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i

In the last two decades, fluorescent proteins have become one of the most widely
studied and exploited protein in biochemistry and cell biology. Fluorescent protein is a
protein that upon excitation at low wavelength light emits fluorescence at higher
wavelength. Its ability to generate high intracellular visibility together with the stable
internal fluorophore and non-invasive measurement technologies made it the finest tool
to monitor cellular processes and molecular events in living cells at its normal
physiological conditions. Protein engineering and identification of novel fluorescent
proteins have resulted in the development of color variants ranging from the blue to
near-infrared region of the spectrum. Protein engineering has also lead to the
development of highly stable fluorescent proteins with improved photochemical
properties and sensing abilities.

The fluorescent proteins have made a strong impact in cell biology research due to its
ability to participate in energy transfer interactions, such as Fluorescence resonance
energy transfer (FRET) and thus allowing to measure and study molecular-scale

 Development of novel FRET
based techniques, FRET sensors and FRET pairs will provide opportunity to understand
the cellular processes and dynamics with high precision at nano-scale level. This thesis
focusses on FRET studies by developing novel FRET based sensor, novel FRET pairs
and analyzing intramolecular FRET. The study also focuses on analyzing the potential
of fluorescent proteins in sensing applications outside the cell environment, an area
which has not yet been exploited. This was accomplished by protein engineering of
fluorescent proteins with specific objectives followed by steady-state and time-resolved
fluorescence spectroscopy measurements.

In one of the specific objective, intramolecular FRET in fluorescent proteins was
studied by demonstrating FRET between fluorescent protein and conjugated chemical
fluorophores whereby FRET occurs from inside to outside of the protein and vice versa.
For this study,  Alexafluor 568 was
generated. FRET analyzed using steady-state and ultra-fast time-resolved spectroscopy
measurements revealed strong intramolecular FRET with high efficiencies. To my
knowledge, this is the first and only study on bidirectional FRET between fluorescent
protein and conjugated chemical labels. This study was made possible by genetically
engineering Citrine to incorporate cysteine residues on the surface of the protein and
this enabled site-specific bioconjugation of the labels to the fluorescent protein.
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The surface exposed cysteine on the fluorescent protein was also exploited in this study
to generate self-assembled monolayer (SAM) of Citrine on the surface of etched optical
fibers (EOF). The conjugation of Citrine to the surface of EOF demonstrated a proof-of-
concept for the use of this bio-conjugated protein in in vitro bio-sensing applications. To
the best of our knowledge, this is the first and only study on the formation of fluorescent
protein SAM on EOF. Steady-state and fluorescence lifetime measurements confirm the
formation of SAM on EOF and revealed that the bioconjugation is site-specific and
covalent in nature. The study also demonstrates that the proteins retains its
photochemical properties on bioconjugation and are stable at physiological conditions.

The engineered surface exposed cysteine was further used in this study for the
development of a FRET based redox sensor. This was developed aiming to overcome
the disadvantages of the current FRET based redox sensors which includes low FRET
efficiency and dynamic range, and to monitor the redox status in bacteria. For the sensor
development, fluorescent proteins Citrine and Cerulean were genetically engineered to
expose reactive cysteine residues on the protein surface. The proteins were fused using a
biotinylation domain as a linker to generate the FRET sensor. The redox titrations and
the fluorescence measurements confirmed the redox response and reversibility of the
sensor. The FRET sensor exhibited high FRET efficiency and dynamic range in
intensity based measurements. Intracellular studies with Escherichia coli revealed the
capability of the FRET sensor in detecting real-time redox variations at single cell level.

In the final study, novel FRET pairs were developed aiming at improved fluorescence
lifetime dynamic range and high FRET efficiency for the use in fluorescence lifetime
imaging microscopy (FLIM) studies. The fluorescent protein with the longest reported
fluorescence lifetime NowGFP was used as a FRET donor and various red-fluorescent
protein variants were screened for the optimal FRET acceptor. Among the FRET pairs
screened, NowGFP-tdTomato and NowGFP-mRuby2 were found to be superior FRET
pairs with high lifetime dynamic range and FRET efficiency. NowGFP-tdTomato pair
was found to have the highest reported Förster radius and fluorescence lifetime dynamic
range for any fluorescent protein based FRET pairs yet used in biological studies.

In summary, we have developed novel FRET based tools and in vitro techniques using
fluorescent proteins which can assist in deepening the knowledge on intracellular
environment and dynamics, and also in developing novel fluorescent protein based
sensors which can be used outside the cellular environment.
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The fascination of mankind to glowing objects in nature can be traced back to the first
century A.D. from the comments by roman natural philosopher Pliny the Elder in
A.D.77 referring glowing jellyfish (Pulmo marinus) in the Mediterranean Sea.

If wood is rubbed with the pulmo marinus, it will have all the appearance of being on
fire; so much so, indeed, that a walking-stick, thus treated, will light the way like a
torch

The research on florescent proteins started in 20th century with the isolation of glowing
protein from jellyfish and in this 21st century, this glowing fluorescent protein is
lighting the way like a torch to unravel the mysteries inside living cells and organelles.

The discovery of Green fluorescent proteins (GFP) change the way cell biologists study
molecular processes. The scientists were able to fuse fluorescent proteins to different
protein and enzyme targets. This enabled visualization and studies on molecular
processes in living cells without perturbing its natural physiological environment. The
modifications in fluorescent proteins resulted in the development of sensors to monitor
cellular biochemical and physiological condition inside live cells and organelles.
Mutagenesis and protein engineering of GFP and isolation of novel fluorescent proteins
from different species have resulted in the development of a variety of visible
fluorescent proteins with emission ranging from the blue to the red region of the
spectrum. This, along with the advancement in microscopy and imaging techniques
enabled multicolour imaging and Fluorescence Resonance Energy Transfer (FRET)
based techniques with sub-nanometer spatial resolution.

The knowledge on molecular interactions and the precise locations of events inside
living cell is crucial in understanding the molecular events. These interactions occur in a
space of few nanometers. FRET with fluorescent protein provides opportunity to
visualize this interaction with high precision. This made FRET a molecular scale to
monitor events happening in 1-10 nm, a distance in which most cellular molecular
interactions occur. Furthermore, FRET based sensors are developed with fluorescent
protein to analyze biochemical molecules inside the cells and organelles. Development
of novel tools for using fluorescent proteins and FRET is necessary to widen the
applications of fluorescent proteins which help us to untangle the complex cellular
biochemistry and interactions. The focus of this thesis is on development of novel tools
using fluorescent proteins and FRET aiming to deepen the knowledge on cellular



1 INTRODUCTION

2

processes. Additionally, this study also aims at the development of in vitro techniques to
expand the applications of fluorescent protein beyond the field of cell biology.

This thesis reviews the development and applications of fluorescent protein variants
with more focus on FRET based applications. The structure of this thesis is divided into
8 chapters. Chapter 2 describes the history and important timelines in the development
of fluorescent proteins. Chapter 3 focuses on fluorescent protein structure and its
variants. Chapter 4 describes FRET phenomenon and its fluorescent protein based
applications. The hypothesis and aims of this thesis are described in Chapter 5 followed
by materials and methods employed in papers I-IV in Chapter 6. Chapter 7 and 8
summarize the results and discussion from the papers with the concluding remarks.
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Although, the first mention of fluorescent protein was in A.D.77 by Pliny the Elder, the
formal discovery of fluorescent protein was from jelly fish Aequorea victoria in 1962
by Osamu Shimomura when he observed a protein in the jelly fish extract exhibiting
bright green fluorescence under ultraviolet (UV) light illumination (Shimomura et al.
1962)
partially characterized the protein responsible for bright green fluorescence

GFP (Morise et al. 1974). Shimomura further continued his studies with GFP, and in
1979 he reported the structure of the GFP chromophore (Shimomura 1979).

The applications of GFP remained an enigma for biologists to almost three decades after
its discovery, until the GFP gene was cloned and sequenced (Prasher et al. 1992). Its
potential to be used as a molecular probe was first demonstrated by Chalfie et al., when
they used GFP as a marker for gene expression (Chalfie et al. 1994). Mutagenesis of the
GFP resulted in the generation of a wide variety of visible fluorescent proteins with
varying spectral properties (Cubitt et al. 1995). Red fluorescent proteins were also
isolated and cloned from non-bioluminescent reef corals (Matz et al. 1999), making
fluorescent proteins to cover the whole range of visible spectrum from blue to red.
Within few years after its cloning, GFP and its variants become one of the most studied
proteins in the field of cell biology and biochemistry (Tsien 1998).

Besides mutations which affect the spectral properties, various modifications in the
genetic level has resulted in improved brightness, protein folding, higher photostability
and fluorescence lifetime, increased solubility, and also showed better expression at
37oC in organelles (Davis & Vierstra 1998; Kremers et al. 2006; Griesbeck et al. 2001).
GFP was modified to act a molecular sensors and its potential in labeling specific
proteins inside live cells replaced the use of exogenous synthetic or antibody labelled
fluorescent tags (Day & Davidson 2009; VanEngelenburg & Palmer 2008; Hanson et al.
2002; Hanson et al. 2004). The discovery of photosensitive and photoswitchable
fluorescent proteins further increased its application in real-time monitoring of cellular
events inside living cells (Ando et al. 2002). The development of photoactivatable
proteins whose fluorescence can be controlled by irradiating the protein with light of a
specific wavelength, intensity and duration provides new possibilities in labeling and
tracking of cells, organelles and intracellular molecules. The timeline of important
events in the development of green fluorescent protein is depicted in Figure 2.1. These
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events together with the new tools developed using fluorescent proteins (which includes
FRET and BiFC) facilitates the study of protein-protein interactions, protein
localization, protein conformational changes and signaling events in the normal
physiological conditions inside intact live cells. This also enabled the study of
biochemical events, and physicochemical conditions inside live cells, in its natural
environment.

Together with the advances in fluorescent protein research, the astonishing advances
witnessed in the last decade in live-cell imaging technologies and microscopy
techniques further ushered and extended the applications of fluorescent proteins in the
field of cell biology and medicine. The development of super-resolution imaging
techniques and the use of fluorescent proteins as probes for super-resolution imaging
have driven fluorescent protein development tremendously. The super-resolution
imaging enabled video-rate movies of intracellular environment with resolution of
below 50 nm and efforts are underway to reach the goal of video-rate imaging of live
cells with 1 5 nm resolution (Fernández-Suárez & Ting 2008). The area of fluorescent
protein research continues by developing improved fluorescent protein variants and
novel fluorescent protein based sensors aiming to understand and unravel the biological
mysteries at molecular, cellular and organism level. The improvement in fluorescent
proteins is opening up new application areas which include in vitro sensors, solar cells
and lasers (Veselov et al. 2012; Chuang et al. 2009; Gather & Yun 2011).
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Figure 2.1 Timeline showing major achievements in the field of fluorescent protein technology. (Gather
& Yun 2011; Sakai et al. 2001; Livet et al. 2007).

77. AD  Pliny the Elder write about
glowing Fish

1974 GFP purified - aequorin GFP
energy transfer (Morise et al.)

1994  GFP as marker (Chalfie et al.)

1996  GFP crystal structure, YFP
(Ormö et al.)

1999  Cloned RFP (DsRed) (Matz
et al.)

2001   Citrine (Griesbeck et al.)

2002  Photoactivatable fluorescent
protein (Ando et al.)

2004  Cerulean (Rizzo et al.), mKO
(Karasawa et al.)

2006  SuperfolderGFP (Pedelacq et
al.)

2007  TagRFP (Merzlyak et al.)

2009   Near-infrared fluorescent
protein (Shu et al)

2012  Fluorescent protein with
tryptophan based chromophore
(Sarkisyan et al.)

1962 - Aequorea Victoria -GFP
(Shimomura et al.)

1992  GFP cloned (Prasher et al.)

1994  BFP, CFP (Heim et al.)

1996  Fluorescent protein based
FRET sensor (Mitra et al.)

2002   Monomeric RFP (Campbell et
al.)

2004 mOrange, mCherry, tdTomato
& mStrawberry (Shaner et al.)

2008  Nobel Prize
Roger Tsien, Osamu

Shimomura & Martin Chalfie

2013  Monomeric fluorescent
protein photosensitizer (Takemoto
et al.)

2011  GFP based biological laser
(Gather et al.)

2001  Voltage-sensitive fluorescent
protein (Sakai et al.)

2007  Brainbow (Livet at al.)

1994  STED- Super-resolution
microscopy  (Hell & Wichmann )

2014  Nobel Prize
William E. Moerner, Stefan
Hell & Eric Betzig . For Super-
resolved fluorescence
microscopy

2006 PALM Super-resolution
microscopy (Betzig et al.)
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3.1. Structure and chromophore formation

The jelly fish A. victoria derived Green fluorescent protein from which the other
fluorescent variants are developed is a 27 kDa protein (Shimomura 1979). The primary
structure of GFP composed of 238 amino acid residues (Prasher et al. 1992). Though a
minimum of 2-232 amino acids are essential for the development and maintenance of
fluorescence, the principle fluorophore is derived from just 3 amino acids: Ser65,
Tyr66, Gly67 (Dopf & Horiagon 1996). The remaining amino acids in the GFP forms a
remarkably stable barrel structure -strands from a

- -helix running through the
central axis of the cylinder (Figure 3.1) (Ormö et al. 1996; Yang et al. 1996a). The

-helix and it is located at the center of the cylindrical
- (Phillips Jr. 1997) -helix

at the axis, the barre - -helix at the amino terminal
and has a long flexible ends which enables the tagging by a fusion protein of interest at
either ends. As the chromophore is located in the center of the barrel structure, it is
protected f -

Figure 3.1 - -sheets are marked with the strand
numbers. The chromophore can be observed in the center of the can. The protein model is made using
Swiss-PdbViewer from the X-ray diffraction structure of EGFP (PDB ID: 2Y0G).
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-barrel is stabilized by multiple non-covalent interactions
which offers resistance to proteolysis and delivers high stability to thermal and chemical
denaturation (Chudakov et al. 2010).

The A. victoria GFP structure has a tendency to oligomerize and exists in an equilibrium
mixture of monomeric and dimeric state. The degree of dimerization is determined by
the protein concentration, salt concentration and composition of the medium (Barbieri et
al. 2001). The first X-ray diffraction structure of wild type GFP showed the dimeric
nature of GFP (Yang et al. 1996a). The dimerization was a result of the hydrophobic
patch from Ala206, Leu221 and Phe223 from each of the two monomers together with
few hydrophilic contacts between the monomers (Yang et al. 1996a). At high salt
condition, the hydrophobic associations dominate and favor dimerization (Barbieri et al.
2001). Similar to GFP, oligomerization is common for most of the GFP-like red
fluorescent proteins which includes DsRed (Matz et al. 1999). Monomeric variants of
fluorescent proteins can be developed by eliminating the dimerization property by point
mutations (Chudakov et al. 2010; Zacharias et al. 2002; Shaner et al. 2004).

The chromophore of GFP composed of three aminoacids -Ser65, Tyr66, Gly67 (Cubitt
et al. 1995; Ormö et al. 1996). While the amino acids Tyr66 and Gly67 is conserved in
among all natural GFP- like proteins, the amino acid at position 65 can vary in different
fluorescent proteins. The wild-type GFP which has Ser65 at the chromophore was not
strongly fluorescent. The fluorescence excitation spectrum of wild-type GFP had only a
minor peak at the green region and had a bigger peak below 400 nm which makes it
glow better under UV light. Mutagenesis of the chromophore, especially S65T
accentuated the visible peak at the green region and removed the peak at the UV region
(Heim et al. 1995). This mutation also made the protein more stable and this variant of
the GFP is commonly used for further improvements and other applications. Further
substitution of amino acids of the chromophore or around the chromophore region could
generate different color variants of the fluorescent protein (Tsien 1998).

The GFP fluorescence due to its p-hydroxybenzylideneimidazolinone chromophore
formed by a unique post translational modification involving spontaneous cyclization
and oxidation of three amino acids located at the center of -can -Ser65 (or Thr65),
Tyr66, Gly67 (Cubitt et al. 1995). Figure 3.2 shows the mechanism of chromophore
formation in GFP. The first step in the formation of the chromophore from the primary
structure involves the folding of the amino acids by placing the carboxyl group of Tyr65
in close proximity to the amide of Gly67 (Reid & Flynn 1997). The maturation process
is initiated by the cyclization. This involves the nucleophilic attack of the amino group
of Gly67 on the carbonyl group of Ser65 to form a five membered ring. This is followed
by dehydration to form an imidazoline-5 one intermediate (Cubitt et al. 1995). The
cyclisation is assumed to be promoted by Gly67 due to the steric constrains imposed by
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-barrel shape. Glycine is the best nucleophile in cyclization due to its minimal
steric hindrance. Moreover, Gly67 is conserved in all the mutants of GFP and this
supports the above argument (Tsien 1998).

The next and the final step in the chromophore maturation is the oxidation of
hydroxybenzyl side chain of Try66 by molecular oxygen from the outside environment
leading to the formation of the matured chromophore which is fluorescent (Cubitt et al.
1995). This oxidation process will release hydrogen peroxide molecule for each mature
GFP (Zhang et al. 2006). The release of hydrogen peroxide can result in cytotoxic effect
in case of GFP overexpression. Alternative pathways and time constants for
chromophore maturation have also been proposed in which the maturation process
follows cyclization  oxidation  dehydration process (Rosenow et al. 2004) rather than
cyclization  dehydration - oxidation.

Figure 3.2 Mechanism of chromophore formation in GFP as proposed by Cubitt et al., 1995. The figure is
modified from (Cubitt et al. 1995; Tsien 1998). Chemical structure is drawn using Accelrys Draw 4.1.
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3.2. Fluorescent protein variants

The enormous potential of GFP in cell biology research came into light when it was
used as a marker for gene expression by Martin Chalfie in 1994 (Chalfie et al. 1994).
Following this, protein engineering of the wild type GFP and search for novel
fluorescent proteins from other organisms have resulted in the discovery and
development of wide variants of fluorescent protein with different spectral and chemical
properties. The mutagenesis of Aequorea GFP facilitated the development of
fluorescent proteins in the visible region from blue to yellow. However, mutagenesis
failed to create a stable and bright red version of GFP. This drives the search for novel
fluorescent proteins in other organisms with fluorescence beyond yellow region of the
spectrum. Search for new fluorescent proteins in other species revealed the presence of
fluorescent proteins in the class Anthozoa, which can be tuned to develop wide variants
of fluorescent proteins. The Anthozoa derived fluorescence proteins are improved to
generate fluorescent protein ranging from blue to far red region of the spectrum.
Additionally, fluorescent proteins are developed from bacterial phytochromes which
have emission in the near-infrared region of the spectrum enabling fluorescent proteins
to cover the whole range of visible spectrum. As the search for novel fluorescent
proteins in organisms continues, the search for improving the current versions of
fluorescent proteins is also underway. Aside from the various color variants, fluorescent
proteins which are also photoactivable, photoconvertable, photoswitchable and
fluorescent timers has also been developed (See reviews Tsien 1998; Day & Davidson
2009; Chudakov et al. 2010; Shcherbakova et al. 2012; Shaner et al. 2005). With the
development of novel fluorescent proteins and imaging techniques, novel applications
also arise increasing the popularity of these magnificent proteins. The fluorescent
protein variants and the development of the fluorescent protein variants are discussed
below. The fluorescence and structural properties of the most significant variants of
fluorescent proteins are listed in Table 3.1.

