. 

4.6. Intein-Mediated Protein-Splicing Probe  

Protein splicing is a naturally occurring, posttranslational processing event involving precise 

excision of an internal protein segment (intein) from a primary translation product, i.e., external 

protein (extein). At intein–extein junctions, conserved amino acid residues are directly involved in the  

protein-splicing reaction. An important feature of protein splicing is a self-catalyzed excision of the 

intein and ligation of the flanking exteins without any exogenous cofactor or energy source [71]. 

This natural occurrence for protein maturation was successfully utilized for designing a new series 

of molecular probes. In the classic probe design, N- and C-terminal fragments of split-VDE intein  

(1–184 amino acids and 389–454 amino acids) were respectively linked to N- and C-terminal domains 

of split-GFP (1–128 amino acids and 129–239 amino acids). This pair of fusions was further labeled 

with calmodulin (CaM) and its target peptide (M13), respectively [72]. 

Ca
2+

-bound CaM interacts with M13. This interaction provokes a protein splicing reaction between 

the approximated N- and C-terminal fragments of VDE, generating a full-length GFP. 

Conditional protein splicing was well demonstrated by Tyszkiewicz et al., who developed a protein 

splicing system activated by red (660 nm) and far-red (750 nm) light in yeast [58] (Figure 4H). 

4.7. Luciferase Cyclisation by Protein Splicing 

An innovative design called “luciferase cyclisation” among reporter reconstitution technologies was 

previously reported [73,74] (Figure 4I). In the probe design, the N- and C-terminal fragments of FLuc 

were circularly permutated via a substrate peptide of caspase-3 (DEVD). The N- and C-terminal ends 

of the CP FLuc were further linked to the N- and C-terminal fragments of a DnaE intein. After 

translation into a single polypeptide, the N- and C-terminal ends were self-catalytically ligated by 

protein splicing, creating a closed circular fusion protein. As the molecular structure is distorted and 

strained by a tension, CP FLuc temporarily loses its enzymatic activities (closed circular form). In the 

presence of an apoptosis signal, active caspase-3 digests the DEVD sequence in the circular fusion and 
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linearizes the formation (opened linear form). In the linear form, the CP FLuc restores the optical 

intensities, which indexes activity of caspase-3. 

4.8. The Other Probe Designs 

Unique molecular designs in genetically encoded nano-imaging agents have been developed. 

A unique bioluminescent probe named “molecular-tension probe” was developed on the basis of 

molecular tension of a luciferase that is artificially appended by protein–protein binding [75]  

(Figure 4J). Unlike other probe design, this probe makes use of the full length of a luciferase, which is 

sandwiched between a pair of proteins of interest. In the probe design, the linker length between the 

ingredients is minimized to exert an efficient molecular tension to the sandwiched luciferase. This 

simply designed molecular probe is surprisingly sensitive to estrogens. 

All of the genetically encoded probes are roughly divided into two categories: GTP and NTP. 

Recently, a probe system that combines the characteristics of the two groups has been developed [65] 

(Figure 4K). The probe system consists of two ligand-sensing machineries: (i) a reporter-gene system 

carrying a glucocorticoid response element (GRE) promoter; and (ii) a single-chain probe sensing 

glucocorticoids. The cDNA encoding the single-chain probe is situated downstream of the GRE 

promoter, indicating that this system carries two on–off switches for glucocorticoids. Initially, 

glucocorticoids activate the GRE promoter, which starts expressing the single-chain probe. The same 

glucocorticoids are repeatedly recognized by the expressed single-chain probe, which emits 

bioluminescence. The probe system comprises both the characteristics of genetic and nongenetic 

probes, and thus is characteristically classified into an interface region between the two categories. 

5. Challenges and Perspectives 

Integration of multiple functions in nano-imaging agents has been witnessed in recent imaging 

strategies to address frontier issues in medicine and biology. This tendency appears rational because a 

monotonous agent exerting a singular function cannot fully reflect the complex and dynamic features 

of cell signaling and materials in living organisms. 

This tendency of integration and complication of functions in imaging agents is observed in many 

probe designs; e.g., multifunctional nanoparticles exert fluorescence and MRI as optical signatures and 

can carry cargo proteins and DNAs. Bifunctional antibodies are developed by hybridization of a 

catalytic antibody with another classical antibody, thus exerting two different roles. Genetically 

encoded multicolor imaging probes are designed to emit two different optical signatures according to 

the bifacial activities of a ligand. 

