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ARTICLE INFO ABSTRACT

ATfiC{E history: Many luminescent transition metal polypyridine complexes display intense and long-lived triplet charge-
Received 30 October 2009 transfer and intraligand transition emission with a large Stokes’ shift. These properties render them
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promising candidates as luminescent probes for ions, DNA, peptides, proteins and other biological enti-
ties. In this review article, we have summarised recent reports on ion, molecular and biological probes
derived from luminescent rhenium(I) and iridium(IIl) polypyridine complexes. These complexes have
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Luminescence recognition is reflected by a change of spectroscopic and/or photophysical properties of the probes. The
Probes use of these complexes as cellular probes and imaging reagents has also been discussed.

Rhenium © 2010 Elsevier B.V. All rights reserved.
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1. Introduction

The spectroscopic, photophysical and photochemical proper-
ties of rhenium(l) polypyridine complexes have been attracting
much interest for more than 30 years [1-6]. Rhenium(I) polypyri-
dine complexes, [Re(N*N)(CO)3(L)] (L=monodentate ligands such
as halide, pyridines, phosphines and alkyls), exhibit long-lived and
intense emission at room temperature upon photoexcitation. The
emission energies of these complexes depend heavily on the 7™
orbital of the polypyridine ligand, and the emission lifetimes and
quantum yields are also very sensitive to the solvent polarity. Based
on the photophysical data, the excited state of these complexes
has been ascribed to 3MLCT (dmw(Re) — 7*(N~N)) in nature. In some
cases, however, the emissive state is 3IL (7 — w*(N*N)) in char-
acter [7]. The relative dominance of MLCT and IL emission can be
controlled by the energetic separation of the 3MLCT and 3IL states,
which can be manipulated by changing the polypyridine ligands or
temperature. Since the first report on the luminescence properties
of rhenium(I) polypyridine systems [1], the environment-sensitive
emission, photoinduced electron-transfer and photocatalytic prop-
erties of these complexes have been extensively studied. One of the
important characteristics of luminescent rhenium(I) polypyridine
complexes is that their emission maxima exhibit blue shifts in rigid
media [2]. The emission energies, quantum yields and lifetimes
of the complexes decrease with increasing polarity of solvents
[1-7]. This highly environment-sensitive luminescence behaviour
renders this class of complexes useful biological probes. Func-
tionalisation of these luminescent complexes as cellular-staining
reagents has been studied owing to their intense and long-lived
emission, high cellular uptake efficiency, and their stability in aque-
ous condition.

The luminescence properties of iridium(IIl) polypyridine com-
plexes have been attracting much attention since the emissive
characteristics of the complex cis-[Ir(bpy),Cl;]* were studied
[8]. The two emission bands of this complex are assigned
to excited states of 3MC (dw(Ir)— do*(Ir)) and mixed 3MLCT
(dwr(Ir) - w*(bpy)) and 3IL (7 — 7*)(bpy) character. The dichloro-
bridged iridium(Ill) dimer [Iry(N"C)4Cly] reacts with various
ligands to form strongly emitting complexes. For example, a
number of cyclometallated iridium(Ill) polypyridine complexes
of the formula [Ir(N*C),(N~N)]* exhibit intense and long-lived
3MLCT (dw(Ir)— w*(N*N or N~C)) and/or 3IL (7w — m*(N*N or
N”C)) emission in the visible region [9,10], which enables them
to function as luminescent sensors for a range of ions and
molecules.

In this review, we have described the design of luminescent
rhenium(I) and iridium(IIl) polypyridine complexes as probes for
ions, small molecules and biomolecules such as DNA and proteins.
Emphasis has been put on the structures, spectroscopic prop-
erties, emission properties and molecular binding properties of
the complexes. Additionally, we have summarised recent stud-
ies of the cellular uptake characteristics and cytotoxicity of these
complexes.

2. Rhenium(I) complexes
2.1. Ion and small molecule probes

Rhenium(I) polypyridine complexes functionalised with a
crown pendant [Re(PMC)(CO);Cl] (1) and [Re(phen)(CO)3(py-az)]*

(2) have been synthesised [11]. Addition of alkali metal or alkaline
earth metal ions to a methanolic solution of complex 1 results in

a blue shift of the MLCT/!IL admixture absorption band from 410
to 375 nm. This shift is ascribed to the binding of the cations to
the crown ether cavity since similar effect is not observed for the
crown-free complex. Among the cations studied, sodium ion gives
the largest stability constant, with a log K value of 2.55. In the case
of potassium ion, two adducts with binding stoichiometries (K*:Re)
of 1:2 and 1:1 are formed. Upon photoexcitation, all the complexes
exhibit intense and long-lived yellow-green to orange-red 3MLCT
emission. Addition of ions results in changes of the emission prop-
erties of the crown ether complexes, rendering them sensitive ion
Sensors.