3.2.1. Green variants of fluorescent protein

The  wild  type A. victoria GFP has the broad excitation peak with the excitation
maximum at the ultra violet region close to 380 nm which can result in the damage of
the cells and this hinders its application in live cell imaging. By mutagenesis at S65T,
the excitation maximum of the protein is shifted to 488 nm and with this mutation GFP
emerged as an important reporter molecule in gene expression (Cubitt et al. 1995; Heim
et al. 1995; Chalfie 1995). The GFP was further improved to increase the fluorescence
intensity by mutation F64L to generate GFPmut1 (Cormack et al. 1996). This version of
GFP displayed greater solubility and improved protein folding in bacteria (Yang et al.
1996b). The GFPmut1 was codon optimized for enhanced expression in human cells to
increase the sensitivity of the reporter protein. The codon optimization give rise to the
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most popular variant of GFP, the enhanced GFP (EGFP; (Yang et al. 1996b)). EGFP
was the most photostable and brightest Green fluorescent protein variant when it was
developed. Moreover, the excitation spectrum of EGFP overlays with the 488 nm argon-
ion laser line and can be imaged using the commonly available filter sets designed for
fluorescein (Day & Davidson 2009). This made EGFP popular, and till date it is the
most widely used Aequorea green variant for cell imaging studies. Further mutagenesis
of GFP lead the development of green variants with improved brightness or folding
properties and this includes T-Sapphire,  Emerald and TagGFP (TagGFP was modified
from GFP-like protein isolated from Aequorea macrodactyla) (Day & Davidson 2009;
Zapata-Hommer & Griesbeck 2003; Xia et al. 2002). However, the engineered green
variant which is getting more popular than EGFP rece
(Pedelacq et al. 2006). This monomeric version of GFP is brighter than EGFP, has
improved folding kinetics, offers greater resistance to chemical denaturant and can fold
even when fused to insoluble proteins (Pedelacq et al. 2006; Cava et al. 2008). This is a
thermostable fluorescent protein and the only fluorescent protein known to be expressed
in thermophiles (Cava et al. 2008). With fluorescence lifetime imaging getting popular,
a novel mutant of GFP - WasCFP with tryptophan based chromophore was developed
which has double the fluorescence lifetime of EGFP (Sarkisyan et al. 2012). The
modified version of WasCFP was developed with improved stability and fluorescence
property and it was named NowGFP (Sarkisyan et al unpublished). The NowGFP is
used in paper IV of this thesis. Clover is a different bright fluorescent protein which has
excitation and emission maxima of 505 and 515 nm, respectively between EGFP and
EYFP. This protein was demonstrated to be a good FRET donor, which displays large
FRET dynamic range when coupled to mRuby2 (red fluorescent protein) (Amy et al.
2012).

Aside from A. victoria GFP, many green variants of fluorescent proteins have been
isolated form reef corals, sea anemones and copepods. aceGFP is one popular version
developed by random mutagenesis of a colorless chromoprotein isolated from Aequorea
coerulescens (Gurskaya et al. 2003). The aceGFP has high molar extension coefficient,
quantum yield and brightness similar to EGFP and the humanized codon optimized
versions are available commercially from Clontech (AcGFP1) and Evrogen (AceGFP).
GFP isolated form copepod Pontellina plumata (Arthropoda; Crustacea; Maxillopoda;
Copepoda) is resistant to pH changes and ~ 30% brighter than EGFP and is named
ppluGFP2 (Commercially available from Evrogen under the names CopGFP) (Shagin et
al. 2004). CopGFP is further engineered by mutagenesis to develop TurboGFP which is
known to maturate faster, and hence useful in studies involving cell and organelle
labeling, tracking the promoter activity, and to monitor rapid and/or transient events in
gene regulation (Evdokimov et al. 2006). Search for GFP from reef corals lead to the
isolation of Azami Green from stony coral, Galaxeidae (Karasawa et al. 2003) and
ZsGreen from Zoanthus sp. reef coral (Matz et al. 1999). The isolated Azami Green was
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tetramer, but it was modified to a monomer which is comparable to EGFP, though it has
only less than 6% sequence the sequence homology to EGFP. Although, many green
variants of fluorescent proteins are isolated, most of them are natively dimeric or
tetramers and are not characterized in detail. This makes the A. victoria GFP variant still
the most popular green variant choice for cell imaging applications.

3.2.2. Blue variants of fluorescent protein

Soon after the cloning of wtGFP, scientists discovered that the mutagenesis of GFP can
be used to alter the spectral and fluorescence property of the fluorescent protein. The
substitution of amino acid Y66H at the center of the chromophore of wtGFP resulted in
the generation of the first reported blue fluorescent protein with excitation maxima at
382 nm and emission maxima at 448 nm (Heim et al. 1994). This blue variant had low
quantum yield and brightness and further mutagenesis to improve the fluorescence
property resulted in the enhanced variant EBFP (wtGFP with mutations F64L, S65T,
Y66H and Y145F) (Yang et al. 1998). Though it was an improved version, the EBFP
was not as bright as EGFP and had poor photostability. Apart from the drawback in
fluorescence properties, the requirement for excitation with near-UV light, which is
toxic to cells, restricts the interest in developing improved blue versions of fluorescent
proteins for a long time. However, in 2006, Mena et al., reported an engineered BFP

enhanced quantum yield, reduced pH sensitivity and a
40-fold increase in photobleaching half-life (Mena et al. 2006). This was followed by
the development of SBFP2 (strongly enhanced BFP) (Kremers et al. 2007), mKalama1
and EBFP2 (Ai et al. 2007). Among this, EBFP2 is the most photostable and the
brightest BFP variant know, and the most popular blue variant of fluorescent protein.

Instead of Y66H, Y66F can also be used to generate BFP. Y66F followed by random
mutagenesis of the amino acids surrounding the chromophore region resulted in the
development of a variant named
insensitive to changes in pH, but not as bright as EBFP2 (Tomosugi et al. 2009).
Another promising blue variant is the TagBFP which is created by a combination of
site-specific and random mutagenesis of TagRFP derived from sea anemone Entacmaea
quadricolor (Subach et al. 2008; Merzlyak et al. 2007). TagBFP has higher molar
extinction coefficient, higher quantum yield and exhibits 1.8-fold brighter fluorescence
on comparison with the most popular BFP variant EBFP2 (Subach et al. 2008). Even
though significant progress has been made in the recent years in generating better
versions of BFP, the development of a BFP variant, with similar or improved
fluorescence and physicochemical properties, comparable to EGFP still remains as a
challenge.
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3.2.3. Cyan variants of fluorescent protein

Mutation of A. Victoria GFP at Y66W resulted in the generation of the first cyan
fluorescent protein variant. This cyan version was less soluble and had low yield when
expressed in E. coli cells. Furthermore, the excitation spectrum was contaminated with
autofluorescence from the intact cell making it unsuitable for cell imaging applications
(Heim et al. 1994). This mutant was further engineered to develop ECFP with more
refined spectrum and improved photo-stability (Cubitt et al., 1999). However, the
complex fluorescence lifetime profile and the lower brightness (on comparison with
EGFP, 60% less bright than EGFP) of ECFP limited its use as a probe in cell biology
applications. The applications of CFP variants as a probe and as a FRET pair widened
with the development of Cerulean fluorescent protein (ECFP with mutations -S72A,
Y145A and H148D) (Rizzo et al. 2004). Cerulean is 2.5 times brighter than ECFP, has
high quantum yield and higher extinction coefficient on comparison with ECFP.
Moreover, the fluorescent lifetime of CFP is best fit by a single exponential model,
made it a good choice for FRET (Rizzo et al. 2004). All these advantages made
Cerulean as a popular choice of FRET donor with YFP variants (Citrine or Venus) (Day
& Davidson 2009; Yano et al. 2010; Sarkar et al. 2009; Abraham et al. 2014). Cerulean
is used as FRET donor in paper III of this thesis. Another CFP variant which known to
be an excellent FRET pair with YFP variant is CyPet (Nguyen & Daugherty 2005). This
monomeric version was generated by random mutagenesis of ECFP and offers
improved fluorescence properties compared to ECFP, but will not outperform Cerulean.

brighter than Cerulean, has high quantum yield (0.87) and longer fluorescence lifetime
(4.10 ns) (Markwardt et al. 2011). This version is expected to replace Cerulean in cell
imaging applications in near future.

Introduction of mutations to improve protein folding resulted in the development of an
 (Kremers et al. 2006). The main mutations which

plays role in improving protein folding in Aequorea fluorescent protein variants are
S72A and A175G. The SCFP3A had higher quantum yield (0.56) and was 9 times
brighter than ECFP when expressed in E. coli. This variant had a higher lifetime (3.2 ns)
on comparison to ECFP (3.0 ns) but lower than that of Cerulean (3.3 ns). Though
SCFP3A has shown to be an excellent FRET pairs with YFP variants (Kremers et al.
2006), the Cerulean fluorescent protein still remained as the most popular version of
CFP before the introduction of mCerulean3 and mTurquoise. The mTurquoise is
developed by introducing only a single mutation to SCFP3A. The single mutation T65S
improved the brightness to 50% than its predecessor, has a quantum yield of 0.84 and
exhibits monoexponential decay (Goedhart et al. 2012). The mTurquoise was further
improved by a combination of site-directed mutagenesis and fluorescence lifetime-
based screening to yield mTurquoise2. This brightest CFP version maturates faster, has
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high photo-stability and longer mono-exponential lifetime among the CFP variants.
Additionally, mTurquoise2 has the highest quantum yield (0.93) measured for a
monomeric fluorescent protein making it the best CFP variant till date (Goedhart et al.
2012).

commercially
available for cell imaging and FRET applications, although they are not as popular as
Aequorea The most popular among Anthozoan
MiCy. AmCyan1 (originally amFP486) is modified from protein isolated from reef
coral Anemonia majano, exhibits similar brightness and has better resistance to
photobleaching than Aequorea CFP (Matz et al. 1999). This protein forms tetramers,
and this limitation hampers its use as in FRET sensors or as a fusion tag. MiCy is
improved version of protein isolated form Acropara stony coral species, and has been
used as a FRET pair with Oranges fluorescent protein (mKo) to monitor the activity of
caspase 3 during apoptosis (Karasawa et al. 2004). MiCy is a dimeric protein and this
hinders its application as a FRET pair. Monomeric version of MiCy known as mMiCy1
is commercially available from Amalgaam Co., Ltd. (Japan), but to the best of my
knowledge, no application for this version is published till now.

3.2.4. Yellow variants of fluorescent protein

The mutagenesis of amino acids at the chromophore of GFP resulted only in blue
shifted spectral versions, but not the red shifted variants. Structural analysis of GFP
revealed that an amino acid replacement at T203 with an aromatic amino acid can result
in -stacking interactions between the chromophore and the highly polarizable phenol,
leading to a shift in spectral properties towards the red region. Based on this notion,
amino acid Threonine (T203) was substituted by aromatic amino acid Tyrosine (T203Y)
and this resulted in the development of Yellow fluorescent protein (Wachter et al.
1998). Latter, EYFP was developed from EGFP with mutations L64F, S65G, S72A and
T203Y (Llopis et al. 1998). This variant was sensitive to pH, chloride ions and had poor
photo-stability on comparison with other fluorescent protein variants making it
unattractive as a fusion tag or for FRET sensors. However, these disadvantages of YFP
was exploited to develop biosensors for determining intracellular pH (Llopis et al. 1998)
and measuring concentrations of intracellular chloride ions (For a review see
(Bregestovski et al. 2009)). Efforts to reduce to environmental sensitivity of YFP led to

V68L, Q69M, S72A and T203Y) (Griesbeck et al. 2001). The mutation Q69M
decreased the pH sensitivity (pKa - 5.7) on comparison with EYFP (pKa - 7.1)
(Griesbeck et al. 2001; Llopis et al. 1998). Citrine had better resistance to chloride ions,
has twice the photo-
(Griesbeck et al. 2001). All these advantages made Citrine one of the best yellow
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fluorescent protein variant and the most popular acceptor for FRET based sensors
(Griesbeck et al. 2001; Yano et al. 2010; Abraham et al. 2014; Abraham et al. 2011).
The Citrine fluorescent protein is used in papers - I, II and III of this thesis.  In another
attempt to reduce the pH and chloride sensitivity of EYF, Nagai et al., developed Venus
yellow fluorescent variant (EYFP with F64L, M153T, V163A and S175G). The
mutation F46L accelerates the maturation at 37°C, while the other mutation played role
in reducing the acid and chloride sensitivity (Nagai et al. 2002). But the limited photo-
stability (75% less photostable than EYFP) upsets its performance in studies which
needed long-term imaging.

YPet is another yellow variant developed to be used as a FRET pair with CFP variants.
YPet has lower pH sensitivity (pKa - 5.63) and has demonstrated to be an excellent
FRET pair with CyPet exhibiting 20-fold ratiometric FRET signal change (Nguyen &
Daugherty 2005). Recently, YPet is also used in a BRET pair with bioluminescent
protein (Nanoluc, Nluc) to develop a homogenous insulin assay (Shigeto et al. 2015).

Apart from Aequorea GFP modified variants of YFP, an yellow protein fluorescent
protein was isolated from Phialidium jellyfish and was named  PhiYFP (Shagin et al.
2004). Ironically, this protein bears striking similarity in some key positions to the
engineered variants of Aequorea GFP. This protein naturally had leucine at position 64
(F64L improved protein folding in EGFP) and tyrosine at position 203 (T203Y
converted EGFP to yellow fluorescent protein). phiYFP was further modified by
random mutagenesis to generate phiYFPv, which exhibits faster and complete
maturation in bacteria (Pletneva et al. 2013). Another enhanced version of PhiYFP is
TurboYFP, which brighter and maturates faster in mammalian cells on comparison with
other PhiYFP versions (Shagin et al. 2004). All these PhiYFP versions are dimeric and
this limits its application as a fusion tag. The non-Aequorea victoria derived monomeric
version which is commercially available is the TagYFP (modified from GFP-like
protein isolated from jellyfish Aequorea macrodactyla) (Xia et al. 2002). Though
TagYFP is intended for protein labeling in protein localization and interaction studies,
the presence of better monomeric version from Aequorea victoria derived YFP (eg:
Citrine) hinders its applications.

3.2.5. Orange and Red variants of fluorescent protein

With the progression in imaging techniques, the need for red-emitting fluorescent
proteins become crucial for multicolor imaging and for generating new FRET based
sensors emitting at longer wavelengths. Moreover, moving to the red region of spectrum
offers many advantages which include: decreased cellular autofluorescence, low light-
scattering, reduce phototoxicity at longer wavelengths and allows deeper biological
tissue imaging making it a good choice for visualizing fusion tags in whole-body
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imaging of live animals (Shcherbakova et al. 2012; Shcherbo et al. 2009). Search for
red-emitting fluorescent protein by engineering of Aequorea-based fluorescent proteins
has not yielded promising results. The search for red fluorescent proteins from corals
and other Anthozoa species lead to the development of the wide range of red fluorescent
protein currently available. The red fluorescent proteins can be divided based on their
spectral properties into orange fluorescent proteins (emission at 550-570 nm), red
fluorescent proteins (emission at 570-620 nm) and far-red fluorescent proteins (emission
over 620 nm) (Shcherbakova et al. 2012).

In the Orange region of spectrum, one of the first protein isolated is Kusabira orange
(KO), isolated from Fungia concinna (mushroom coral) (Karasawa et al. 2004). Cloning
of amino acid encoding KO to E. coli cells did not yield fluorescent protein. Therefore,
it was engineered to attach 10 amino acids at the N-terminus resulting in an orange
fluorescent protein. Further mutagenesis of KO resulted in the development of the
monomeric version mKO, which was displayed as a good FRET acceptor with cyan and
green variants (Karasawa et al. 2004; Tsutsui et al. 2008). The most promising orange
fluorescent protein as a FRET acceptor comes from Discosoma sp., known as mOrange
(Shaner et al. 2004). mOrange is the brightest orange monomer of fluorescent protein
and is employed in paper IV of this thesis. The main disadvantage of this protein is the
low photostability, and to overcome an improved version mOrange2 is developed. The
mOrange2 was 25-fold more photostable than its ancestor, but the brightness and
quantum yield got reduced on comparison with mOrange (Shaner et al. 2008).

Most of the red fluorescent proteins in the emission range from 570-620 nm are
modified versions of DsRed isolated form sea anemone Discosoma striata (Matz et al.
1999). The monomeric version from DsRed was obtained by random and directed
mutagenesis totaling 33 substitutions, to generate the first monomeric red fluorescent
protein variant mRFP1 (Campbell et al. 2002). mRFP1 is now obsolete with the

(Shaner et al. 2004). Both of these monomeric versions generated from DsRed is
approximately 5 times less brighter than DsRed and this remained as a drawback for
mCherry. However, another photostable DsRed variant tdTomato which is a tandem
dimer (contains two copies of the gene encoded in a single ORF), is 38% brighter than
DsRed and this version is used for FRET sensors and as a fusion tag (Shaner et al. 2004;
van et al. 2008). The tdTomato is used in paper IV of this thesis. The other less popular
monomeric red fluorescent variants modified from DsRed includes mStrawberry,
mHoneydrew, mTangerine and mBanana (Shaner et al. 2004).

After the discovery of red fluorescent protein from D. striata, the search in more
organisms for red variants yielded a positive result by the isolation of proteins from
Entacmaea quadricolor (commonly called bubble-tip anemone) yielding red and far-red
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variants (Shcherbo et al. 2007). The prevalent red fluorescent proteins derived from E.
quadricolor are TagRFP, mRuby and mRuby2. The TagRFP which has emission
wavelength of 584 nm is approximately 3 times brighter than DsRed derived mCherry
making it the brightest monomeric red fluorescent protein when it was developed
(Merzlyak et al. 2007). TagRFP has shown to be an excellent FRET pair with TagGFP
(Shcherbo et al. 2009) and this red variant is used as a FRET acceptor with NowGFP in
paper IV of this thesis. Another improved variant derived from E. quadricolor is the
mRuby which displays emission maximum at 605 nm with a Stokes shift of 47 nm from
the excitation maximum. The high Stokes shift combined with single exponential decay,
good quantum yield (0.35) and high molar extinction coefficient of 112,000 M-1 cm-1

makes mRuby a superior probe in the red spectral range (Kredel et al. 2009). The
mRuby was further modified to mRuby2 with improved brightness, quantum yield,
maturation rate and photo-stability than its predecessor (Amy et al. 2012). This superior
version is shown to be an excellent FRET acceptor with Clover fluorescent protein, with
improved FRET dynamic range. mRuby2 is the brightest monomeric red fluorescent
protein till date and this protein is employed in paper IV of this thesis.