One of the merits of the integrative design of probes is to compensate drawbacks of individual 

probes. This feature is even found in the case of a representative optical signature, such as fluorescence 

and bioluminescence. Many of the genetically encoded fluorescent probes are unfortunately 

irreversible and time-consuming for chromophore formation. This fact greatly limits the quantitative 

analysis of temporal interactions of proteins of interest. Although the FRET methods have a strong 

advantage of temporal resolution, signal changes in FRET are very small so that special instrumentations 

with specific light filtering systems are necessary to ensure reliable sensing. The spatial resolution of 

fluorescent probes is generally excellent visualizing a position of individual fluorescent molecules with 
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nanometer precision. On the other hand, the spatial resolution of genetically encoded bioluminescent 

probes does not reach the standard optical resolution of the fluorescent one. This is mainly because  

the absolute photon number of the bioluminescent systems is very low. A strong advantage of the 

luciferase-fragment complementation is that it enables real-time analysis of protein–protein 

interactions and enzyme activities, because the split fragments of luciferases are generally reversible. 

Therefore, it is smart to use both fluorescent and bioluminescent probes according to various 

experimental goals. 

Future analyses with nano-imaging agents should investigate methods of non-invasive, quantitative, 

specific, signal-integrative, and real-time features. Their development is desired to be directed to the 

production of truly quantitative, highly sensitive, and easily comprehensive probes [64]. 

Development of excellent nano-imaging agents is greatly supported by advanced properties of  

light-emitting proteins and nanoparticles. Improvement in the properties of luminescent materials is 

directly connected to advances in molecular recognition probes. Such major advances in biological 

analysis can be achieved from ideas inspired by nature, similar to many of the above-introduced 

imaging agents that are appropriate examples of this idea. As reviewed earlier, protein splicing is a 

naturally occurring, self-catalytic process of premature proteins. Protein–protein complementation is 

one of the typical molecular events for activating signaling cascades in living cells. Likewise, we can 

expect advanced analytical measures in future, mimicking various molecular mechanisms of living 

subjects. The sense organs of the living subjects may be a prototype of the future molecular recognition 

probes. Furthermore, combination of the above-mentioned genetically encoded probes with nanofabricated 

systems would greatly advance the elucidation of complicated biological systems in living cells. 

These advanced nano-imaging agents in analytical chemistry will greatly expand the scope of our 

knowledge, which is a common mission of analytical scientists. 

Acknowledgments 

This work was supported by a Grant-in-Aid for Young Scientists (B) from Japan Society for  

the Promotion of Science (JSPS) (Grant No.: 23750096), for Young Scientists (S) from JSPS  

(Grant No.: 21675001) and by a Grant-in-Aid for an A-Step program from Japan Science and 

Technology Agency (JST) (Grant No.: AS232Z02075F). 

Conflict of Interest 

The authors declare no conflict of interest. 

References 

1. Kelkar, S.S.; Reineke, T.M. Theranostics: Combining imaging and therapy. Bioconjug. Chem. 

2011, 22, 1879–1903. 

2. Suh, W.H.; Suh, Y.H.; Stucky, G.D. Multifunctional nanosystems at the interface of physical and 

life sciences. Nanotoday 2009, 4, 27–36. 

3. Amir, R.; Shabat, D. Medicinal Potential of Catalytic Antibodies. In Catalytic Antibodies;  

Wiley-VCH Verlag GmbH & Co. KGaA: Weinheim, Germany, 2005; pp. 284–303. 



Int. J. Mol. Sci. 2012, 13 17002 

 

 

4. Venisnik, K.M.; Olafsen, T.; Loening, A.M.; Iyer, M.; Gambhir, S.S.; Wu, A.M. Bifunctional 

antibody-Renilla luciferase fusion protein for in vivo optical detection of tumors. Protein Eng. 

Des. Sel. 2006, 19, 453–460. 

5. Gopin, A.; Pessah, N.; Shamis, M.; Rader, C.; Shabat, D. A chemical adaptor system designed to 

link a tumor-targeting device with a prodrug and an enzymatic trigger. Angew. Chem. Int. Ed. 