Sullivan and co-worker developed luminescent rhenium(l)
5-substituted-1,10-phenanthroline complex [Re(phen-5-aza-18-
crown-6)(CO)3Cl] (3) [12]. The addition of an amino substituent to
the phenanthroline ligand allows the complex to function as a lumi-
nescent metal ion sensor. Treatment of the complex with Pb(OAc),
in MeOH under moderate 15-fold excess conditions leads to a ca.
20-nmred shift and a 2.7-fold increase in emission intensity. A sim-
ilar reaction with Ba(OAc), under 50-fold excess conditions leads
to a 10-nm red shift and only a 25% increase in emission intensity.

Lees and co-worker reported a luminescent dinuclear
rhenium(l) polypyridine complex [{Re(*Buy-bpy)(CO)s}2{(py-
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NHCO),py}]%* (4) [13]. In degassed CH,Cl,, the complex exhibits
intense absorption bands in the near UV to visible spectral
region (Amax =254-380nm) and a very strong emission band at
536 nm (Pem =0.37, 7,=0.48 s) upon excitation. Addition of
halides or inorganic polyatomic anions into a CH,Cl, solution
of the complex results in emission quenching with a concomi-
tant red shift of the emission wavelength from 536 to 546 nm.
The binding stoichiometry is 1:1. This complex shows strong
binding affinity towards halide, cyanide and acetate ions, but
only moderate binding towards dihydrogen phosphate and
very weak binding strengths to nitrate and perchlorate ions.
Importantly, the sensitivity of the complex is so high that
the emission intensity is effectively quenched by as much as
10% even in the presence of only 108 M cyanide or fluoride
ion.

Rhenium(I) bipyridine complexes appended with a fluorescent
coumarin unit via an oligoether spacer, [Re(bpy)(CO)3(py-On-
CM)]* (n=3-6) (5) and [Re(bpy-CM)(CO)s3(py)]* (6), have been
synthesised and characterised by Yam and co-workers [14]. These
complexes exhibit strong yellow luminescence upon excitation in
CH3CN at room temperature. In addition to the intense 3MLCT
emission band at ca. 570 nm, the complexes also exhibit a weaker
emission band at ca. 420 nm, which is assigned to the fluorescence
of coumarin. The relatively weak coumarin emission is attributed
to FRET from this organic unit to the rhenium bipyridine moi-
ety. This energy transfer efficiency can be perturbed upon addition
of selected metal ions; for example, the presence of Mg2* ion in
a CH3CN solution of [Re(bpy)(CO)3(py-05-CM)]* leads to a large
increase in the coumarin donor fluorescence intensity at ca. 422 nm,
and a drop in the emission intensity of the rhenium(I) polypyridine
unit at ca. 570 nm. Similar changes are also observed in the case
of Ca2* and Pb?* ions, except that the emission spectral changes
are not as large as that of MgZ* ion. It is likely that the binding
of the smaller metal ion results in the conformational changes of
the molecule, which in turn increases the donor-acceptor sepa-
ration and hence reduces the FRET efficiency. Interestingly, upon
addition of Ba%* ion, the emission intensities of both the donor and
the acceptor are slightly increased. This unexpected observation
originates from rigidification of the molecule upon the ion-binding
event.

Beer and co-workers prepared a series of novel rhenium(I)
bipyridine complexes such as (7) that contains both a crown ether
pendant and an amide unit [15]. The photophysical and ion-pair-
binding properties have been examined. Emission titrations show
that the emission intensities of the complexes are enhanced and the
emission bands are blue-shifted in the presence of tetrabutylam-
monium acetate or chloride. The emission enhancement is ascribed
to the increase of rigidity of the complexes, which inhibits colli-
sional deactivation, upon ion binding. The binding constants (log K)
of the complexes for these two ions are 4.00-5.04. Interestingly, in
the presence of K*, these values increase to 4.18 and 5.89, respec-
tively, implying that the presence of bound potassium ion has a
positive cooperative effect on the anion-binding properties of the
complexes.

Sun and Lees isolated a series of self-assembled macro-
cyclic compounds featuring [Re(CO)3X] (X=Cl or Br) as corners
and linear bipyridine bridging ligands [16]. The photophysical
properties of the complexes have been investigated. Both the
square [Re(-DPB)(CO);Cl]4 (8a) and the corner [Re(DPB),(CO);Br]
(8b) complexes show excellent sensing properties towards
nitro-substituted aromatic compounds. In THF, the emission
of both complexes is effectively quenched by these com-
pounds with quenching rate constants ranging from 4.94 x 108 to
9.12 x 109 M~ s~1, The emission bands of both complexes in solid
films occur at higher energy compared to those in solution. While
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the solid film of [Re(w-DPB)(CO)3Cl]4 displays significant emission
quenching after exposure to 2,3-dinitrotoluene vapour for 180s,
[Re(DPB),(C0O)3Br] does not give a similar observation. The quench-
ing effect occurring in the film of [Re(j.-DPB)(CO);Cl], is apparently
due toits porosity, which provides cavities for binding the quencher
molecules.