Moving to the fluorescent protein variants in the far-red region of the spectra, one of the
first variant developed is mPlum (emission maximum  649 nm) and mRasberry
(emission maximum  625 nm) (Wang et al. 2004). These variants were developed by
Wang et al.,
was a photostable protein and it offers the possibility to monitor the emission beyond
650 nm. Above this wavelength, mammalian tissue is more transparent during imaging
as high absorbance of hemoglobin is present below 650 nm which increases signal-noise
ratio (Shcherbakova et al. 2012). The disadvantages of these proteins which include
long maturation time and low brightness was overcome with the development of red
fluorescent protein Katushka with emission maxima of 635 nm. This dimeric protein
was generated by random mutagenesis of protein eqFP578 isolated from E. quadricolor
(Shcherbo et al. 2007). The monomeric version which contains Katushka mutations,
known as mKate and its successor mKate2, is the brightest monomeric protein in this
spectral region (Shcherbo et al. 2009; Shcherbo et al. 2007). The further far-red shifted
fluorescent protein includes mNeptune (Lin et al. 2009) and TagRFP657 (Morozova et
al. 2010) which are monomeric, dimeric eqFP650 (Shcherbo et al. 2010), eqFP670
(commercially known as NirFP) (Shcherbo et al. 2010) and the tetrameric fluorescent
protein E2-Crimson (Strack et al. 2009).

Furthermore, near infrared fluorescent proteins are developed from Bacterial
phytochrome photoreceptors (BphPs). The BphPs exhibit multidomain architecture,
consisting of PAS, GAF, PHY and effector domains. These near infrared fluorescent
proteins are developed by deletion of PHY and effector domains, followed by
mutagenesis to improve fluorescence properties (Shcherbakova & Verkhusha 2013).
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The main near infrared proteins are iRFP713, IFP1.4, iRFP702 and iRFP720
(Shcherbakova & Verkhusha 2013; Shu et al. 2009). These proteins are used in
experiments which require longer excitation wavelength. For example, in an application
which needs retinal imaging, wavelength used to excite GFP will to lead to
photoreceptor bleaching which diminishes photoresponsiveness in the retina. On the
other hand, when iRFP or IFP1.4 is used, the excitation light (above 680 nm) will not
affect the photoresponsiveness in retina (Fyk-Kolodziej et al. 2014).
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Table 3.1 Properties of selected fluorescent variants showing the excitation (Ex) and emission (Em)
relative brightness, and the quaternary

structure of the proteins.

Protein
Ex/Em

max
( nm) M-1cm-1 QY Brightness Quaternary

structure Reference

Blue variants of fluorescent protein

EBFP 380/440 31500 0.20 27 Monomer (Yang et al. 1996b; Yang et al.
1998)

SBFP2 380/446 34000 0.47 373 Monomer (Kremers et al. 2007)

EBFP2 383/448 32000 0.56 54 Monomer (Ai et al. 2007)

mKalama1 385/456 36000 0.45 47 Monomer (Ai et al. 2007)

Azurite 384/450 22000 0.59 38 Monomer (Ai et al. 2007)

mBlueberry2 402/467 51000 0.48 74 Monomer (Ai et al. 2007)

Sirius 355/424 15000 0.24 11 Monomer (Tomosugi et al. 2009)

TagBFP 402/457 52000 0.63 100 Monomer (Subach et al. 2008)

Cyan variants of fluorescent protein

ECFP 433/476 29000 0.37 40¶ Monomer (Rizzo et al. 2004)

Cerulean 434/475 43000 0.62 100 Monomer (Rizzo et al. 2004)

mCerulean3 433/475 40000 0.80 100¶ Monomer (Markwardt et al. 2011)

mTurquoise 434/474 34000 0.84 100¶ Monomer (Goedhart et al. 2012)

mTurquoise2 434/474 30000 0.93 110¶ Monomer (Goedhart et al. 2012)

SCFP3A 30000 0.56 120¶ Monomer (Kremers et al. 2006)

MiCy 472/495 27250 0.90 Dimer (Karasawa et al. 2004)

amFP486 458/489 44000 0.24 31¶ Tetramer (Matz et al. 1999; Day &
Davidson 2009)

CyPet 435/477 35000 0.51 47¶ Monomer (Nguyen & Daugherty 2005)

Green variants of fluorescent protein

GFP 395/510 Dimer (Heim et al. 1995)

GFPmut1 488/510 250000 0.70 (Cormack et al. 1996)

EGFP 488/507 56000 0.60 100 Monomer (Yang et al. 1996b)

T-Sapphire 399/511 44000 0.60 Monomer (Zapata-Hommer & Griesbeck
2003)

Emerald 487/509 57500 0.68 Monomer (Day & Davidson 2009)

TagGFP 482/505 58200 0.59 104 Monomer (Xia et al. 2002)

WasCFP 494/505 51000 0.85 Monomer (Sarkisyan et al. 2012)

NowGFP 494/502 56700 0.76 Monomer (Sarkisyan et al unpublished)

AceGFP 480/505 50000 0.55 82 Monomer (Gurskaya et al. 2003)

CopGFP 482/502 70000 0.60 126 tetramer (Shagin et al. 2004)

TurboGFP 482/502 70000 0.53 112 Dimer (Evdokimov et al. 2006)

ZsGreen 493/505 35000 0.63 102 Tetramer (Matz et al. 1999)

sfGFP 492/511 83300 0.65 Monomer (Pedelacq et al. 2006)

Clover 500/515 111000 0.76 247 Monomer (Amy et al. 2012)



3 FLUORESCENT PROTEINS

20

Yellow variants of fluorescent protein

EYFP 516/529 62000 0.71 100 Monomer (Llopis et al. 1998)

Citrine 516/529 77000 0.76 115* Monomer (Griesbeck et al. 2001)

Venus 515/528 92200 0.57 103* Monomer (Nagai et al. 2002)

YPet 517/530 104000 0.77 157* Monomer (Nguyen & Daugherty 2005)

PhiYFPv 524/537 101305 0.59 105* Dimer (Pletneva et al. 2013)

TurboYFP 525/538 105000 0.53 111* Dimer (Shagin et al. 2004)

TagYFP 508/524 50000 0.62 62* Monomer (Xia et al. 2002)

Orange variants of fluorescent protein

mKO 548/559 51600 0.60 52§ Monomer (Karasawa et al. 2004)

mOrange 548/562 71000 0.69 83§ Monomer (Shaner et al. 2004)

mOrange2 549/565 58000 0.60 59§ Monomer (Shaner et al. 2008)

Red variants of fluorescent protein

TagRFP 555/584 98000 0.41 68§ Monomer (Shaner et al. 2008)

DsRed 558/583 75000 0.71 100§ Tetramer (Shaner et al. 2004)

tdTomato 554/581 138000 0.69 160§ Tandem Dimer (Shaner et al. 2004)

mRuby 558/605 112000 0.35 65§ Monomer (Kredel et al. 2009)

mRuby2 559/600 113000 0.38 73§ Monomer (Amy et al. 2012)

mRFP1 584/607 50000 0.25 21§ Monomer (Shaner et al. 2004)

mCherry 587/610 72000 0.22 27§ Monomer (Shaner et al. 2004)

Far-red variants of fluorescent protein

mRasberry 598/625 86000 0.15 47|| Monomer (Wang et al. 2004)

mKate2 588/633 63000 0.40 100 Monomer (Shcherbo et al. 2009)

E2-Crimson 611/646 126000 0.23 Tetramer (Strack et al. 2009)

mPlum 590/649 41000 0.10 9|| Monomer (Wang et al. 2004)

mNeptune 600/650 67000 0.27 54|| Monomer (Lin et al. 2009)

TagRFP657 611/657 34000 0.10 14|| Monomer (Morozova et al. 2010)

Near-infrared fluorescent proteins

iRFP702 673/702 93000 0.08 124^ Dimer (Shcherbakova & Verkhusha
2013)

IFP1.4 684/708 102000 0.07 116^ Dimer (Shu et al. 2009)

iRFP713 690/713 98000 0.06 100^ Dimer (Shu et al. 2009)

iRFP720 702/720 96000 0.06 93^ Dimer (Shcherbakova & Verkhusha
2013)

Relative to TagBFP brightness
¶ Relative to Cerulean brightness

* Relative to EYPF brightness
§ Relative to DsRed brightness
|| Relative to mKate2 brightness
^ Relative to iRFP713 brightness
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3.2.6. Other fluorescent protein variants

Derived from the coral and jellyfish proteins, there are fluorescent proteins variants that
can be deliberately changed with light (other than photobleaching) and these

includes, photoactivatable, photoswitchable and photoconvertable fluorescent proteins
together with fluorescent times. The photoactivable fluorescent proteins are proteins
which can be activated from lower fluorescence intensity to brighter fluorescence
emission upon illumination with UV or violet light. For example, the photoactivatable
fluorescent protein named PA-mRFP1 will display a 70-fold increase in fluorescence
intensity on activation with UV light (Verkhusha & Sorkin 2005). Another class of
optical highlighter known as photoconvertable fluorescent exhibits a different
photochemistry by changing its color with blue of UV light illumination. For instance,
the fluorescent protein Dendra fluorescence green color, but on blue light illumination it
changes its color from green to red (Gurskaya et al. 2006). These proteins have more
applications than photoactivatable fluorescent proteins, as they can be tracked and
imaged at its native fluorescent state making it easier to select the region of interest. A
more spectacular photochemistry is displayed by fluorescent protein Dronpa, which
natively emits green fluorescence and when excited with blue green light, the green
fluorescence fades away similar to photobleaching and gets bleached completely. But
when this bleached protein is excited with violet light, it retains back its green
fluorescence to almost 100%. This process of bleaching followed by violet light
excitation can be repeated for many cycles without losing this photochemical property.
This category of protein variants which exhibits the phenomenon of photochromism
(ability to switch between fluorescent and dark states) is referred to as photoswitchable
fluorescent proteins. A different class of fluorescent proteins known as fluorescent
timers changes its color with time. In an example, a monomeric mCherry derivative
fluorescent timer changes its fluorescence from the blue to red over time (Subach et al.
2009). The change in color is due to the chromophore maturation rate. A medium fast
fluorescent timer variant of mCherry, at 37 °C, the maxima of the blue fluorescence are
observed at 1.2 h and the half-maxima of the red fluorescence is reached at 3.9 h,
respectively. These timers can be used for tracking of the intracellular dynamics of
proteins and promoter activity (Subach et al. 2009; Terskikh et al. 2000).

and applications, they are not discussed in detail in this thesis as optical highlighters are
not in the focus of this thesis. Nevertheless, when mentioning about fluorescent protein
variants, one cannot ignore these variants as they are of high value fluorescent protein
tool in studying cell biology.
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3.3. Application of fluorescent proteins

The fluorescent protein offers many advantages over chemical fluorophores and other
methods to study cellular dynamics and function. They are non-invasive biological
probes which can be even targeted to organelles without perturbing the cellular
environment. They offer possibility of single, dual, and multicolor fluorescence analysis
to visualize and understand the biological processes in live cells that were previously
invisible. These advantages lead to immense applications of fluorescent protein in the
field of biological science.

With the increasing palette of fluorescent proteins and advanced imaging techniques,
the applications of fluorescent proteins spread all through the biological research from
its use inside living cells for single-molecule detection using super-resolution
microscopy to imaging deep tissues and live whole organisms. However, this section
describes briefly the basic intracellular applications of fluorescent proteins which
include protein labelling, tracking and fluorescent reporters. Although, each of this
application deserves a separate comprehensive review, an overview of these
applications is provided in this section

3.3.1. Protein Labeling and tracking

Labeling of proteins with fluorescent protein has emerged as one of the most widely
used applications of fluorescent proteins. The labeling of the protein of interest with
fluorescent protein helps to visualize protein expression, localization, interactions,
degradation and translocation between cell compartments. In most cases, the monomeric
improved versions of fluorescent protein are used for protein labeling, and studies have
shown that the labeling of proteins of interest with monomeric fluorescent protein will
not affect protein localization and function (Pedelacq et al. 2006; Cava et al. 2008;
Meile et al. 2006). However, there can be variation in the expression level of the protein
of interest and fluorescent protein fusion, and the expression level is crucial especially
in multicolor imaging of two or more protein of interest (Chudakov et al. 2010). The
main factors which affect the expression level of the fusion constructs includes; mRNA
stability, efficiency of transcription/translation, maturation rate and the stability of the
fusion construct (Chudakov et al. 2010).

The protein labeling has enabled in studying the regulation of gene expression and
promoter activity in live cells at single cell stage (Wu et al. 2011; Kandhavelu et al.
2012). The labeling of protein with fluorescent protein also enabled the study of protein
dynamics in living cells with good spatial and temporal resolution. This is done by the
photobleaching technique, in which a region of interest (ROI) inside the cell is
photobleached with intense light irradiation, followed by monitoring the diffusion of the
labeled protein into the photo bleached region. The rate of fluorescence recovery into



3.3 Application of fluorescent proteins

23

the ROI indicates the migration of the protein into the bleached ROI. This technique
known as fluorescence recovery after photobleaching (FRAP), can be also used to
monitor the cellular membrane mobility (Adkins et al. 2007; for reviews see Sprague &
McNally 2005; Reits & Neefjes 2001). Another closely related technique used to study
the mobility of proteins is known as Fluorescence Loss in Photobleaching (FLIP). In
this technique, a laser beam is used to bleach the ROI repeatedly and the fluorescent
intensity is measures outside the ROI. FLIP measures decrease in fluorescence intensity
outside the ROI as a result of labelled protein migration to the bleached ROI. By this
method, protein mobility, cell membrane mobility as well as protein shuttling between
the cellular compartments can be studied (Wüstner et al. 2012; Ishikawa-Ankerhold et
al. 2012; Köster et al. 2005).

The fluorescence microscopy is used to study the protein the protein dynamics. The
main limitation of fluorescence microscopy in studying the cellular dynamics is the
spatial resolution of the microscope. This was limited to 200 nm for many years till
the invention of super-resolution microscopy techniques (Fernández-Suárez & Ting
2008). The super-resolution microscopy techniques can be divided into two categories.
The main technique used in the first category for cell imaging is STED (stimulated
emission depletion) which involves illumination of samples with two laser beams: an
excitation laser pulse which is immediately followed by a red-shifted pulse with
doughnut-shaped beam called the STED beam, generating a fluorescent spot. Super-
resolution is achieved by increasing the intensity of STED beam which narrows down
the fluorescence spot progressively, and this can be used in cell imaging applications
when combined with fluorescent proteins (Fernández-Suárez & Ting 2008; Hein et al.
2008; Hell & Wichmann 1994). For example, STED technique combined with Citrine
fluorescent protein-labelled organelle, enabled imaging of the endoplasmic reticulum
with sub-diffraction resolution in the interior of a cell (Hein et al. 2008). The second
category of super-resolution imaging involves PALM (photoactivated localization
microscopy) (Betzig et al. 2006), and STORM (stochastic optical reconstruction
microscopy) (Huang et al. 2008) techniques. In this, super-resolution is achieved by
sequentially switching of fluorescent molecule to ON and OFF using light of different
wavelengths. This repeated switching ON and OFF defines the precise location of the
fluorescent molecule at each cycle. From many cycles of this single-molecule detection,
the super-resolution image will be reconstructed (Fernández-Suárez & Ting 2008;
Stepanenko et al. 2011). In an example, HIV-1 Gag membrane proteins was imaged and
tracked in living cells with a resolution of less than 25 nm using photoactivatable
fluorescent protein and PALM technique (Manley et al. 2008).

Besides protein localization studies, other main application of protein labeling with
fluorescent proteins is to study protein-protein interaction. Studying protein-protein
interaction is crucial in understanding its function in living cells, and fluorescent
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proteins can be employed in three different techniques to study the interaction of protein
of interest. The three techniques are FCS (Fluorescence correlation spectroscopy), BiFC
(Bimolecular fluorescence complementation) and FRET (Fluorescence resonance
energy transfer). Figure 3.3 depicts these three techniques.

Figure 3.3. Fluorescence based techniques to study protein-protein interactions in live cells. The protein-
protein interaction will result in a change of fluorescence signal which is detected to analyze the
interaction. The techniques depicted here are (A) BiFc (Bimolecular fluorescence complementation), (B)
FRET (Fluorescence resonance energy transfer) and (C) FCS (Fluorescence correlation spectroscopy).
The change in the fluorescence property when the proteins are interacting is shown in the right side. The
protein structures were drawn using PDB files (1HUY and 2Q57) and Swiss-PdbViewer.

FCS is a powerful technique based on fluorescence intensity fluctuations at single
molecule level within a limited volume. The fluorescence intensity fluctuation depends
on the average number of fluorescent molecule in the excitation volume and the
diffusion constant of the molecules. This can be used to study rapid and reversible
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interaction between proteins fused with fluorescent protein without perturbing the
cellular environment (Chudakov et al. 2010; Yan & Marriott 2003). This technique has
been used to study the enzyme kinetics (Kettling et al. 1998), compare mobility and
molecular interactions during intracellular signaling (Kim et al. 2004), and protein
dynamics (Kim & Schwille 2003). Contrary to the other techniques to study protein-
protein interaction, which required the fluorescent proteins to be in close proximity and
in favorable orientation, FCS is independent of both of these factors. Moreover, FCS
requires only minimal protein expression which reduces the interference in normal
cellular environment (Chudakov et al. 2010).

BiFC is based on the finding that two non-fluorescent protein fragments can associate to
form a fluorescent molecule when they are fused to proteins that can interact with each
other (Kerppola 2006). This ability of non-fluorescent fragments to form non-covalent
association to turn into a complete fluorescent protein is exploited in studying the
protein-protein interaction by fusing non-fluorescent fragments to two different proteins
which is speculated to interact. If the protein interacts, then the non-fluorescent
fragments associate to form a fluorescent molecule, and the formation of fluorescence
indicates the interaction between the proteins of interest. Split versions of many
fluorescent protein variants are developed for BiFC assays and this is widely used to
determine the protein-protein interaction to provide insights to the cellular functions
(Chu et al. 2009; Zilian & Maiss 2011; Hoff & Kück 2005). Although BiFC enables
direct visualization of protein-protein interactions and requires only an inverted
fluorescence microscope for the assay, it has some limitations. The probability of self-
association of the split fragments without the protein-protein interaction can result in
high background signal, and the long time required for fluorophore maturation are its
main disadvantages (Kerppola 2006).