Engl. 2003, 42, 327–332. 

6. Bruchez, M., Jr.; Moronne, M.; Gin, P.; Weiss, S.; Alivisatos, A.P. Semiconductor nanocrystals as 

fluorescent biological labels. Science 1998, 281, 2013–2016. 

7. Bailey, R.E.; Smith, A.M.; Nie, S. Quantum dots in biology and medicine. Physica E 2004, 25, 1–12. 

8. Shi, L.; De Paoli, V.; Rosenzweig, N.; Rosenzweig, Z. Synthesis and application of quantum dots 

FRET-based protease sensors. J. Am. Chem. Soc. 2006, 128, 10378–10379. 

9. Kim, S.B.; Awais, M.; Sato, M.; Umezawa, Y.; Tao, H. Integrated molecule-format 

bioluminescent probe for visualizing androgenicity of ligands based on the intramolecular 

association of androgen receptor with its recognition peptide. Anal. Chem. 2007, 79, 1874–1880. 

10. Kim, S.B. Labor-effective manipulation of marine and beetle luciferases for bioassays.  

Protein Eng. Des. Sel. 2012, 25, 261–269. 

11. Kim, S.B.; Umezawa, Y.; Kanno, K.A.; Tao, H. An integrated-molecule-format multicolor probe for 

monitoring multiple activities of a bioactive small molecule. ACS Chem. Biol. 2008, 3, 359–372. 

12. Binkowski, B.; Fan, F.; Wood, K. Engineered luciferases for molecular sensing in living cells. 

Curr. Opin. Biotechnol. 2009, 20, 14–18. 

13. Razgulin, A.; Ma, N.; Rao, J. Strategies for in vivo imaging of enzyme activity: An overview and 

recent advances. Chem. Soc. Rev. 2011, 40, 4186–4216. 

14. Sensi, S.L.; Ton-That, D.; Weiss, J.H.; Rothe, A.; Gee, K.R. A new mitochondrial fluorescent 

zinc sensor. Cell Calcium 2003, 34, 281–284. 

15. Valentine, R.A.; Jackson, K.A.; Christie, G.R.; Mathers, J.C.; Taylor, P.M.; Ford, D. ZnT5 variant 

B is a bidirectional zinc transporter and mediates zinc uptake in human intestinal Caco-2 cells.  

J. Biol. Chem. 2007, 282, 14389–14393. 

16. Gee, K.R.; Zhou, Z.L.; Ton-That, D.; Sensi, S.L.; Weiss, J.H. Measuring zinc in living cells. A 

new generation of sensitive and selective fluorescent probes. Cell Calcium 2002, 31, 245–251. 

17. Wu, Y.; Peng, X.; Guo, B.; Fan, J.; Zhang, Z.; Wang, J.; Cui, A.; Gao, Y. Boron dipyrromethene 

fluorophore based fluorescence sensor for the selective imaging of Zn(II) in living cells.  

Org. Biomol. Chem. 2005, 3, 1387–1392. 

18. Wang, J.; Xiao, Y.; Zhang, Z.; Qian, X.; Yang, Y.; Xu, Q. A pH-resistant Zn(II) sensor derived 

from 4-aminonaphthalimide: Design, synthesis and intracellular applications. J. Mater. Chem. 

2005, 15, 2836–2839. 

19. Kiyose, K.; Kojima, H.; Urano, Y.; Nagano, T. Development of a ratiometric fluorescent zinc ion 

probe in near-infrared region, based on tricarbocyanine chromophore. J. Am. Chem. Soc. 2006, 

128, 6548–6549. 

20. Lim, N.C.; Schuster, J.V.; Porto, M.C.; Tanudra, M.A.; Yao, L.; Freake, H.C.; Bruckner, C. 

Coumarin-based chemosensors for zinc(II): Toward the determination of the design algorithm for 

CHEF-type and ratiometric probes. Inorg. Chem. 2005, 44, 2018–2030. 



Int. J. Mol. Sci. 2012, 13 17003 

 

 

21. Griffin, B.A.; Adams, S.R.; Tsien, R.Y. Specific covalent labeling of recombinant protein 

molecules inside live cells. Science 1998, 281, 269–272. 