The most widely used technique to determine protein-protein interaction is FRET and
this is described in detail in section 4 of this thesis. However, from the application of
these techniques it is clear that labeling using fluorescent protein is the most superior
method to determine cellular interaction and functions in real time, without perturbing
the cellular environment. Apart from studying protein dynamics and intracellular
tracking, labelled fluorescent proteins are also used as reporters to monitor cellular
activities and intracellular physiological changes.

3.3.2. Fluorescent reporters

Fluorescent protein based reporters and biosensors allow researchers to quantify the
enzymatic activity, monitor change in concentration of small molecules, study
conformational state of protein of interest, and analyze the physiological factors which
include redox, pH and temperature inside cellular organelles or cells or tissues or even
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at whole organism level. In the whole organism level, fluorescent protein based calcium
reporters are used in imaging neural activity in transgenic worms, flies and mice (Tian
et al. 2009). Fluorescent proteins also provide the basis for multicolor labelling in
Brainbow neuroimaging technique in which individual neurons inside the brain can be
distinguished by combinatorial expression of different fluorescent protein having
different spectral profiles (Livet et al. 2007; Weissman & Pan 2015). The same concept

changes in zebrafish cells (Albert Pan et al. 2013). Moving the focus towards
intracellular sensors using fluorescent proteins, these can be divided in the three broad
classes. (a) Sensors based on Single fluorescent proteins, (b) Sensors with single
fluorescent protein and a detector domain and (c) Sensors with two fluorescent proteins
or FRET based sensors (Figure 3.4).

Figure 3.4 Scheme showing different types of fluorescent protein based reporters as examples. (A)
Fluorescent protein based sensors based on single fluorescent protein, (B) Sensors with fluorescent
protein and a sensing domain and (C) Sensors employing two fluorescent proteins. The protein structures
were drawn using PDB files - 1HUY, 2Q57 and Swiss-PdbViewer.

-barrel prevents GFP chromophore from interacting from the
outside environment. However, mutagenesis can expose the chromophore to outside
environment which typically changes protonation state or can create structural changes,
when exposed to specific physicochemical conditions. The change in optical signal as a
result of this provides the basis for the development of sensors with single fluorescent
proteins. In these sensors, a change in physiological condition or a ligand binding
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modulates the spectral property of the chromophore enabling the single fluorescent
protein to perform as a sensor. The modulation of spectral property can be, the change
in fluorescence brightness of the single emission peak, or ratiometric brightness change
at two different wavelengths. These sensors are most useful when the sensing results in
a change of spectral property which can ratioed at two wavelengths. The ratiometric
measurements are not affected by change in protein concentration, optical pathlength,
cell movement or excitation intensity (VanEngelenburg & Palmer 2008; Chudakov et al.
2010). Single fluorescent protein based sensors are developed for the detection of
intracellular pH (Hanson et al. 2002; Kneen et al. 1998), redox (Hanson et al. 2004),
Ca2+ (Griesbeck et al. 2001) and temperature (Wong et al. 2007). Among these, pH,
Ca2+ and temperature sensors works on the modulation in spectral property as a result of
protonation deprotonation reaction in the chromophore (Griesbeck et al. 2001; Hanson
et al. 2002; Wong et al. 2007). Conversely, the redox sensor (roGFP) generates optical
signal modulation based on the change in protein structure, as a result of
oxidation/reduction of the genetically incorporated cysteine residues inside the protein
(Hanson et al. 2004).

The possibility for sensor design by mutagenesis of just the single fluorescent protein
structure is restricted due to the limitations in obtaining different ligand binding sites in
the fluorescent protein structure without perturbing the fluorescence property. This can
be overcome by genetically fusing an extrinsic molecular recognition module (sensing
domain) to the fluorescent protein (Figure 3.4B). The conformational changes occur in
the sensing domain as a result of variations in specific analyte concentration, or due to
ligand binding, or change in protein activity, will cause a change in the structure of the
fluorescent protein altering its spectral property. The variations in spectral property
were detected, and this signal modulation provides the basis of sensors with single
fluorescent protein fused to a detector domain.

- barrel structure and the location of amino and carboxyl
termini far from the chromophore, the spectral changes occurs as a result of the sensing
activity is low when the detector domain is fused to N- and C- terminal. This can be

 (Baird et al. 1999; Topell et
al. 1999). A circularly -  and  C-
terminal of the traditional fluorescent protein with a flexible linker and a new N- and C-
terminal is generated in a different site on the protein. This allows the fusion of detector
domain close to the chromophore of the fluorescent protein, and this creates more
impact on the spectral property generating large dynamic range for the sensor (Nagai et
al. 2004). A wide range of sensors are developed using this technique for cellular
monitoring, and this  includes intracellular sensors for Ca2+ (Akerboom et al. 2013),
H2O2 (Belousov et al. 2006), pH (Porcelli et al. 2005), O2 (Schwarzländer et al. 2011),
NADH/NAD+ (Hung et al. 2011), phosphorylation (Kawai et al. 2004) and membrane
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potential (Knöpfel et al. 2003) (For reviews see VanEngelenburg & Palmer 2008;
Chudakov et al. 2010; De Michele et al. 2014).

The narrow dynamic range, weak quantum yield of the secondary peak, limited
sensitivity to measure subtle changes in cellular physiological conditions, and the
limited versatility in sensor design for reporter specificities, is often considered as a
disadvantage for single fluorescent protein based sensors (Yano et al. 2010). These can
be overcome using FRET based sensors employing two fluorescent proteins as
demonstrated by the FRET based redox sensor in paper IV of this thesis. The FRET
phenomenon and its applications are described in the following section of this thesis.
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Fluorescence Resonance Energy Transfer, also known as Förster Resonance Energy
Transfer FRET can be defined as distance dependent nonradiative dipole-dipole
coupling process in which the excited state energy from a donor fluorophore is
transferred to an acceptor fluorophore. This phenomenon got popular after the discovery
of fluorescent proteins as reporters. The availability of wide range of fluorophores and
fluorescent proteins variants, together with the development in microscopy and imaging

, increased the popularity and applications of FRET in
biological science. FRET is used to understand, visualize, track and measure
physiological processes in many life-forms on earth (Sun et al. 2011b). It is widely
employed in cell biology applications to study protein-protein interactions and to
analyze the physiological and chemical information inside live cells and organelles.

FRET was first described by the German scientist Theodor Förster in 1948 and the
phenomenon is named after him (Förster 1946) (For English translation see (Förster
2012)). Although Theodor Förster (in 1946) was first person to report the correct
theoretical explanation of nonradiative energy transfer, the history of dipole-dipole

 (Father (J.) and son
(F.)) explained the transfer of energy between two identical molecules in solution
involving intermolecular dipole-dipole interaction. They observed that the energy
transfer is distance dependent which occurs between 15 25 nm. But T. Förster
established the correct distance (1 10 nm) for FRET to occur and this provided the
basis for a quantitative means to study molecular interactions happening in 1-10 nm,
much less than the theoretical resolution limits of light ( 200 nm), in light microscopy
(For more historical background see Sun et al. 2011b; Clegg 2009).

Apart from the non-radiative FRET mechanism, energy transfer can also occur through
radiative and non-radiative Dexter mechanism. Dexter energy transfer (Dexter 1953)
also referred to as collisional or exchange energy transfer is a non-radiative process
involving electron exchange and occurs at smaller distance (usually <0.5 nm) than
FRET, while radiative energy transfer is phenomenon of energy transfer which involves
emission and reabsorption of photons (Lakowicz 1999). However, these two processes
are not described here in detail as this thesis focus only on FRET. The basic principle of
FRET, methods to detect FRET and its applications in cell biology are described under
this section.
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4.1. FRET basics

FRET is the transfer of energy from an excited-state donor to a ground-state acceptor
via long-range dipole dipole interaction. For FRET to occur the fluorophores should
satisfy three primary conditions

1. The donor and acceptor molecules should be in close proximity (optimally
between ~1-10 nm) (Figure 4.1B).

2. Donor and acceptor fluorophore transition dipole orientations should be
favorable for the interaction (the best is parallel) (Figure 4.1A).

3. The fluorescence emission spectrum of the donor fluorophore should overlap the
absorption spectrum of the acceptor. (Figure 4.1C). (For reviews see (Clegg
2009; Hoi et al. 2013; Jares-Erijman & Jovin 2003)

Figure 4.1 Conditions for FRET to occur (A) Donor and acceptor fluorophore transition dipole
orientation. The relative angle between two transition dipoles results in the depolarization of fluorescence
upon energy transfer (Modified from figure adapted with permission from copyright © of the National
Academy of Sciences from (Iqbal et al. 2008)

vely (Modified from
figure adapted with permission of Macmillan Publishers Ltd: [Nature Methods], © 2008, from (Roy et al.
2008)) (C) Spectral overlap is the
spectral overlap integral (The donor displayed is the fluorescence spectrum of  NowGFP and the acceptor
is the spectrum of TagRFP fluorescent protein).
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4.2. Principle of FRET

The principle of FRET cannot be explained without describing fluorescence or
luminescence, as the methods which utilizes FRET generally involves either
fluorescence or luminescence process.  Luminescence is the process of emission of light
(photons) from a substance as a result of relaxation from its excited state to ground
state. If this occurs for an electron in the excited singlet state with a spin opposite to a
paired second electron in the ground state, then the return of excited state electron to
ground state is spin allowed, and will occur rapidly with the emission of photons. This
process of emission which occurs in the range of nanoseconds is denoted as
fluorescence. Normally, the fluorescent molecule will get excited to either S1 or S2
electronic energy levels. The fluorophores can exist in a number of vibrational levels at
these electronic energy levels. The molecules gets excited to the higher vibrational
levels and relaxes back rapidly to the lower vibrational levels of S1 by a process known
as internal conversion. The loss of energy due to internal conversion is responsible for
emission to be at lower energy (red-shifted), and this is the reason behind energy
difference between absorption and emission spectrum. This
shift. But, in the presence of appropriate FRET acceptor located near the excited state
donor, the energy is non-radiatively transferred to the ground state acceptor result in
quenching of donor fluorescence and emission of photons from the acceptor. This is
shown in Figure 4.2. (For reviews see (Ishikawa-Ankerhold et al. 2012; Dickenson &
Picking 2012; Berezin & Achilefu 2010; Suhling 2014)

Figure 4.2 Jablonski diagram showing FRET between donor and acceptor. S0 represents singlet ground
state and S1 represents excited singlet state. The energy transitions not directly affecting FRET such as
intersystem crossing and rotational energy levels and were excluded from the figure for clarity.
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The distance dependent property of FRET can be exploited in biological applications.
The rate of energy transfer, FRET efficiency, Förster distance and spectral overlap
integral is calculated to extract valuable information at nano-scale range from the
molecules or processes in study. The rate of energy transfer (  from donor to acceptor
is distance dependent and it is described by:

(4.1)

D is the lifetime of donor, R0 is the Förster distance and r is the distance between
the donor and acceptor (Lakowicz 2006b). The efficiency of transfer or the FRET
efficiency (E), depends on the distance separating the fluorophores (r) (Figure 4.1B) and
is given by (Evers et al. 2007):

  (4.2)

Förster radius, R0, is the distance at which the energy transfer efficiency is 50% between
the donor and the acceptor pair. R0 can be calculated by using the expression which is
derived from Förster theory as reviewed in (Patterson et al. 2000).

                     (4.3)

where 2303 is In10 × 1000 cm3L-1, N is the Avogadro's number, 2 is the orientation
factor, QD is the quantum yield of the donor and n is the refractive index of the medium
separating the chromophores. J represents the degree of spectral overlap between the
emission spectra of the donor and the absorption spectrum of the acceptor (Figure 4.1C)
and it is given by :

               (4.4)

where FD A

acceptor  (with intensities plotted as molar extinction coefficients), both as a function of
(Hink et al. 2003).

The orientation factor, 2, used in calculation R0 depends on the angular relationship
between the donor and acceptor transition dipole moments (Figure 4.1A). It can be
expressed by the following equation as described in (Dale et al. 1979).

              (4.5)



4.2 Principle of FRET

33

where T is the angle between donor and acceptor dipole moments which is given by

Cos T = (Sin A*Sin D* Cos D*Cos A)             (4.6)

where D  and A  are the angles between the separation vectors, R, and D and A
respectively (D is donor, A is acceptor and R is the D-A separation)
between the planes (D,R) and (A,R) (Dale et al. 1979). This is shown in (Figure 4.1A).
The value 2 is in the range 0-4 depending on the relative orientation of the donor and

2 is 4 and
for an in-line 2 value is 1 (Dale et al. 1979; van der Meer et al. 2013). In
biological systems, for FRET measurements with fluorescent proteins, the orientation

2, is taken as 2/3 and this corresponds to random orientation of the transition
dipoles of the donor and acceptor (Tsien 1998; Vogel et al. 2014).  Although, the
fluorescent protein chromophore is
fluorescent protein will have a degree of rotational freedom relative to the tagged
protein. Moreover, in most cases, an additional flexible amino acid linker will be added
between the fluorescent proteins or tags and this provides rotational freedom. In these
cases, the orientation factor is taken as 2/3 considering random orientation (Tramier et
al. 2005).

Accurate determination of FRET is crucial for calculating these FRET parameters
which includes FRET efficiency and energy transfer rate. The methods to determine the
rate of FRET is explained in the next section.
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4.3. Measurement of FRET

Each fluorescent protein based FRET pair has different photochemical properties and
hence the method by which the FRET studied is crucial in obtaining accurate
information. It is always recommended to compare different measurement methods and
to standardize the FRET method for a specific FRET pair and experiment. The methods
to determine FRET can be broadly divided into steady-state fluorescence measurements,
and time resolved fluorescence measurements. The FRET determination method
depends on what property of the donor or acceptor is to be monitored and also on the
instrumentation available to measure FRET. Irrespective of the method used, the
detection is based on either steady-state or time-resolved emission intensity based
methods. For reviews see (Clegg 2009; Tramier et al. 2005; Sekar & Periasamy 2003b;
Piston & Kremers 2007).

4.3.1. Steady state measurements

Intensity based measurements also known as steady-state measurements is the most
popular and widely used method to determine FRET. The main reason behind this is
that this method requires only conventional fluorescence microscope or fluorescence
steady-state spectrofluorometer. In steady-state measurements, the sample is illuminated
with a beam of light of suitable wavelength, and the emission spectrum or intensity is
recorded. As a result of the nanosecond timescale of fluorescence, once the sample is
excited by light, the steady-state equilibrium of excited and non-excited fluorophores is
reached almost immediately and so most measurements are steady state (Lakowicz
2006a). The increased emission of acceptor (Müller et al. 2013), or the quenching of
donor emission due to FRET (Marras et al. 2002), or the change in donor intensity as a
result of photobleaching of acceptor (Wouters et al. 1998) is usually analyzed and this is
used to calculate the FRET efficiency.

Sensitized emission or two-color ratio imaging is the measurement of change in ratio
between the donor-acceptor emissions as a result of FRET and this provide the basis for
many fluorescent protein based FRET sensors (Yano et al. 2010; Bregestovski et al.
2009). This is the simplest method to analyze FRET and this involves either two-
channel imaging with appropriate controls or spectral imaging by measuring the
emission spectrum of the donor and acceptor (Figure 4.3). The two-channel imaging
involves excitation of the donor at donor specific wavelength and monitor the emission
using emission filters appropriate for capturing donor fluorescence and acceptor
fluorescence, separately. This is a perfect method to determine FRET, provided there
were no cross-talk between excitation and emission of the donor and acceptor.

-talk resulting in
either excitation of acceptor at donor excitation wavelength, or spectral bleed-through of
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acceptor emission in donor channel and vice versa. Due to this, the method involves
extensive control experiments, calibration and image processing to quantify FRET.
Although, this makes the process complicated, several correction methods and
processing algorithms were developed to quantify FRET from two-channel imaging
(Piston & Kremers 2007; van Rheenen et al. 2004; Berney & Danuser 2003). However,
in spite of the correction methods and algorithms, to retrieve accurate FRET
information, the parameters have to be modified for each FRET pairs for a given
experiment.

Sensitized emission is also determined by spectral measurements from the complete
emission spectrum of the donor and acceptor on excitation of the donor (Figure 4.3).
This approach is traditionally used for spectroscopic experiments using cuvettes. This
method is often used to measure the change in acceptor emission as a result of energy
transfer. The FRET efficiency is determined by comparing the emission intensity of
acceptor when the donor is excited, to the acceptor intensity when the acceptor is
directly excited (Graham et al. 2001; Evers et al. 2006). The FRET efficiency can also
be determined by analyzing the fractional contribution (ratios of FRET complexes over
total donor or total acceptor) of the FRET pairs (Wlodarczyk et al. 2008; Hoppe et al.
2002). In these methods, the presence of unpaired or self-associated donor or acceptor
can pose complication in the FRET efficiency values. However, many intracellular
experiments relay on merely identifying FRET or apparent FRET efficiency (which is
proportional to the FRET efficiency and fraction of molecules) rather than
quantification of FRET efficiencies or rate of energy transfer, and so these methods are
useful in such studies.

With the increasing popularity of FRET based studies in biological systems, and the
advancement in imaging techniques, wide range of instrumentation is currently

Figure 4.3 Steady state fluorescence emission spectrum (at donor excitation) showing decrease in the
donor emission and increase in in acceptor emission as a result of FRET (Left). The dashed line represents
emission spectrum at no FRET stage and the continuous line represents emission spectrum of the FRET
pair  on  FRET. The arrows represent donor quenching and sensitised acceptor emission as a result of
FRET. Schematic representation of donor (D) and acceptor (A) at no FRET and FRET condition (Right).
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available to make spectral measurements from samples in microtitre plates or by
microscopy referred to as spectral imaging. Spectrally resolved microscopy is used to
obtain the whole emission spectrum of the sample from each pixel of the image (Thaler
et al. 2005). In this technique, the overlapping fluorescence spectrum can be separated
by not just from the peak fluorescence, but also by the shape of the spectral profile
(Piston & Kremers 2007). This enables to estimate the spectral cross-talk and aids in
increasing the accuracy in determining the rate of FRET. The main drawback of this
method is the reduced signal-to-noise and the increased time needed to acquire image
(Piston & Kremers 2007; Pelet et al. 2006). The cuvette based spectral imaging to
determine FRET efficiency is employed in paper I, III and IV, and the two color ratio
imaging is performed in paper III of this thesis.