22. Lelek, M.; Di Nunzio, F.; Henriques, R.; Charneau, P.; Arhel, N.; Zimmer, C. Superresolution 

imaging of HIV in infected cells with FlAsH-PALM. Proc. Natl. Acad. Sci. USA 2012, 109, 

8564–8569. 

23. Shi, L.; Rosenzweig, N.; Rosenzweig, Z. Luminescent Quantum Dot Fluorescence Resonance Energy 

Transfer-Based Probes in Cellular and Biological Assays. In Cellular and Biomolecular Recognition; 

Wiley-VCH Verlag GmbH & Co. KGaA: Weinheim, Germany, 2009; pp. 265–279. 

24. He, X.; Gao, J.; Gambhir, S.S.; Cheng, Z. Near-infrared fluorescent nanoprobes for cancer 

molecular imaging: status and challenges. Trends Mol. Med. 2010, 16, 574–583. 

25. Smith, A.M.; Mancini, M.C.; Nie, S. Bioimaging: Second window for in vivo imaging.  

Nat. Nanotechnol. 2009, 4, 710–711. 

26. De, A.; Ray, P.; Loening, A.M.; Gambhir, S.S. BRET3: A red-shifted bioluminescence resonance 

energy transfer (BRET)-based integrated platform for imaging protein-protein interactions from 

single live cells and living animals. FASEB J. 2009, 23, 2702–2709. 

27. Xia, Z.; Rao, J. Biosensing and imaging based on bioluminescence resonance energy transfer. 

Curr. Opin. Biotechnol. 2009, 20, 37–44. 

28. Resch-Genger, U.; Grabolle, M.; Cavaliere-Jaricot, S.; Nitschke, R.; Nann, T. Quantum dots 

versus organic dyes as fluorescent labels. Nat. Methods 2008, 5, 763–775. 

29. Shimomura, O.; Johnson, F.H.; Saiga, Y. Extraction, purification and properties of aequorin, a 

bioluminescent protein from the luminous hydromedusan, Aequorea. J. Cell. Comp. Physiol. 

1962, 59, 223–239. 

30. Carson, M. Ribbon models of macromolecules. J. Mol. Graph. 1987, 5, 103–106. 

31. Dickson, R.M.; Cubitt, A.B.; Tsien, R.Y.; Moerner, W.E. On/off blinking and switching 

behaviour of single molecules of green fluorescent protein. Nature 1997, 388, 355–358. 

32. Ando, R.; Mizuno, H.; Miyawaki, A. Regulated fast nucleocytoplasmic shuttling observed by 

reversible protein highlighting. Science 2004, 306, 1370–1373. 

33. Baird, G.S.; Zacharias, D.A.; Tsien, R.Y. Circular permutation and receptor insertion within green 

fluorescent proteins. Proc. Natl. Acad. Sci. USA 1999, 96, 11241–11246. 

34. Shui, B.; Wang, Q.; Lee, F.; Byrnes, L.J.; Chudakov, D.M.; Lukyanov, S.A.; Sondermann, H.; 

Kotlikoff, M.I. Circular permutation of red fluorescent proteins. PLoS One 2011, 6, e20505. 

35. Fan, F.; Wood, K.V. Bioluminescent assays for high-throughput screening. Assay Drug Dev. 

Technol. 2007, 5, 127–136. 

36. Loening, A.M.; Fenn, T.D.; Wu, A.M.; Gambhir, S.S. Consensus guided mutagenesis of Renilla 

luciferase yields enhanced stability and light output. Protein Eng. Des. Sel. 2006, 19, 391–400. 

37. Steipe, B.; Schiller, B.; Pluckthun, A.; Steinbacher, S. Sequence statistics reliably predict 

stabilizing mutations in a protein domain. J. Mol. Biol. 1994, 240, 188–192. 

38. Lehmann, M.; Loch, C.; Middendorf, A.; Studer, D.; Lassen, S.F.; Pasamontes, L.;  

van Loon, A.P.G.M.; Wyss, M. The consensus concept for thermostability engineering of 

proteins: Further proof of concept. Protein Eng. 2002, 15, 403–411. 

39. Kim, S.B. Superluminescent variants of marine luciferases. Anal. Chem. 2011, 83, 8732–8740. 



Int. J. Mol. Sci. 2012, 13 17004 

 

 

40. Kaihara, A.; Umezawa, Y. Genetically encoded bioluminescent indicator for ERK2 dimer in 

living cells. Chem. Asian J. 2008, 3, 38–45. 