The measurement of sensitized emission requires either equimolar concentration of
donor and acceptor or information about the concentrations of the donor and acceptor.
This is possible in in vitro measurements, and equimolar concentration of donor and
acceptor can be obtained in in vivo measurements if the both the donor and acceptor is
expressed as a fusion protein. However, this is not possible in most of the scenarios,
especially when studying protein-protein interactions whereby the donor and acceptor
are tagged separately to the proteins of interest. This problem is addressed by measuring
the donor emission in the presence of acceptor and then removing the acceptor
fluorescence by selective photobleaching of the acceptor. The absence of FRET due to
acceptor photobleaching will increase the donor emission, and the change in donor
emission before and after photobleaching is used to quantify FRET (Wouters et al.
1998; Van Munster et al. 2005; Kleemola et al. 2007). Photobleaching of acceptor is a
widely established technique to quantify FRET and have even been used when the
concentration ratios of donor and acceptor is known (donor and acceptor expressed as a
fusion protein) (Gu et al. 2004).

Photobleaching will disrupt the acceptor fluorescence and therefore this method can be
used only for one time measurement. Due to this limitation, the acceptor photobleaching
technique cannot be used for measurements of dynamic processes and this is one major
drawback for this method. Photo-switchable acceptors have been used to overcome this
disadvantage and to provide possibility for repeated measurements (Giordano et al.
2002). This method requires an additional excitation wavelength for photo-activation of
bleached acceptor and does not provide quantitative information on expression ratio of
donor and acceptor, limiting its applications in quantitative FRET measurements.

As mentioned in this section, the intensity based FRET measurements suffers from
various disadvantages. These methods are sensitive to variations in probe concentration
and optical path length (Dewitt et al. 2009; McGinty et al. 2009). Intensity based
methods involves complex calibration and correction procedures to compensate for
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various factors which includes, auto-fluorescence, background noise, photobleaching
rate, spectral bleed-through, excitation crosstalk and brightness difference between the
donor and acceptor (Piston & Kremers 2007; Berney & Danuser 2003; Gordon et al.
1998). Additionally, the high intensity excitation (from laser of arc lamp) in wide-field
and confocal microscopy induces cytotoxicity and result in faster photobleaching of
fluorescent proteins. Most of these drawbacks can be overcome by using non-scanning
approach, providing low intensity excitation light, and measuring fluorescence lifetime
of the donor and acceptor rather than intensity based methods to study the intracellular
processes. This can be done by using fluorescence lifetime measurements which
includes Fluorescence Lifetime Imaging Microscopy (FLIM) and Time correlated single
photon counting (TCSPC).

4.3.2. Fluorescence lifetime measurements

The fluorescence lifetime of a fluorophore can be defined as the time it exist in the
excited state before returning to the ground state while emitting a photon. The relaxation
of an excited state fluorophore can occur radiatively (emitting photons, Figure 4.2) or
non-radiatively (as heat or by collisional quenching). The lifetime of the fluorophore
( D) is given by:

(4.7)

where kr and knr  are the rate of radiative and non-radiative decay, respectively. When
the fluorophore is undergoing FRET, the rate of energy transfer (kt) also has to be taken
into account and in this case the lifetime of the donor fluorophore ( DA) will be:

(4.8)

From equations 7 and 8, it is obvious that the lifetime of donor will be shorter in the
presence of a FRET pair and this change in lifetime in the presence and absence of
FRET, provides the basis for fluorescence lifetime measurements in FRET. The FRET
efficiency (E) is thus determined according to:

(4.9)

Once a single molecule is excited, its decay to the ground state will follow exponential
law. If the same molecule is re-excited many times an exponential histogram can be
obtained which represents the lifetime of the fluorophore as displayed in Figure 4.4

Depending on the properties of fluorophore, the typical decay lifetime is usually in the
range of 100 ps to 100 ns. The typical decay time for fluorescent protein is below 6 ns
((Sarkisyan et al. 2012), Paper IV). Apart from FRET, the fluorescence lifetime can
also be affected by the change in refractive index of the medium, and collision with
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other molecules (collisional quenching) (Suhling et al. 2005; Borst et al. 2005). The
FRET lifetime can be measured either in Time-domain or in Frequency domain.

The time-domain method involves monitoring the fluorescence decay after excitation of
sample with a pulse of light
Time-correlated single-photon counting (TCSPC) technique is commonly used to
perform time-domain measurements (Lakowicz 2006c; O'Connor et al. 1979). In this
technique, a short light pulse excites the sample. The time delay between the excitation
pulse and the arrival of the first emitted photon is detected and stored. This process is
repeated to yield a histogram of arrival times as shown in Figure 4.4. The decay
histogram corresponds to the  emission probability, which in turn is
proportional to the population of the excited fluorophore after a short pulse excitation.
The data obtained from the histogram is fitted using exponential fit and fluorescence
lifetime value is computed as the decay constant of the fit.

To obtain accurate lifetime, careful selection of the technical parameters for the
excitation pulse is crucial. The width of the excitation pulse should be made as short as
possible, so that it is negligible when compared to the lifetime of the sample. To obtain
single photon for a single pulsed excitation, the count rate of the measured photons
should be less than 1% of the excitation pulse frequency. This reduces so-called pile-up
distortion and the probability to see more than one photon after each excitation pulse
will be reduced to a negligible level (Tkachenko & Lemmetyinen 2008). This will
increase the time required to acquire enough photons to obtain a statistical relevant data
histogram, and this is a limitation for this method. However, TCSPC is sensitive and it
requires only low excitation level and this is an added advantage in live cell

Figure 4.4 Fluorescence intensity decay (black curve) on excitation with a pulsed light (gray shaded area).

This can be described by the equation which shows the time dependent intensity (It) for the exponential
decay. I0
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measurements as it reduces photobleaching and cellular photo-toxicity, and this
increased its popularity in the field. (Tramier et al. 2005; Pelet et al. 2006)

TCSPC can be combined with microscopy to yield Fluorescence lifetime imaging
microscopy (FLIM), which is getting popular recently and considered as a superior
method to determine FRET in cell biology. In FLIM, the TCSPC emission lifetime
profile from each pixel of the sample is collected. This helps in analyzing the lifetime
distribution of the sample. For example, the lifetime distribution within the living cell or
cellular organelles can be analyzed. This helps in protein localization analysis, cellular
dynamic studies, FRET based studies to analyze protein-protein interaction, and in
FRET based intracellular sensors (Shcherbo et al. 2009; Jares-Erijman & Jovin 2003;
Pepperkok et al. 1999; Duncan et al. 2004; Sun et al. 2011a).

The time-domain method also involves measuring ultrafast fluorescence measurements,
in particular up-conversion technique to time-resolve reactions which takes place in
sub-picosecond or even shorter time domain. This involves use of femtosecond lasers
and optical methods to obtain time resolution in femtosecond ranges with femtosecond
pulse widths (Lakowicz 2006c; Tkachenko & Lemmetyinen 2008). Though this
technique is used in in vitro experiments with fluorescent proteins ((Shi et al. 2007a;
Fron et al. 2013), Paper I), the intracellular applications has not yet been reported, to the
best of our knowledge.

Apart from the direct time-domain methods, an indirect method called frequency-
domain method is also used to analyze fluorescence lifetime (Shcherbo et al. 2009;
Leray et al. 2009; Veetil et al. 2012). This method is based on the mathematical fact that
for any time domain function, an equivalent unique frequency domain function exists.
The conversion of frequency to time domain can be done using inverse Fourier
transform and vice versa using Fourier transform (Tkachenko & Lemmetyinen 2008). In
the frequency domain method, the sample is excited with intensity-modulated light
(sinusoidal excitation). In this case, the emissions will also respond at the same
modulation frequency. The lifetime of the molecule will result in phase shift and change
in amplitude. Fluorescence lifetime is obtained by analyzing this change in phase shift
and amplitude attenuation of the emission relative to the excitation source (Lakowicz
2006c; Sun et al. 2011a).

The time-domain fluorescence lifetime measurement was used in this thesis to analyze
fluorescence lifetime of the fluorescent proteins and chemical labels. The TCSPC
technique is used in paper I, III and IV, FLIM in paper II, III and IV and up-
conversion technique in paper I. The frequency-domain method was not employed in
this study.
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4.4. Applications of FRET with fluorescent proteins

The first applications of fluorescent proteins, which include reporters and sensors, were
proposed right after its cloning and were based on single fluorescent proteins (See
section 2.3). Most of these sensors relay on change in fluorescence intensity, which
makes them less attractive as the fluctuation in the fluorescent protein concentration can
be mistaken as actual signals. To overcome this disadvantage, sensors were developed
which had ratiometric response (Hanson et al. 2002; 2004). However, only few single
fluorescent proteins based ratiometric sensors have been developed so far. This is due to
the limitation on the versatility of sensor design using single fluorescent proteins. In the
sensor with only one fluorescent protein, a sensing event should modulate the
chromophore for obtaining ratiometric response and this poses serious protein
engineering challenges.

The limited versatility of the single fluorescent protein based sensors can be overcome
by using two fluorescent proteins and FRET technique. This provides immense options
to design sensing domain in various combinations and locations to generate ratiometric
sensor response due to the change in FRET (Figure 4.5)

Figure 4.5 General design strategies of FRET based fluorescent protein based probes. (A) The sensing
domain is present in the fluorescent protein and the protein will come together on response to sensing
event as demonstrated in paper III.  (B) Protein-protein interaction brings FRET pairs together. (C)
Acceptor dequenching as a result of disruption of FRET as shown in paper IV.  (D) Binding of a
ligand/substrate changes protein structure and changes distance between FRET pairs resulting in FRET
variations. (E)  Protein conformational change brings FRET pairs in close proximity. The protein
structures were drawn using PDB files (1HUY and 2Q57) and Swiss-PdbViewer.
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By the ability to monitor changes in nanometer scale level, FRET has become the most
popular non-invasive tool to study molecular events in live cells and organelles. The
applications of FRET using fluorescent protein based FRET pairs can be divided into
two broad categories: (a) FRET based sensors and (b) Protein-protein interaction
analysis.

4.4.1. FRET based sensors

One of the first applications of fluorescent protein based FRET pairs was the protease
sensor which consisted of BFP and GFP fused with a protease sensitive linker. On
proteolysis, BFP and GFP will get separated disrupting FRET (Mitra et al. 1996).
Following this, a series of FRET based protease sensors were developed aiming to study
FRET, optimizing FRET pairs and monitoring apoptosis using Caspase protease activity
(Caspase protease activity aberration results in numerous diseases) (Shcherbo et al.
2009; Vinkenborg et al. 2007; Detert Oude Weme et al. 2015; Ai et al. 2008; Ding et al.
2011). The development of FRET based protease sensor is followed by the development
of FRET based sensors to detect Ca2+ signals in cytosol and organelles. This is
developed by incorporating calmodulin and calmodulin-binding peptide M13 between
the fluorescent protein pairs. Binding of Ca2+ induces calmodulin wrap around M13
bringing the fluorescent proteins in close proximity thereby increasing FRET. These

(Miyawaki et al. 1997).

The development of protease and Ca2+ provide indications on prospects of intracellular
sensors using fluorescent protein based FRET pairs, and what followed is the
development of a wide range of FRET based sensors for analyzing various metabolites,
signaling cascades and physiological status inside live cells. Apart from Ca2+ FRET
based sensors are developed for the detection other ions which include Zinc, chloride
and phosphate ions (Genevieve Park et al. 2012; Kuner & Augustine 2000; Gu et al.
2006). FRET based sensors were also developed for the detection of various metabolites
(which includes ribose, glucose, maltose and glutamate) (Lager et al. 2003; Fehr et al.
2003; Fehr et al. 2002; Okumoto et al. 2005), cyclic nucleotides (cGMP, cAMP and
ATP) (Nikolaev et al. 2006; Bagorda et al. 2009; Imamura et al. 2009), membrane
potential, (Knöpfel et al. 2003) redox (Yano et al. 2010), steroids (estrogen, retinoic
acid and androgen) (De et al. 2005; Shimozono et al. 2013; Awais et al. 2006) and
signaling cascades ((Remus et al. 2006; Cicchetti et al. 2004). The above are few
examples showing the potential of FRET based sensors.

Approaches have also been made to improve the sensitivity and efficiency of the
previous FRET based sensors. Replacing the sensing domain is one approach for
improving sensitivity. For example, the calmodulin-
has been replaced by another binding peptide - CaM-dependent kinase, and this
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increased the dynamic range of the FRET sensor (Truong et al. 2001). The approach of
replacing sensing domain is used in paper III of this thesis for the development of
FRET based redox sensor. Optimizing the linker is another approach to improve the
dynamic range of the FRET based sensor (Evers et al. 2006; Van Dongen et al. 2007;
Kolossov et al. 2008). Modifying the fluorescent protein structure to alter the orientation
of the fluorophores participating in energy transfer is also done to improve FRET
response. The fluorescent protein structure modification is done either by site-directed
amino acid changes (Evers et al. 2007; Vinkenborg et al. 2007), or by employing
circularly permuted fluorescent proteins in FRET pair (Nagai et al. 2004).

Spectral modification and changing detection methods can also be used to increase the
efficiency and accuracy of FRET measurements. Changing the FRET pairs from
traditional CFP/YFP to GFP/RFP is advantageous as it reduces background noise and
cellular photo toxicity. This has prompted in developing FRET pairs which has red
shifted spectrum (Amy et al. 2012; Shcherbo et al. 2009). The earlier FRET based
sensors used intensity based detection measurements which has many disadvantages as
mentioned in section 3.3.1. The introduction of FLIM, improved the accuracy for FRET
measurements and FRET based sensors (Oliveira & Yasuda 2013; Klarenbeek et al.
2011; Wallrabe & Periasamy 2005). The advantages of moving to the red region of the
spectrum and FLIM were exploited in paper IV of this thesis.

4.4.2. Protein-Protein interaction

FRET has been extensively used to detect interactions between two protein partners in
real time. This is done by fusing the donor and acceptor fluorescent proteins separately
to each of the interacting proteins partners. The appearance of FRET indicates the
protein-protein interaction. FRET dependent protein-protein interaction studies helped
to reveal and visualize interactions related to transcription (Llopis et al. 2000),
nucleocytoplasmic transport (Damelin & Silver 2000), G-protein signaling
(Janetopoulos et al. 2001) and cell adhesion (Del Pozo et al. 2002),  to name a few.
FRET with fluorescent proteins offers the possibility to study receptor-ligand interaction
(Krasel et al. 2004), protein dimerization/oligomerization as well as transport of
proteins within organelles (Majoul et al. 2001) inside live cells. The immense protein-
protein interaction application using fluorescent protein based FRET pairs is not
covered in detail, as this thesis does not involve protein-protein interaction studies (For
reviews see Sekar & Periasamy 2003a; Zhang et al. 2002).

One major disadvantage of using fluorescent proteins in protein interaction studies is its
relatively large size which interferes with localization or the structure of the protein
providing false results. This can be overcome by using smaller chemical fluorescent
labels and performing protein studies in in vitro conditions.
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4.5. FRET with chemical label pairs

In biosensors, live-cell imaging and FRET studies, apart from fluorescent proteins,
chemical molecular probes and intrinsic fluorophores (which includes amino acid
Tryptophan, NADH and flavins) are used as fluorescent probes. While fluorescent
proteins can be cloned into the cell and fused or targeted to the molecule or organelle,
non-invasively, the chemical fluorophores are conjugated to the biomolecule either in
vitro or by passing through the membrane (membrane permeable dye). The chemical
fluorophores are used widely in biology to modify biomolecules (proteins, peptides,
ligands and synthetic oligonucleotides) and also serves as probes for studying protein
structure, dynamics and function
2004).

The smaller sizes of the chemical label will not interfere with the structure or dynamics
of the protein as opposed to the large sized fluorescent proteins and this is an advantage
in using chemical labels for FRET studies involving protein dynamics. FRET using
chemical labels are used to study conformational changes in cellular structures and
protein dynamics (Shih et al. 2000; Schuler 2013). Its application further extends in
studies involving membrane biophysics (Loura & Prieto 2011), tracking proteins and
single molecules (Howarth et al. 2005), and in studying protein-protein (Jäger et al.
2005) and protein-DNA (Rizvi et al. 2010) interactions in vivo.

Apart from these in vivo applications, chemical labels as well as fluorescent proteins are
used in FRET based in vitro assays. The availability of amine-reactive and thiol-reactive
derivatives of fluorescent probes enabled site-specific bioconjugation of labels to the
proteins and oligonucleotides. This enabled FRET based studies involving single
molecule, protein folding, protein-protein interaction, and ligand interaction studies in
vitro (Jäger et al. 2005; Jäger et al. 2006; Sridharan et al. 2014). Furthermore, site-
specific labeling followed by FRET measurements enabled the study on intramolecular
distances inside the proteins (Karolin et al. 1998). In one example, site specific labeling
of protein and FRET analysis revealed a structural change of Plasminogen activator
inhibitor-1 from the X-ray resolved structure indicating that the X-ray structure of
proteins might differ from the actual structure in solution . The
intrinsic fluorophores present inside the protein structure also are also exploited for
FRET analysis. FRET between amino acid tryptophan and chemical label BODIPY, is
reported to be a versatile FRET pair for studying intraprotein distances (Olofsson et al.
2006). The chemical labels are used in paper I to study intramolecular FRET in
fluorescent proteins.

Along with the protein structure and dynamics studies in solution, bioconjuation of
fluorescent probe labelled molecules on to solid surfaces also provides a platform for
development of FRET based biosensors and immunoassays, which can be employed in
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real-life diagnostic and medical applications (Chang et al. 2010; Jung et al. 2010;
Morgner et al. 2011; Jin & Hildebrandt 2012). Although chemicals labels were widely
used for bioconjugation to solid surfaces and in vitro applications, the use of fluorescent
protein in these applications were limited. One probable reason for this is the reduced
stability of fluorescent proteins in outside environment. However, with development of
improved variants of fluorescent proteins which are stable and have reduced
environmental sensitivity, there is wide range of possibility to exploit its inherent ability
to act as sensing component in in vitro biosensors. Attempts have been made in this
direction by bioconjugating fluorescent proteins for bioassays to solid surfaces which
includes microarray and glass slides and this has been demonstrated its potential in in
vitro bio-sensing applications (Kwon et al. 2006; Wong et al. 2009; Lin et al. 2006).
Site-specific deposition of fluorescent proteins to different solid surfaces as
demonstrated in paper II and III can aid in developing novel biosensors with higher
detection limit and sensitivity.
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The general aim of this thesis was to develop novel applications of fluorescent proteins
by employing protein engineering, cell biology, bioconjugation and fluorescence
spectroscopy techniques.

The cell biology research is shifting towards organelle and macromolecule level studies
to unravel the molecular mechanisms underlying the functions of biological molecules.
To complement this, it is essential to develop improved FRET pairs and novel FRET
based sensors which can enable studies with high precision at nano-scale level.
Furthermore, the common applications of fluorescent proteins are focused on non-
invasive live cell studies. However, there in vitro applications are yet to be exploited.
With the availability improved variants of fluorescent protein with high stability and
sensing abilities, I hypothesize that the fluorescent proteins can be used in the
development of in vitro biosensors.

Based on these aspects and hypothesis, this thesis is focused on four specific objectives.

1. Study the intermolecular FRET in fluorescent proteins by site-specific
engineering of fluorescent protein and bioconjugation of chemical fluorophores.

2. Generate self-assembled monolayers of fluorescent proteins on etched optical
fiber and analyze its stability and properties aiming towards the development of
fluorescent protein based in vitro biosensors.

3. Develop FRET based redox sensor to study changes in the redox status in living
bacterial cells

4. Create novel FRET pairs to overcome the disadvantage of low FRET lifetime
dynamic range in FRET based sensors used in FLIM.
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Detailed information on the materials and methods used in this study are described in
papers I IV

6.1. Molecular biology

The Molecular biology techniques were performed using standard procedures as
described (Maniatis et al. 1989). Site-directed mutagenesis was performed by
introducing the required changes in the primer sequence followed by joining the DNA
fragments by overlap extension PCR technique (Ho et al. 1989) using overlapping
primers. Overlap extension PCR was also used to join DNA sequences to generate
fusion protein constructs. The short amino acid sequences (Serine-Glycine rich linkers
and protease cleavage site in paper IV) were made by adding required amino acid
sequence to the primers involved in PCR reactions. All the primers used in this study
were ordered from ThermoFisher Scientific (USA) and the sequences with the names
and details are provided in the corresponding original publications I IV.

6.1.1. Plasmids and strains

The plasmid used for subcloning and protein production in paper I, II and III is  a
modified pAK400 vector (Krebber et al. 1997) named p1.3sTc (The plasmid described
in , but the biotinylation domain of E.coli is replaced by
1.3S transcarboxylase domain of P. shermanii). The fluorescent protein constructs were
inserted to the NdeI/HindIII site of the plasmid so that the gene is under the control of
Lac promotor. In paper IV, the FRET constructs were subcloned to pQE-30 (Qiagen)
vector using EcoRI/HindIII site.

Escherichia coli XL1-Blue (Stratagene, USA) bacterial strain was used for cloning and
protein production in papers I, II and IV. E. coli BL21 cells (Novagen, USA) were used
for cloning and protein production in paper III. The in vivo redox analysis in paper III
used E. coli Origami B (Genotype: F- ompT hsdSB(rB

- mB
-) gal dcm lacY1 ahpC

gor522:: Tn10 trxB (KanR, TetR)) and BL21 (DE3) (Genotype: F ompT hsdSB (rB  mB )
gal dcm (DE3)) strains (Novagen).

The plasmid constructs were introduced to bacterial strains by electroporation. This is
followed by antibiotic selection and fluorescence screening for the appropriate



6 SUMMARY OF MATERIALS AND METHODS

48

transformed cells. All plasmids with the planned constructs were verified by sequencing
in Macrogen Europe (Netherlands).

6.1.2. Protein production and purification

For expression and protein production, the cells were cultivated in low-salt LB medium
(10 g/L tryptone, 5 g/L yeast extract, 5 g/L NaCl, pH 7.0) with appropriate antibiotics at
at 37°C and 300 rpm in fermentor (1 L) (Biostat-B plus, Sartorius BBI systems, GmbH).
The antibiotics used in the experiments were f chloramphenicol (for cells
with p1.3sTc vector) and -30 vector).
I -D-thiogalactoside (IPTG) (Fermentas, Lithuania) was used to induce
protein expression when the OD600 reached 0.5. After addition of IPTG, the
temperature reduced was to 22 °C for 4 hours, and incubated overnight at 16 °C to allow
the efficient folding of proteins.

Protein purification was performed by nickel-affinity chromatography by using His-
bind resin (Novagen, USA) according to the manufacturer's instructions. The purified
proteins was buffer exchanged to appropriate buffers using NAP columns (Sephadex G-
25, Novagen) and were stored in dark at 4 °C.

6.2. Bioconjugation and labeling

Bioconjugation of fluorescent proteins to solid surfaces or with chemical labels are
performed in Paper I, II, and III.

In paper I, thiol reactive derivatives of 7-diethylamino-3-(((2-maleimidyl) ethyl) amino)
carbonyl) coumarin (C20H21N3O5) (MDCC) and Alexa Fluor®568 maleimide
(C42H41N4NaO12S2) (Molecular Probes Inc., USA), were attached site specifically to the
fluorescent protein suspended in PBS (pH 7.4).

Bioconjugation of the fluorescent proteins to develop self-assembled monolayers
(SAM) on surface of optical fibers and glass slides were performed in a three step
reaction. In the first step, the solid surface was activated by (3-Aminopropyl)
trimethoxysilane (APTMS) to generate surfaces exposed amino group. The second step
involves generation of sulfhydryl-reactive maleimide group on the surface by using
amine-to-sulfhydryl crosslinker (Sulfo-SMCC). The last step involves site-specific
conjugation of the fluorescent protein to the maleimide-activated surface using
engineered surface exposed Cysteine residue on the fluorescent protein. Detailed
explanation of these steps is provided in paper II.

Conjugation of the redox construct to the streptavidin surfaces was accomplished by a
two-step process. The first step involved site-specific biotinylation of the biotinyl
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domain of the fusion protein. This is done by attaching the biotin moiety enzymatically
to the biotinyl domain of the protein by biotin ligase BirA (Avidity, USA) using the
supplementary reagents and instructions provided by the manufacturer. The second step
involved conjugation of the biotinylated protein to the microtiter plates (Kaivogen,
Finland) and cover slips (Xenopore, USA), both coated with streptavidin as described in
paper III.

6.3. Spectroscopy analysis

All the original publications in this thesis involved steady-state and time resolved
measurements. The analysis method and instrumentation used in the studies is listed in
table 6.1

Table 6.1 The fluorescence analysis methods and instrumentation used in this studies

Analysis Instrumentation Paper
Absorbance Spectrophotometer

Manual setup
I-IV
III

Steady state emission Fluorolog
Microtitre plate reader
Manual setup
Epi-fluorescence microscope

I-IV
III
II
IV

Time resolved measurements TCSPC
FLIM
Fluorescence up-conversion

I,IV
II-IV
I

6.3.1. Steady state measurement

The absorbance measurements of fluorescent proteins were performed using UV-VIS
Recording Spectrophotometer UV-2501PC (Shimadzu, Japan) and NanoDrop2000
(Thermo Fisher Scientific Inc., USA). The absorbance measurement of SAM of protein
on etched optical fiber (EOF) was performed using a manual setup as shown in Figure
2a of paper II. The light source used was tungsten halogen lamp AvaLight-HAL
(Avantes) having an output optical power of 700 W and the light beam was delivered
to the EOF with the help of a 200 µm optical fiber. The transmitted light was detected at
the other end of the fiber using a 200 m optical fiber attached to spectrometer
(AvaSpec-2048, Avantes) having a spectral resolution of 2.1 nm. The absorbance A is
determined according to the Beer-Lambert law:

 (7.1)

where I0 is the transmitted light intensity of EOF without protein SAM, and I is the
transmitted light signal with the protein SAM on EOF.
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The steady-state fluorescence excitation and emission measurements were performed by
Fluorometer Fluorolog-3-111 (ISA-Jobin Yvon, France). The emission spectra were
corrected using the correction function supplied by the manufacturer after subtracting
dark counts of the photomultiplier. Fluorescence emission measurements in microtiter
plate (paper II) were recorded by plate reader (Chameleon, Hidex, Finland) at an
excitation of 435 nm and monitoring the emission through 483/35 nm and 535/30 nm
filters. The emission measurements for proteins in EOF were measured using a manual
setup shown in Figure 2b of paper II. Laser diode LDH-P-C-485 (PicoQuant) emitting
at 483 nm was used for excitation with an excitation repetition rate of 40 MHz. The
emitted light was passed through a dichroic mirror, DM (NT47-267, Edmund Optics)
and was focused onto the facet of 200 m optical fiber connected to the spectrometer to
monitor the emission.

6.3.2. Time-resolved measurements

Time-resolved measurements were performed primarily by using time-correlated single
photon counting (TCSPC) technique. The TCSPC instrument setup composed of pulsed
laser diode (LDH-P-C-405B, and LDH-P-C-485, PicoQuant Germany), cooled
multichannel Photon Multiplying Tube (R3809U-50,Hamamatsu, Japan), and TCSPC
module (PicoHarp 300, PicoQuant Germany), which combine constant fraction
discriminators, time-to-amplitude converter (TAC), and multichannel analyzer (MCA)
(PicoQuant, Germany). Based on the excitation spectrum, the excitation wavelengths
used in different studies were 405 nm (Instrument response function (FWHM) = ~64 ps)
and 483 nm (FWHM= ~100 ps). Emission cutoff filters were used prevent the excitation
source to reach the photomultiplier tube. Fluorescence decays were collected until
10,000 counts accumulated at maximum.

Fluorescence Lifetime Imaging Microscope (FLIM) MicroTime 200 (PicoQuant) was
used for imaging E.coli cells. The cells were placed on a microscope coverslip coated
with 2 % agarose gel in either LB medium or buffer. A second coverslip was placed
after the addition of cells for fixing the cells and obtaining uniform surface. The TCSPC
lasers were used for excitation, and emission was selectively monitored by using narrow
bandpass detection filters appropriate for the particular emission wavelengths. For
bacterial cells, 100 × (1.49NA, oil) objective was used and intensity and lifetime images
were acquired with scan steps of 0.1 µm and the total scan area of 20 × 20 µm2. For
SAM measurements in glass slide and optical fiber, 40× (NA 0.65, air) objective
enabled imaging with the minimum spatial resolution of 0.5 µm and total scan area of
80 × 80 µm2.
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6.4. Data analysis

For FRET analysis, from steady state measurement data, the Förster radius, and spectral
overlap integral was calculated according to eq. 4.3 and 4.4 (Chapter 4), respectively.
The FRET efficiency from the steady state measurements were calculated    by (ratio)A

method. This method takes account of the ratio of change in acceptor fluorescence at
donor excitation to the acceptor fluorescence on direct acceptor excitation. (Kolossov et
al. 2008; Clegg 1992). The fluorescence spectrum was used to calculated the (ratio)A

according eq. 7.2 (Kolossov et al. 2008) .

(7.2)

where  is the emission intensity of the donor and acceptor molecules during
donor excitation,  is the emission intensity of donor alone at donor excitation
and  is the emission intensity of acceptor on direct acceptor excitation. From
(ratio)A value, the FRET efficiency (E) is obtained by eq. 7.3 (Kolossov et al. 2008).

(7.3)

where  is the extinction coefficient of donor at donor excitation wavelength and
 and  are the extinction coefficients of acceptor at acceptor and donor

excitation wavelengths respectively.

In time-resolved measurements, emission decay curves were fitted to obtain the life
times. This was done using deconvolution with the instrument response function and
applying exponential and bi-exponential decay models. The fitting was performed using
in-house software (DecFit). For intracellular measurements in FLIM, image analysis
and curve fitting was performed using the SymPhoTimev. 4.7 software (PicoQuant).
The results obtained from curve fitting were used to calculate the FRET efficiency. In
labeling studies the emission decays of the fluorophores were found to be non-
exponential. In this case, FRET efficiency was calculated based on the ratio on the
emission intensities of labeled and unlabeled proteins. In paper IV, FRET efficiency
was calculated according to eq. 4.9 (Chapter 4). The distance of separation between the
donor and acceptor chromophores was calculated according to eq. 4.2. The fluorescence
intensity from microscopy images were quantified using ImageJ software (Schneider et
al. 2012) as described elsewhere (Gavet & Pines 2010).
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This chapter describes the summary of results and discussion from the original
publication of this thesis (I-IV). The first part describes the protein modifications
performed in this thesis, followed by the fluorescence analysis results and discussion of
the individual papers.

7.1. Protein modifications

The yellow fluorescent protein variant - Citrine (Griesbeck et al. 2001) was used for
site-
bioconjugation was performed by exploiting cysteine-maleimide chemistry. To ensure
site-specificity, the native  present in the protein was examined from the
protein structure. Modeling of Citrine structure (PDB ID: 1HUY) showed cysteine
(Cys48) as an attractive binding site for chemical modification using Cys-reactivity as it
is exposed to the outer surface of the protein. Site-directed mutagenesis was performed
to replace Cys48 with Val (C48V). The other Cysteine residue (Cys-70) present in the
Citrine is buried inside the structure of protein, making it inaccessible to the outside
environment and hence it cannot be labelled. Moreover, Cys-70 has proved to be crucial
in obtaining soluble fluorescent protein (Hanson et al. 2004) and hence it was not
replaced. The replacement C48V ensured that there is no surface exposed cysteine
present in Citrine. The fluorescence measurements revealed absence of binding to thiol-
exposed surface for the control protein (Citrine with no surface exposed cysteine). This
confirms the absence of thiol-reactive surface on the C48V mutant of Citrine.

For site-specific labeling and conjugation using cysteine-maleimide chemistry, new
Cysteine site was created in the fluorescent protein by site-directed mutagenesis (Figure
7.1A). The sites created were Cys-147 (S147C) in one construct and in the second
construct, Cysteine (Cys-240) was introduced at the C-terminal of the protein preceding
a short linker containing (Ser-Gly). Steady-state measurements indicated that the
modifications have little or no effect on the fluorescence properties of the protein (Table
7.1). Intramolecular FRET was studied (in paper I) by conjugating thiol-reactive
derivatives of fluorophores MDCC and Alexa Fluor®568 (AF-568) to the Cysteine sites
created in the protein. On conjugation with Citrine, the spectral property of MDCC
makes it an energy donor (MDCC Citrine), and AF-568 as an energy acceptor with
citrine (Citrine  Alexa Fluor 568). The (Cys-240) construct was used in the
bioconjugation of the protein to the solid surfaces (in paper II). The conjugation of the
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Figure 7.1 Scheme displaying different protein modifications performed in this thesis. (A)  Structure  of
Citrine with modified sites and scheme showing intramolecular FRET from conjugated labels to different
sites in protein (MDCC-Citrine) and from protein to label (Citrine  AF-668). (B)  Design of  the FRET
based redox sensor with Cerulean-Citrine FRET pairs linked by 1.3Tc, the polypeptide containing amino
acid sequence allowing site-directed biotinylation to streptavidin surface (right side). In oxidized state,
disulphide bonds are formed between the modified cysteine residues resulting in increased FRET and in
reduced state the disulphide bonds are cleaved resulting in a low FRET state. (C) Development of
fluorescent protein SAM on the surface of EOF or glass. The conjugation is initiated by surface activation
using APTMS to generate amino-exposed surface followed by maleimide-activation with sulfo-SMCC
and site-specific attachment of modified Citrine to the activated surface. (D) Design of novel FRET pairs
with NowGFP as donor. The GFP-RFP pairs are fused by linker containing thrombin protease site.
Protease cleavage separated the fusion protein diminishing FRET.
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Table 7.1 Spectral  properties  of  the fluorescent  proteins  and the corresponding FRET pairs  used in  this
study

Fluorescent
protein

Abs

(nm)
Emiss

(nm)
- 1 cm- 1) QY

Partner in
FRET

J ( )M-1cm-1nm4 R0

(Å)

Citrine 514 528 75000 0.73 - -

Citrine C147 515 528 63000 0.75
MDCC 1.2 × 1015 43

AF- 568 3.57 × 1015 61

Citrine C240 514 528 80000 0.71
MDCC 1.6 × 1015 45

AF- 568 3.64 × 1015 61

Cerulean 433 475 43000 0.62 Citrine 1.41× 1015 50

NowGFP 494 502 56700 0.76 -

mOrange 548 562 71000* 0.69*

NowGFP

2.48 × 1015 58

mRuby2 559 600 113000 0,38 3.74 × 1015 62

TagRFP 555 584 100000 0.48 2.91 × 1015 59

tdTomato 554 581 138000* 0.69* 5.43 × 1015 66

* Values from ref. (Shaner et al. 2004)

(Amy et al. 2012)

(Merzlyak et al. 2007)

thiol-exposed -Cysteine in fluorescent protein to the amino-exposed surface of glass
slides and EOF was mediated by an amine-to-sulfhydryl crosslinker - Sulfo-SMCC
(Figure 7.1C).

The labeling in intramolecular FRET studies proved that the surface exposed Cysteine
in Citrine - S147C has thiol-group exposed to the outside environment of the protein.
This was exploited in the development of FRET based redox sensor in paper III. The
cyan variant of GFP - Cerulean (Rizzo et al. 2004) was used as donor generating
Cerulean-Citrine FRET pairs for the development of FRET based redox sensor. This
FRET pair has proved to be an excellent choice for designing FRET based sensors
(Mank et al. 2006; Lundby et al. 2008; Lindenburg et al. 2013). Cerulean was
genetically modified to generate Cerulean-S147C. This protein also has the
modification - C48V similar to its FRET acceptor- Citrine. Both the fluorescent proteins
were fused to generate fusion protein fusion protein Cerulean-Tc1.3S-Citrine. The
TC1.3S (biotin carboxyl carrier domain of transcarboxylase) (Reddy et al. 2000) was
incorporated between the FRET pair aiming for bioconjugation to streptavidin coated
surfaces.

In this FRET pair, at an oxidized state disulphide bonds are formed between Cys-147
residues present in both Cerulean and Citrine variants, bringing the fluorescent protein
domains in close proximity to exhibit higher FRET efficiency. The reduced state results
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in the dissociation of the disulphide bond, so that the proteins move apart, resulting in
reduced FRET efficiency and large dynamic range for the sensor response (Figure
7.1B). This forms the principle behind the working of FRET based redox sensor and this
was proved by the fluorescence measurements as described later in this section.

For the development of novel-red shifted FRET pairs in paper IV, we used NowGFP
which is modified version of WasCFP (Sarkisyan et al., unpublished). WasCFP is
reported to have the highest fluorescence lifetime among GFP variants yet developed
(Sarkisyan et al. 2012). Its modified version - NowGFP retains the fluorescence lifetime
of its predecessor while improving the brightness (30% brighter than EGFP),
photostability and quantum yield (0.79) making it a potential donor for FRET based
sensors and assays. FRET between NowGFP (donor) and red fluorescent protein
variants (acceptor) was studied by generating FRET pairs fused with a flexible linker
comprising thrombin protease cleavage site (Figure 7.1D).