41. Paulmurugan, R.; Gambhir, S.S. Monitoring protein-protein interactions using split synthetic 

renilla luciferase protein-fragment-assisted complementation. Anal. Chem. 2003, 75, 1584–1589. 

42. Remy, I.; Michnick, S.W. A highly sensitive protein-protein interaction assay based on Gaussia 

luciferase. Nat. Methods 2006, 3, 977–979. 

43. Kim, S.B.; Kanno, A.; Ozawa, T.; Tao, H.; Umezawa, Y. Nongenomic activity of ligands in the 

association of androgen receptor with Src. ACS Chem. Biol. 2007, 2, 484–492. 

44. Luker, K.E.; Smith, M.C.; Luker, G.D.; Gammon, S.T.; Piwnica-Worms, H.; Piwnica-Worms, D. 

Kinetics of regulated protein-protein interactions revealed with firefly luciferase complementation 

imaging in cells and living animals. Proc. Natl. Acad. Sci. USA 2004, 101, 12288–12293. 

45. Paulmurugan, R.; Gambhir, S.S. Firefly luciferase enzyme fragment complementation for imaging 

in cells and living animals. Anal. Chem. 2005, 77, 1295–1302. 

46. Ozawa, T.; Kaihara, A.; Sato, M.; Tachihara, K.; Umezawa, Y. Split luciferase as an optical probe 

for detecting protein-protein interactions in mammalian cells based on protein splicing.  

Anal. Chem. 2001, 73, 2516–2521. 

47. Kim, S.B.; Otani, Y.; Umezawa, Y.; Tao, H. Bioluminescent indicator for determining  

protein-protein interactions using intramolecular complementation of split click beetle luciferase. 

Anal. Chem. 2007, 79, 4820–4826. 

48. Villalobos, V.; Naik, S.; Bruinsma, M.; Dothager, R.S.; Pan, M.H.; Samrakandi, M.; Moss, B.; 

Elhammali, A.; Piwnica-Worms, D. Dual-color click beetle luciferase heteroprotein fragment 

complementation assays. Chem. Biol. 2010, 17, 1018–1029. 

49. Hida, N.; Awais, M.; Takeuchi, M.; Ueno, N.; Tashiro, M.; Takagi, C.; Singh, T.; Hayashi, M.; 

Ohmiya, Y.; Ozawa, T. High-sensitivity real-time imaging of dual protein-protein interactions in 

living subjects using multicolor luciferases. PLoS One 2009, 4, e5868. 

50. Kim, S.B.; Sato, M.; Tao, H. Split gaussia luciferase-based bioluminescence template for tracing 

protein dynamics in living cells. Anal. Chem. 2009, 81, 67–74. 

51. Website of Swiss Institute of Bioinformatics (SIB). Available online: http://www.expasy.org/ 

(accessed on 30 August 2012). 

52. Prescher, J.A.; Contag, C.H. Guided by the light: Visualizing biomolecular processes in living 

animals with bioluminescence. Curr. Opin. Chem. Biol. 2010, 14, 80–89. 

53. Siegel, R.M.; Chan, F.K.-M.; Zacharias, D.A.; Swofford, R.; Holmes, K.L.; Tsien, R.Y.;  

Lenardo, M.J. Measurement of molecular interactions in living cells by fluorescence resonance 

energy transfer between variants of the green fluorescent protein. Sci. STKE 2000, 2000, pl1–pl6. 

54. Sato, M.; Ueda, Y.; Takagi, T.; Umezawa, Y. Production of PtdInsP3 at endomembranes is 

triggered by receptor endocytosis. Nat. Cell Biol. 2003, 5, 1016–1022. 

55. Sato, M.; Ueda, Y.; Umezawa, Y. Imaging diacylglycerol dynamics at organelle membranes.  

Nat. Methods 2006, 3, 797–799. 

56. Tyszkiewicz, A.B.; Muir, T.W. Activation of protein splicing with light in yeast. Nat. Methods 

2008, 5, 303–305. 