Based on fluorescent properties and spectral overlap with NowGFP, four red variants of
fluorescent proteins were selected to generate the following FRET pairs, NowGFP-
mOrange, NowGFP-mRuby2, NowGFP-TagRFP and NowGFP-tdTomato. The
monomeric red fluorescent protein variants mOrange, mRuby2 and TagRFP have been
previously reported as excellent acceptors for FRET (Amy et al. 2012; Shcherbo et al.
2009; Bayle et al. 2008). tdTomato is a tandem dimer (two fluorescent proteins coded in
a single open reading frame), which is one of the brightest red fluorescent protein
variant and has been demonstrated to be an excellent FRET acceptor with GFP variants
(Shaner et al. 2004; Ai et al. 2008). Other red fluorescent proteins such as mRFP and
mCherry were not considered for this study as their emissions are weak to be detected
above the donor emission tail causing challenges in ratiometric imaging as described
previously (Amy et al. 2012).

FRET between the pairs were analyzed by treatment with thrombin protease. On
protease action the fusion protein will be cleaved separating the FRET pairs. The
change in FRET was analyzed and this was used to compare the FRET pairs. Our study
indicated high FRET efficiency and dynamic range for NowGFP-tdTomato followed by
NowGFP-mRuby2 on comparison with the other studied FRET pairs.

The protein modifications, labeling, bioconjugation and FRET was analyzed using
fluorescence spectroscopy techniques which included steady state and time resolved
measurements. The results and discussion from the fluorescence measurements is
summarized in the following section.
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7.2. Bidirectional FRET in fluorescent protein

Intramolecular FRET in fluorescent proteins was studied by conjugating chemical labels
site-specifically to different sites in the fluorescent protein. Citrine-S147C (C147Cit)
and Citrine with Cys-240 (C240Cit) were used for labeling, whereby the label is
conjugated to the sole cysteine residue present in the protein. Steady state measurements
were performed for primary validation of FRET between MDCC-Citrine and Citrine-
AF568 FRET pairs.

7.1) indicate that the FRET pairs have a good spectral
overlap and Förster radius, which is advantageous for the energy transfer. This is
reflected in the FRET analysis with steady state measurements of the labeled samples
having similar donor absorbance. The samples were excited at donor excitation
wavelength where only the donor will be excited and the emission spectrum showed
remarkable quenching in the donor emission with an increase in the acceptor emission
which indicates FRET between the donor and acceptor (Figure 7.2).

Figure 7.2 Fluorescence emission spectra of Citrine variants showing variation in FRET in the presence
and absence of chemical label: MDCC (A) and Alexa Fluor 568 (B). In MDCC-labeled samples, at
excitation of 435 nm, quenching of MDCC emission and an increase in emission of citrine variants can be
observed. The dotted arrows indicate the increase and decrease in emission of labeled and unlabeled
samples. The dashed lines indicate the respective unlabeled samples. For AF568 labeled samples, the
excitation wavelength used is 490 nm. Also in this case, the quenching of the donor (arrow) with the rise
in acceptor emission as a result of energy transfer can be observed. The lines indicate the labeled samples
(C147Cit- black and C240Cit-pink) (modified from paper I).

On comparing the ratio of emission intensities at donor excitation to the ratio of
intensities on selective acceptor excitation, MDCC labeled sample displayed higher
FRET for C240Cit on comparison with C147Cit. In proteins labelled with AF568,
C147Cit exhibited higher FRET on comparison to C240Cit. Even though, energy
transfer can be confirmed from the steady-state measurements, this method provides
less molecular information. Time-resolved measurements were performed to analyze
FRET efficiency and fluorescence lifetimes from the labelled samples.
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The single exponential fit of Citrine and its variants in TCSPC measurements showed
fluorescence lifetime of
lifetimes of Citrine (Heikal et al. 2000). For lifetime measurements, the MDCC labelled
samples were excited at 400 nm and emission of donor was monitored at 470 nm which
is the emission maximum of MDCC (Figure 7.3). The fluorescence lifetime fits showed
multiexponential nature with three lifetimes. In MDCC labelled samples, 90% of the
emission in C240Cit decays with time constant 69 ps and the rest with longer lifetimes
(3.57 and 0.67 ns) whereas, In C147 Cit, 80% of the emission decays with time constant

82 ps and the rest with longer lifetimes (4.0 and 0.85 ns). This indicates that for
MDCC labelled C240Cit exhibited higher FRET on comparison with MDCC labelled
C147Cit, and this is in agreement with the results from steady state measurements. The
prediction of possible distances between the fluorophores is calculated from the FRET
data and by considering random orientation of the fluorophore. The predicted distance
between fluorophores in C240Cit and C147Cit was found to be 3.1 nm and 3.4 nm,
respectively. This is in agreement with the FRET efficiency obtained.

However, from the protein structure, MDCC labelled at C147Cit is closer to the
chromophore, than MDCC labelled at C240Cit, and it is supposed to have higher FRET.
The rigidity of the Cysteine in C147Cit, the bulky nature of MDCC, and the absence of
a flexible coupling arm for MDCC might have limited the flexibility of the MDCC
fluorophore affecting the fluorophore orientation which results in reduced FRET. In
C240Cit, the Ser-Gly linker provides flexibility to the attached label resulting in

Figure 7.3 Fluorescence lifetime measurements (A) TCSPC data showing fluorescence decay and fits
(solid lines) of MDCC labeled samples monitored at donor emission wavelength. The decrease in MDCC
(Donor) lifetime on labeling can be observed from the figure (B) Fluorescence up-conversion data
showing decay curve of AF568 labeled samples. The open symbol represents unlabeled and the closed
symbol represents labeled samples. The square symbol represents decay curve of C240Cit and the circle
represents decay curve of C147Cit. The inset figure shows time dependence of the intensity ratio and
mono-exponential fit of the dependence in AF568 labeled and unlabeled FP (modified from paper I).
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favorable orientation increasing the FRET.  This emphasis importance of linker in
designing FRET based sensors as reported previously (Evers et al. 2006; Van Dongen et
al. 2007; Kolossov et al. 2008). It has also been demonstrated that the bulky nature of
the molecules interacting in FRET, reduces FRET efficiency (Domingo et al. 2007). In
both the labelled samples, at 530 nm (emission of Citrine), a fast rise in emission was
observed which is indicative of FRET.

In TCSPC measurements of AF568 labelled samples, the emission at 530 nm (donor
emission) showed biexponential nature with a fast decay component of 20 ps and a
longer decay component of 3.39 ns. As expected, a fast rise in emission of acceptor (at
603 nm) was observed due to energy transfer. The fast decay component of 20 ps was
too short to be resolve in TCSPC. In this case, ultra-fast fluorescence up-conversion
spectroscopy having a time resolution of 200 fs was used to study the energy transfer.
The up-conversion spectroscopy of AF568 labeled samples showed a fast decay at
beginning due to FRET and a constant level at a longer delay originating from proteins
not participating in FRET. The time evolution of the ratio of the emission intensities of
labeled and unlabeled proteins was used to determine the energy transfer efficiency
(Figure 7.3). The energy transfer occur in  ~64% of C147Cit and its  time constant is 2
ps, whereas in C240Cit the FRET time constant is 40 ps and only 25% of protein were
involved in the energy transfer. These findings were in reasonable agreement with
steady state and TCSPC measurements confirming FRET from Citrine to AF568. The
predicted approximate distances between the fluorophores were 5.4 nm and 7.4 nm for
C147Cit and C240Cit labeled samples, respectively. The difference in energy transfer
time constants between C147Cit and C240Cit was also consistent with the difference in
distances between the fluorophores of the protein and the conjugated label. The distance
calculated in this study in reasonable agreements with the previously reported distances
between the chromophores in YFP dimers, distance between fluorescent proteins in
close proximity and in presence of linker, and also consistent with the distance between
YFP coupled to DNA-fluorescent label conjugate (Evers et al. 2007; Evers et al. 2006;
Shi et al. 2007b; Kukolka et al. 2007).

The up-conversion spectroscopy measurements of Citrine also revealed that the
emission decay profile of Citrine is nonexponential, which is contrary to the previous
studies on decay profile of Citrine (Mank et al. 2006; Heikal et al. 2000). The up-
conversion spectroscopy measurements showed a fast decay component of few
picoseconds and a longer decay component. However, it should be also noted that the
previous studies were limited to nanosecond or picosecond resolution, and our TCSPC

biexponential nature of Citrine fluorophore. It was resolved only in up-conversion
measurements having a time resolution of 200 fs. Similar ultra-fast decay component
was previously reported GFP variant (S65T/H148D) and this was attributed to small
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proton displacement facilitated by a short hydrogen bond formed between the phenol
oxygen of the chromophore and the carboxyl oxygen of nearby amino acid (Shi et al.
2007a). It could also be due to complex dynamics of the protein during relaxation of the

The potential application of Cysteine sites in the protein was exploited in this study as
thiol-reactive fluorophores can be covalently bonded to it. The understanding of the
location in fluorescent proteins to which another fluorophore can be conjugated or
interacted for improved FRET will aid in the design of superior FRET based sensors.
The original idea for the intramolecular FRET came from the study on FRET between
tryptophan amino acid inside the protein and site-specifically labelled BODIPY for
probing changes in intraprotein distances (Olofsson et al. 2006). Intramolecular FRET
applications are common in nucleic acid chemistries (Nitsche et al. 1999). However, the
biotechnological applications of intramolecular FRET in fluorescent proteins have not
been exploited. By this study, we have laid a proof-of-concept for the idea of using this
novel technique in proteins in the future.

7.3. Self-assembled monolayers of fluorescent proteins
on etched optical fibers

7.3.1. Steady-state and time-resolved spectroscopy on Citrine SAM films

The YFP SAMs (with C240Cit variant of YFP) were deposited on the surface of EOF
and glass plates as described in Section 7.2. The steady-state absorption measurements
revealed no detectable absorption on the samples in glass plate, while relatively low
absorbance on EOF was observed (Figure 7.4A). The absorbance peak is around 514 nm
which is the absorption maximum of Citrine in solution (Griesbeck et al. 2001). The
emission measurements revealed significant emission intensity at around 530 nm for
both the glass plate and EOF, confirming the presence of Citrine (Figure 7.4B). On
comparison with the normal Citrine emission in solution and Citrine SAM in glass
plate, a slight red shift and a shoulder at around 560 nm is observed for Citrine SAM in
fiber. This is due to the transmission properties of the dichromic mirror and not due to
the difference in actual emission spectra of the two SAMs. The weak absorption in EOF
and the lack of detectable absorption spectra in glass plates can be attributed to the
relatively high mean molecular area of the deposited proteins (as proteins have a
diameter of 2.4 - 3 nm (Ormö et al. 1996; Yang et al. 1996a)  making the absorption of
the layer too weak to be detected by a standard spectrophotometer. Despite the weak
absorbance, the high emission intensity observed can be due to the high quantum yield
of the YFP variant (71%).
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The FLIM revealed that proteins form morphologically homogenous structures on glass
plates and on EOF (Figure 7.4). The FLIM of Citrine variant without surface exposed
Cysteine showed no fluorescence which confirms that the binding occurred through
Cysteine residue. This confirms that the coupling is site-specific and covalent in nature.
The fluorescence lifetime decay of YFP SAMs was found to be bi-exponential with
average lifetime of 2.36±0.20 and 2.40±0.13 ns on glass surfaces and EOFs,
respectively. The average lifetime values YFP SAM on both surfaces are only 28 %
shorter, when compared with the lifetime of the similar YFP variant (3.3 ns) in solution.
The change in fluorescence lifetime of fluorescent protein due to the change of
microenvironment and refractive index has been previously reported (Borst et al. 2005;
Sun et al. 2011a). This indicated that the dry conditions and protein aggregation has
only minor effect on the fluorescence property on the protein. Furthermore, in this
study, the stability of YFP SAM to various physiological and chemical factors has also
been analyzed.

7.3.1. Effects of various pH, ions, denaturing agents and proteases on
YFP SAM films

To analyse the possibility of using YFP SAMs in in vitro optical sensors and
immunoassays, the stability of protein SAMs on EOF was studied. This was done by

Figure 7.4 Steady-state and time-resolved measurements of YFP SAM on surfaces. Absorption (A),
emission (B)  spectra,  and FLIM images (C, D)  of  YFP SAM on surface of  EOF and glass plates. The
white rectangle on FLIM images shows areas used to measure fluorescence lifetime. (E) Fluorescence
decay curve from FLIM comparing the intensity of YFP SAM with the control YFP (Citrine with no
surface exposed Cysteine) (modified from paper II)
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treating the YFP SAM on EOF with various ions, detergents and proteases and
compares the stability with proteins in solution. The effect of pH on the fluorescence
intensity of YFP SAM on EOF was monitored at 530 nm. At pH 6, the fluorescence
intensity decreases by 50 % relative to the maximum intensity observed at pH 8.5. This
change is found to be reversible in the pH range 6.5 to 9 which is within the normal
physiological range, but does not recover below pH 5 (Figure 7.5). This response was
similar to the previously reported response of the YFP variant in solution indicating that
the bioconjugation has not changed the pH response on the protein (Griesbeck et al.
2001). The irreversible reduction in the fluorescence intensity at the pH value below 5
can be attributed not only to the protonation of the chromophore, but also to
conformational structural changes which occur close to the chromophore at low pH
(Campbell & Choy 2001; Alkaabi et al. 2005).

The response of YFP SAM on calcium and magnesium was studied as these are the
most important divalent cations present in the cell and in many of the body fluids.
Moreover, Citrine possesses the similar mutation present in the Ca2+ fluorescent protein
indicator-Camgaroo, enhancing our interest in studying its effect in the YFP SAM
(Griesbeck et al. 2001). As expected, the fluorescence intensity varied with change in
Ca2+ concentrations indicating its possible application to use in in vitro sensors, while
Mg2+ showed no effect on the fluorescence intensity of YFP SAM in EOF (Figure 7.5).
With Ca2+, the fluorescence intensity increased to approximately three fold until a
concentration of 15 mM, and it remained unchanged with further increase in Ca2+

concentrations. The studies showed that the YFP SAM in EOF can be sensitive enough
even at micro molar concentrations of Ca2+, with reasonably broad dynamic range of
sensitivity between 0.025 and 10 mM. This response showed reasonable similarity to
the response of EGFP based Ca2+ sensor in solution (Zou et al. 2007). This demonstrates
a proof-of concept for the potential use of fluorescent proteins in in vitro sensor
applications by conjugating the fluorescent proteins with optical fibers.

The fluorescent proteins are known to be resistant to proteases and highly stable to
various denaturing agents and detergents in solutions (Alkaabi et al. 2005; Chiang et al.
2001). The stability of YFP SAM on EOF was analysed by immersing the EOF in
corresponding solutions. Even though, YFP SAM showed an initial decrease in
fluorescence intensity (13 % in 200 seconds) on treatment with proteases, it stabilized
and remains further unchanged except for trypsin protease (Figure 7.5). In trypsin
solution, reduction of fluorescence intensity with time was observed indicating cleavage
of protein from the EOF. The exposure of the trypsin cleavage site (Lys238) at the C-
terminal of the fluorescent protein due to insertion of the linker and the conjugation to
the fiber surface could have resulted in the cleavage of the protein, leading to the loss of
fluorescence. The high specificity of trypsin mediated cleavage at C-terminal lysine was
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reported previously (Olsen et al. 2004). However, with all other proteases tested, the
YFP SAM showed reasonable stability even at high protease concentrations of 2 mg/ml.

The proteins also exhibited reasonable stability on treatment with high concentrations of
denaturing agents which includes Urea (8 M), SDS (0.5 %) and Tween20, at
physiological pH (Figure 7.5). At non-physiological pH conditions, reduction in
fluorescence in EOF was observed for Tween 20 and SDS. This indicates either
cleavage of proteins from EOF or protonation and conformational structural changes at
chromophore of fluorescent proteins as reported previously (Alkaabi et al. 2005).

By this study, it was demonstrated that YFP SAMs can be deposited site-specifically
and covalently on curved surfaces of EOFs and on the plane surfaces of glass plates.
The treatment of YFP SAM on EOF with denaturing agents, proteases, ions and at
varying pH conditions revealed that the bioconjugation has little or no effect on the
fluorescence property of the fluorescent protein. To the best of our knowledge, this is
the first study on development of SAM on the surface of EOF using fluorescent
proteins. The covalent nature of conjugation without losing the fluorescence property
and characteristics of the fluorescent proteins, when combined with the wide range of
fluorescent protein based sensors, opens up new window in the design of in vitro
biosensors. The ability of optical fibers to be tapered down to a few nanometers (Vo-

Figure 7.5 (A) pH dependence on fluorescence intensity of YFP SAM on EOF. (B) Effect of Ca2+ and
Mg2+  on  YFP  SAM.  (C) Effect of different proteases and denaturing agents (at pH 7.5) on the YFP
SAM on EOF (modified from paper II)
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Dinh et al. 2006), and the possibility of SAM of fluorescent proteins in its surface (this
study) can provide opportunities even in studying cell organelles in real-time, in future.

7.4. FRET based redox sensor

The first non-invasive ratiometric redox sensor developed for monitoring redox status in
live cell was roGFP (redox-sensitive green fluorescent protein), and it was used to
determine mitochondrial redox potential (Hanson et al. 2004). This probe was not
sufficiently sensitive to measure the redox dynamics inside the cytoplasm (Yano et al.
2010) which prompted scientists in developing FRET based sensors using fluorescent
proteins (Yano et al. 2010; Kolossov et al. 2011). In these sensors, the sensing domain
(consisting of two or more cysteine residues) is present in the linker sequence joining
the FRET pairs and was intended for in vivo assays in eukaryotic cells. However, they
suffer limitations in the low FRET efficiency, in spite of modifications in the linker
sequence (Kolossov et al. 2008). They also suffers from possibility of undesirable cross
link formation due to the presence of more than two Cysteine residues exposed to the
surface in the FRET constructs. In this study, we have developed a FRET based redox
sensor to monitor redox status in bacterial cells (Paper III). To improve the FRET
efficiency and to avoid the possibility of undesirable cross-link formations, we
incorporated the cysteine residues on the fluorescent protein structure after removing all
the native surface exposed cysteine residues as described in section 8.1. In vitro and
intracellular fluorescence measurements were performed to analyze the working of the
FRET based sensor.

7.4.1. In vitro fluorescence measurements

On donor excitation, the fluorescence emission spectrum of the FRET construct showed
decrease in the Citrine (acceptor) emission with an increase in the Cerulean (donor)
fluorescence peak on addition of reducing agent, and vice versa on addition of oxidizing
agent (Figure 7.6). This change was not observed in the control FRET construct which
lacks surface exposed cysteine residue. This suggests that the observed change in
intensity ratio is due to the formation and dissociation of disulphide bonds between the
cysteine residues in the FRET pairs. The formation and dissociation of disulphide bonds
will alter the distance between the FRET pairs, which results in the change in FRET.
This change in FRET accounts for the observed variation in intensity ratio.

The FRET efficiency was calculated using (ratio)A method (equation 7.2) which
provides automatic correction of variations in sample to sample fluorophore
concentration and automatically cancels changes occurring in fluorescence as a result of
the microenvironment variations (Kolossov et al. 2008). The maximum FRET
efficiency observed for the FRET redox construct was 0.55, which is higher than the
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FRET efficiencies reported for the previous FRET based redox sensors with maximum
FRET efficiencies between 0.2 and 0.3 (Kolossov et al. 2008; Kolossov et al. 2011).
The high FRET efficiency has also contributed to the larger dynamic range of the sensor
response (Figure 7.6).

The reversibility of the sensor was validated by monitoring the variation in the
fluorescence intensity ratio between the FRET pairs on treatment with alternating cycles
of  H2O2 and DTT. The alternating cycles of oxidation and reduction process was
repeated for three cycles without losing the redox sensing property of the sensor
displaying the reversibility of the sensor (Paper III, Figure 3). This proves that the
Cysteine disulphide bond formed between the FRET pair is readily reversible and
studies have demonstrated that the cysteine susceptible to reversible oxidation/reduction
can be used in redox sensing (Hanson et al. 2004; Green & Paget 2004). The FRET
sensor demonstrated good dynamic range in the pH range from 7 to 9 and even for pH 6
the change is still significant although it was less than for the 7 to 9 pH range (Paper III,
Figure 5). However, variation in dynamic range was observed for different pH. This
indicates that pH of the environment has to be considered when analyzing the redox
status using the FRET sensor.

In this study, the sensing ability of the FRET based sensor after bioconjugation to solid
surfaces was also analyzed. The biotinylation domain present in the linker between
Cerulean and Citrine was used for conjugating to solid surfaces using streptavidin-biotin
interaction. The bioconjugation was confirmed by fluorescence measurements. The non-
biotinylated protein showed negligible surface binding, proving that the attachment of
the biotinylated protein was site-specific through the biotinylated domain. Although, the
bioconjugated FRET pair showed FRET variation on treatment with reducing and
oxidizing agent, the dynamic range of the sensor was reduced as a result of

Figure 7.6 (A) Fluorescence emission spectra of the FRET sensor displaying variation in energy transfer
at different relative fraction of reduced protein. Relative fraction '0' and '1' represents oxidized and
reduced states, respectively. (B) The FRET efficiency determined (ratio)A method versus the fraction of
reduced protein during titration of the oxidized protein with reducing agent (modified from paper III).
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immobilization (Paper III, Figure 7). This is in contrary to the study from protein on
EOF whereby the single fluorescent protein showed similar response in solution and
after bioconjugation. Therefore, the variation in FRET before and after bioconjugation
can be only due to the reduced flexibility of the linker domain between the fluorescent
proteins as a result of attachment to solid surface. Nevertheless, this study provides a
proof-of-concept for the use of fluorescent protein based FRET sensors for sensing
applications by fabrication to solid surfaces. This is important, due to the fact that the
bioconjugation of proteins to solid surfaces has become a promising tool in many areas
of biosciences which includes biosensors, diagnostics and nanotechnology (Wong et al.
2009; Bilitewski 2006).

7.4.2. Intracellular measurements

The intracellular redox response of the sensor was analyzed by expressing the FRET
sensor in E.coli BL21 cells. The FRET was analyzed from the live cells in culture as
well as from single cells. Similar to in vitro measurements, the treatment of cells with
the reducing agent (DTT) showed a steady increase in Cerulean fluorescence with a
decrease in Citrine fluorescence and vice-versa on treatment with oxidizing agent
(H2O2). This variation in the intensity ratio corresponds to FRET response verifying the
functioning of the sensor in intracellular conditions. The dynamic range of the redox
sensor reduced significantly in the measurements from culture. However, single cell
measurements in microscope yielded better response with reduced background
fluorescence and increased dynamic range (Figure 7.7). The high dynamic range
observed in single cell measurements was comparable with the previous redox sensors
used in mammalian systems (Table 7.2). The FRET response of the untreated cells
showed reduced state compared to cells treated with either oxidizing or reducing agents.
This is in accordance with the previous studies of the E. coli cytoplasm which
demonstrates reducing environment (Green & Paget 2004; Beckwith 2007; Hatahet et
al. 2010).

The sensor response in normal physiological condition of cells was analyzed by
expressing the FRET pair in E. coli mutant strains - Origami B (trxB -, gor -) and BL21
(trxB+, gor+). The mutations in Origami will create oxidizing environment in the
cytoplasm favoring disulphide bond formations (Derman et al. 1993). On the contrary,
BL21 is its wild type without mutations for generating oxidizing environment and hence
it is expected to have reduced cytoplasm (Hatahet et al. 2010). The fluorescence
measurements from our study showed variation between the FRET ratios in both of the
strains. As expected, the Origami tends to be at oxidizing state whereas BL21 cytoplasm
showed reducing environment (Figure 7.7). This is in agreement with the published
reports on disulfide bond formations in both the mutant strains (Hatahet et al. 2010;
Xiong et al. 2005). These studies validate the working of the FRET based redox sensor
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in intracellular environment. This sensor opens up possibility to study redox status in
cells and cellular organelles with high dynamic range FRET efficiency.

Table 7.2 Comparison of FRET efficiency and in vivo dynamic range of FRET based redox probes

Redox probe
in vivo FRET ratio

Reference
rmin rmax r Emax

RL -5 28.0 40 30.0 25.20 % (Kolossov et al. 2008)

HSP FRET 0.8 0.93 14.0 4.3 % (Robin et al. 2007)

Redoxfluor 0.8 1.05 23.8 - (Yano et al. 2010)

This Study 0.688 1.09 36.9 56 % This study (III)

CY RL-7* 0.35 0.6 41.6* 28.70 % (Kolossov et al. 2011) (Lin et al. 2011)

Emax  Maximum FRET efficiency observed; Redoxfluor Emax is not reported to the best of our knowledge
max - rmin) / rmax × 100% ; rmax and rmin is approximated from the figures in original publications

* Can be used only in relatively high oxidative environments

7.5. FRET pairs with improved dynamic range for
fluorescence lifetime measurements

The traditional FRET based reporters used for live cell studies were developed using
cyan and yellow variants of . However, with the development of orange and red
variants of fluorescent proteins, the cyan-yellow FRET pairs are getting replaced as
longer wavelength excitation and emission results in reduced cellular autofluorescence,
decreased phototoxicity and lower light scattering (Amy et al. 2012; Shcherbakova &
Verkhusha 2013). Together with the careful selection of FRET pairs, the selection of
FRET detection method is also crucial in obtaining accurate results. For precise FRET
analysis and detection, scientists are relying more on fluorescence lifetime based

Figure 7.7 (A) Intensity Images (excitation 405 nm) of E. coli cells on treatment with oxidizing/reducing
agents monitored through detection filters (483/35 nm for Cerulean and 535/30 nm for Citrine). The
decrease in Cerulean emission with the increase in Citrine emission on treatment with H2O2 and vice-
versa on treatment with DTT can be observed from the images. (B) Emission ratio of Cerulean/Citrine
variation of cells (average of 20-25 single cells) (C) FRET variation in Origami and BL21 cells with
respect to time during the cultivation time of 9 hours post induction (modified from paper III).
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methods rather than the traditional intensity based measurements. The fluorescence
lifetime based measurements overcome the disadvantages of intensity based
measurements which is affected by variations in probe concentration and optical path
length (Dewitt et al. 2009; McGinty et al. 2009). Furthermore, complex calibration and
correction procedures are needed to overcome the concentration changes,
photobleaching, spectral bleed through and back-bleed through in intensity based FRET
measurements (Piston & Kremers 2007; Gordon et al. 1998; Zal & Gascoigne 2004;
Chang et al. 2009). The fluorescence lifetime based measurements are less susceptible
to all these factors making it the most direct and robust way to measure FRET (Jares-
Erijman & Jovin 2003; Suhling 2014; McGinty et al. 2009).

In this study (Paper IV), the advantages of using fluorescent protein variants towards
the red region of the spectrum, together with the advantages of using lifetime based
measurements in FRET is combined to design novel FRET pairs. For this, we exploited
the fluorescent protein with the longest reported fluorescence lifetime  NowGFP  as
donor, and screened for the best acceptor for FRET pair using various red fluorescent
proteins as described in section 7.1. From steady-state fluorescence measurements, the
spectral overlap integral (J( )) and the Förster radius (R0) of the FRET pairs were
calculated (Table 7.1). NowGFP-tdTomato and NowGFP-mRuby2 FRET pair
demonstrates higher spectral overlap and R0 values compared to the other FRET pairs
analyzed. To the best of our knowledge, the R0 of NowGFP-tdTomato (6.57 nm) is the
largest R0 value reported so far for any fluorescent protein based FRET pairs yet used in
FRET studies. The previous highest R0 value reported was for Clover-mRuby2 with an
R0 of 6.3 nm (Amy et al. 2012). With the NowGFP-mRuby2 pair, the R0 (6.17 nm)
obtained is the third highest value reported. The large R0 value is crucial as the FRET
efficiency increases when R0 increases (Amy et al. 2012; Berney & Danuser 2003). The
high R0 values of NowGFP-tdTomato and NowGFP-mRuby2 was reflected in the FRET
measurements as these two FRET pairs showed higher FRET efficiency compared to
the other FRET pairs analyzed.

The FRET was analyzed by treating the protein with thrombin protease which cleaves
the linker between the fluorescent proteins, thereby separating the FRET pairs. The
fluorescence intensity and lifetime before and after the protease treatment was analyzed
to study FRET. In steady-state spectroscopy measurements, on excitation at 483 nm,
where only the donor (NowGFP) is excited, an enhanced acceptor fluorescence
emission was observed for the different FRET pairs indicating energy transfer. After
addition of thrombin, a decrease in the acceptor emission with an increase in donor
emission was observed (at 515 nm) indicating reduced energy transfer as a result of
cleavage of FRET pairs. Large FRET dynamic range was observed for NowGFP-
tdTomato followed by NowGFP-mRuby2 and comparatively low FRET variation is
detected in NowGFP-mOrange and NowGFP-TagRFP FRET pairs.
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The fluorescence lifetime was studied using TCSPC technique. The donor decay was
analyzed by exciting the samples at 483 nm and decay was monitored at 515 nm. At this
monitoring wavelength, donor excited state lifetime can be analyzed selectively as none
of the acceptors has noticeable emission at this wavelength. The single exponential
decay of non-fused NowGFP showed lifetime of 5.00 ns ± 0.03 ns, similar to the
lifetime obtained by Sarkisyan et al., (unpublished), and it is the highest lifetime
reported so far for any GFP variant. The fluorescence lifetime of NowGFP in the FRET
pairs after thrombin treatment displayed lifetime of ~4.8-5.0 ns for different FRET pairs
indicating complete cleavage of the FRET pairs on protease action. The decay of the
donor undergoing FRET showed decrease in the lifetime with the largest decrease for
NowGFP-tdTomato followed by NowGFP-mRuby2, NowGFP-mOrange and NowGFP-
TagRFP FRET pairs. The donor lifetime reduction observed in NowGFP-tdTomato
FRET pair was more than 2.6 fold and this is the highest lifetime dynamic change
reported so far for any fluorescent protein based FRET pairs. The longest fluorescent
lifetime previously reported was for mTurquoise with 4.0 ns (Goedhart et al. 2012) and
the donor lifetime change on FRET for mTurquoise was only 1.6 fold (Klarenbeek et al.
2011). The decrease in donor lifetime as a result of FRET is shown in Figure 7.8. The
FRET efficiency determined from the fluorescence lifetimes showed high FRET
efficiency for NowGFP-tdTomato and NowGFP-mRuby2 FRET pairs (Table 7.3). Both
of these FRET pairs have FRET efficiency close to 0.5 which is advantageous in the
development of FRET reporters with high dynamic range (Amy et al. 2012).

 Intracellular FRET analysis was performed using FLIM by comparing E. coli cells
expressing donor alone with the cells expressing FRET pair. The donor fluorescence
lifetime was captured selectively using donor emission filter (510/20 nm). The in vivo

Figure 7.8  TCSPC measurement showing decay and fits (solid lines) of the FRET pairs at monitoring
wavelength of 515 nm, to selectively analyze donor decay. NowGFP denotes the lifetime decay of the
donor alone and FRET pair-thrombin denotes the lifetime of the donor after proteolytic cleavage. The
inset shows the same data with shorter timescale to differentiate the variation in FRET (modified from
paper IV).
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Table 7.3 Fluorescence lifetime and FRET efficiency of the FRET pairs (paper IV)

Fluorescent protein / FRET pairs ave
2 E

NowGFP (Donor alone) 5.00 ± 0.03 1.42 -

NowGFP-mOrange 3.42 ± 0.05 1.18 0.30

NowGFP-TagRFP 3.74 ± 0.07  1.13 0.25

NowGFP-mRuby2 2.84 ± 0.05 1.20 0.43

NowGFP-tdTomato 2.02 ± 0.02 1.01 0.59

FRET pairs after proteolytic cleavage* 4.88 ± 0.02 1.37 -
* Average from all the FRET pairs after thrombin treatment
E - FRET efficiency (calculated according to eq.4.9)

- calculated standard weighted least squares to assess the goodness of the fit

fluorescence lifetime of NowGFP was found to be 4.03 ns. The reduction in the lifetime
in comparison with in vitro measurements can be attributed to the intracellular
microenvironment which affects the fluorescence lifetime (Borst et al. 2005; Pliss et al.
2012). Obvious variation in fluorescence lifetime of NowGFP was observed in the
presence of an acceptor (Figure 7.9). The lifetime of NowGFP was reduced to 3.14 ns in
NowGFP-mRuby2 FRET pair and 2.80 ns in NowGFP-tdTomato FRET pair displaying
very high in vivo dynamic ranges for the FRET pairs. The high fluorescence lifetime
dynamic change of the FRET pair is on higher side relative to the lifetime changes
previously reported for red fluorescent protein based FRET pairs (van et al. 2008;
Shcherbo et al. 2009; Lleres et al. 2007). The large change in FRET lifetime for the
novel FRET pairs is advantageous in the development of improved FRET based sensors
and FRET reporters which switches between well-defined ON and OFF states.

Figure 7.9 (A) Intracellular FLIM of E. coli cells showing fluorescence lifetime image displaying FRET.
The cells expressing fluorescent proteins were excited at of 483 nm and donor lifetime was captured
selectively through band pass filter (510/20 nm). NowGFP donor alone cells and the variation in lifetime
as a result of FRET can be observed from the cells expressing the FRET pairs.  Image size - 10 µm × 10
µm.  (B) Fluorescence decay curve and fits (solid lines) from the cells showing decrease in the
fluorescence lifetime due to FRET (modified from paper IV).
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The intramolecular FRET in fluorescent protein was demonstrated by conjugating
chemical fluorophores to different sites in the fluorescent protein (Paper I). This was
done by studying the FRET from conjugated chemical fluorophore to the fluorescent
protein and from the protein to the chemical label using novel FRET pairs MDCC-YFP
and YFP-Alexafluor 568, respectively. The high FRET efficiency observed, together
with the bidirectional FRET approach used in this study is expected to open up new
possibilities in studying protein-protein interactions, protein flexibility, macromolecule
dynamics, and in design of FRET based sensors. To the best of our knowledge, this is
the first study on bidirectional intramolecular FRET in florescent proteins. This study
also demonstrates the potential of cysteine sites in the protein structure for protein
modification, as thiol-reactive fluorophores can be covalently attached to it.

The engineered cysteine sites in the protein structure was further exploited in the
bioconjugation of fluorescent protein to solid surfaces offering future prospects in the
development of in vitro sensors (Paper II). The fluorescent proteins were deposited on
the surface of etched optical fiber using self-assembled monolayer method. The
fluorescence measurements revealed that the conjugation is site-specific and covalent in
nature. The conjugated fluorescent protein was found to be stable on treatment with
denaturing agents and proteases even at non-physiological conditions. The treatment
with divalent cations and in varying pH conditions indicated that the conjugated
fluorescent proteins retain its spectral and photochemical properties on comparison to
similar proteins in solution. We presume that the ability of optical fibers to provide
excellent light delivery at high sensitivity and to fabricate them into nanoscale size,
when combined with the inherent ability of the fluorescent proteins to act as sensors -
can pave way to novel biosensors with lower detection limit and sensitivity.

The genetically incorporated site-specific cysteine residues exposed on the surface of
fluorescent proteins was used to develop FRET based redox sensor (Paper III). The
presence of sensing domain on the protein structure brings the FRET pairs in close
proximity, exhibiting high FRET efficiency, compared to the previous FRET based
redox sensors where the sensing domain is located inside the linker connecting FRET
pairs. Along with the high FRET efficiency, fluorescence measurements also revealed
improved dynamic range and reversible nature of the sensor. Even though the FRET
efficiency was reduced on expressing in E. coli cytoplasm, the sensor could respond to
changes in the redox status inside the bacteria at the single-cell level. However, the
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limited fluorescence lifetime dynamic range still remains a limitation for FLIM studies
in the sensors employing the CFP-YFP FRET pairs.

Novel red-shifted FRET pairs were developed with improved fluorescence lifetime
dynamic range and high FRET efficiency (Paper IV). The incorporation of a thrombin
protease cleavage site in the linker connecting FRET pairs enabled the study of FRET
variations in the analyzed FRET pairs. The long fluorescence lifetime of the FRET
donor - NowGFP is exploited in obtaining large FRET lifetime dynamic range. Among
the red fluorescent protein acceptors screened, tdTomato has demonstrated the highest
FRET efficiency and dynamic range with NowGFP as donor. NowGFP-tdTomato and
NowGFP-mRuby2 FRET pairs were found to have the highest and third highest Förster
radius respectively, for any fluorescent protein based FRET pairs yet reported. This is
reflected in obtaining high FRET efficiency for both the FRET pairs. TagRFP and
mOrange were not found to be optimal for FRET pair design with NowGFP.  NowGFP-
tdTomato and NowGFP-mRuby2 were observed to be superior FRET pairs which could
replace the traditional CFP-YFP FRET pairs in FRET based FLIM studies and sensors.

To conclude, by this study we have developed novel FRET based redox sensor with
improved FRET efficiency and high dynamic range to detect redox status in bacterial
cells at single cell level, novel FRET pairs with the highest reported lifetime dynamic
range and Förster distance, and a novel platform comprised of fluorescent protein in
optical fiber for development of in vitro sensor. In this study, we have also conducted
chemical coupling with fluorescent protein and small molecular weight fluorophores,
and studied their interplay by FRET measurements. To this best of our knowledge this
is the first and only study describing bidirectional FRET between fluorescent protein
and conjugated chemical label. We believe that the tools developed in this thesis could
be useful for the scientists around the world in expanding the knowledge on cellular
biochemistry and dynamics and in the development of novel biosensors.
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