57. Kim, S.B.; Tao, H.; Umezawa, Y. Cellular and Biomolecular Recognition; Jelinek, R., Ed.; 

Wiley-VCH: Darmstadt, Germany, 2009; p. 299. 



Int. J. Mol. Sci. 2012, 13 17005 

 

 

58. Hoshino, H.; Nakajima, Y.; Ohmiya, Y. Luciferase-YFP fusion tag with enhanced emission for 

single-cell luminescence imaging. Nat. Methods 2007, 4, 637–639. 

59. Wu, C.; Kawasaki, K.; Ohgiya, S.; Ohmiya, Y. Chemical studies on the BRET system between the 

bioluminescence of Cypridina and quantum dots. Photochem. Photobiol. Sci. 2011, 10, 1531–1534. 

60. Roda, A.; Guardigli, M. Analytical chemiluminescence and bioluminescence: Latest 

achievements and new horizons. Anal. Bioanal. Chem. 2012, 402, 69–76. 

61. Huang, X.; Ren, J. Gold nanoparticles based chemiluminescent resonance energy transfer for 

immunoassay of alpha fetoprotein cancer marker. Anal. Chim. Acta 2010, 686, 115–120. 

62. Sannomiya, T.; Voros, J. Single plasmonic nanoparticles for biosensing. Trends Biotechnol. 2011, 

29, 343–351. 

63. Liu, G.L.; Long, Y.T.; Choi, Y.; Kang, T.; Lee, L.P. Quantized plasmon quenching dips 

nanospectroscopy via plasmon resonance energy transfer. Nat. Methods 2007, 4, 1015–1017. 

64. Kim, S.B.; Ozawa, T. Creating bioluminescent indicators to visualise biological events in living 

cells and animals. Supramol. Chem. 2010, 22, 440–449. 

65. Kim, S.B.; Takenaka, Y.; Torimura, M. A bioluminescent probe for salivary cortisol.  

Bioconjug. Chem. 2011, 22, 1835–1841. 

66. Kim, S.B.; Sato, M.; Tao, H. Genetically encoded bioluminescent indicators for stress hormones. 

Anal. Chem. 2009, 81, 3760–3768. 

67. Yamada, T.; Yoshimura, H.; Inaguma, A.; Ozawa, T. Visualization of non-engineered single mRNAs 

in living cells using genetically encoded fluorescent probes. Anal. Chem. 2011, 83, 5708–5714. 

68. Ozawa, T.; Natori, Y.; Sato, M.; Umezawa, Y. Imaging dynamics of endogenous mitochondrial 

RNA in single living cells. Nat. Methods 2007, 4, 413–419. 

69. Misawa, N.; Kafi, A.K.; Hattori, M.; Miura, K.; Masuda, K.; Ozawa, T. Rapid and  

high-sensitivity cell-based assays of protein-protein interactions using split click beetle luciferase 

complementation: An approach to the study of G-protein-coupled receptors. Anal. Chem. 2010, 

82, 2552–2560. 

70. Takakura, H.; Hattori, M.; Takeuchi, M.; Ozawa, T. Visualization and quantitative analysis of G 

protein-coupled receptor-beta-arrestin interaction in single cells and specific organs of living mice 

using split luciferase complementation. ACS Chem. Biol. 2012, 7, 901–910. 

71. Gimble, F.S. Putting protein splicing to work. Chem. Biol. 1998, 5, R251–R256. 

72. Ozawa, T.; Nogami, S.; Sato, M.; Ohya, Y.; Umezawa, Y. A fluorescent indicator for detecting 

protein-protein interactions in vivo based on protein splicing. Anal. Chem. 2000, 72, 5151–5157. 

73. Kanno, A.; Yamanaka, Y.; Hirano, H.; Umezawa, Y.; Ozawa, T. Cyclic luciferase for real-time 

sensing of caspase-3 activities in living mammals. Angew. Chem. Int. Ed. 2007, 46, 7595–7599. 

74. Kanno, A.; Umezawa, Y.; Ozawa, T. Detection of apoptosis using cyclic luciferase in living 

mammals. Methods Mol. Biol. 2009, 574, 105–114. 

75. Kim, S.B.; Sato, M.; Tao, H. Molecular tension-indexed bioluminescent probe for determining 

protein-protein interactions. Bioconjug. Chem. 2009, 20, 2324–2330. 

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/3.0/). 