2.2. DNA probes

Schanze and Yam studied, respectively, the luminescence prop-
erties of the complexes, [Re(N*N)(CO)3(L)]* (N*"N=dppz, dppn;
L=py, py-4-Me) (9) with an extended planar diimine ligand
[17-19]. Luminescence and transient absorption spectroscopy
shows that the dppz complexes exhibit a 3IL (7w — 7*) (dppz)
emissive state. However, the emission of the dppn complexes pos-
sesses substantial 3MLCT (dmw(Re)— w*(dppn)) character. These
complexes bind to double-stranded calf thymus DNA and syn-
thetic oligonucleotides by intercalation, as revealed by absorption

and emission titrations. Upon irradiation, the complexes cleave
the DNA plasmid pBR322 efficiently. While the excited com-
plex [Re(dppz)(CO)3(py)]** oxidises the DNA molecule directly
due to its strong oxidising properties, the dppn complex
[Re(dppn)(CO)3(py)]* reacts with oxygen upon photoexcitation,
resulting in the production of superoxide and hydroxyl radicals that
cause DNA strand scissions.

Thomas and co-workers developed DNA probes using dinu-
clear rhenium(I) dppz complexes such as [{Re(dppz)(CO)s3},(py-
CH,CH,-py)J?* (10) [20]. Unlike their monomeric analogues, these
dinuclear complexes are non-emissive in organic solvents and
aqueous solutions. Absorption titrations reveal two-stage binding
for the two dppz moieties. However, the tether is insufficiently
long for both rhenium-dppz units to intercalate into the same
duplex. Thus, it is proposed that the complex initially functions
as a mono-intercalating probe and the second rhenium-dppz
may be free to interact with other DNA duplexes (interstrand
binding). In another study, a related heterobimetallic complex
[Ru(tpm)(dppz)(-dpp[5])(CO)3Re(dppz)]3* (11) has been isolated
which possesses both DNA-light switch and photocleavage prop-
erties [21]. The complex is non-luminescent in aqueous solution
but becomes brightly emissive in the presence of DNA. The DNA-
binding affinity Kj, of the complex is estimated to be 6 x 10° M1,
The complex is capable of causing cleavage of DNA upon photoex-
citation.
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2.3. Protein probes

The protein-binding properties of luminescent rhenium(I)
polypyridine wires, [Re(4,7-Me,-phen)(CO)3(imidazole-L)]* (Lis a
perfluorinated biphenyl bridge containing an imidazole (12a) or a
fluorine atom (12b)) have been studied by Gray and co-workers
[22]. Both complexes are luminescent (Aem =560 nm, @emy =0.055
in phosphate buffer) upon excitation. They bind in the active site
of the murine iNOSoxy truncation mutants A114 and form com-
plexes with it. Binding of complex 12a shifts the A114 haem Soret
band from 422 to 426 nm, demonstrating that the terminal imida-
zole ligates the haem iron. The emission of this complex is strongly

quenched in the presence of A114, making it a sensitive probe for
the enzyme. Emission measurements establish that the dissociation
constant for 12a:A114 is 100 & 80 nM. Upon addition of complex
12b to A114 murine iNOSoxy, the Soret band displays a blue shift
and a shoulder appears at ca. 540 nm. This complex binds to A114
with a dissociation constant Ky of 5+2 M, causing partial dis-
placement of water from the haem iron. The findings that both
complexes bind in the NOS active site are expected to lead to novel
designs of NOS inhibitors.

Lakowicz and co-workers reported the photophysical prop-
erties of a rhenium(I) polypyridine complex [Re(Me;-Ph;-
phen)(CO)3(py-4-COOH)]* (13) [23]. The complex shows high
emission quantum yield (>0.5) and long emission lifetime
(0.3 — 10 s) in fluid solutions at room temperature. The emission
of the complex depends strongly on the polarity of solvents. This
complex is activated by NHS and coupled to various biomolecules
including HSA, IgG and PE. The conjugates exhibit intense and
long-lived emission at ca. 550 nm (7, = ca. 4.1-2.8 s). In a mixture
of glycerol and water (6:4, v/v) at —55°C, the highest values for
the initial anisotropy of these conjugates are 0.23, 0.17 and 0.14,
respectively. Upon binding to polyclonal anti-HSA, the labelled
HSA molecules display a change of the rotational correlation time,
resulting in a substantial change in anisotropy. When bound to a
protein or lipid, the decay time is ca. 3 ws and the quantum yield
is ca. 0.12 in oxygenated aqueous solution at room temperature.
These unique photophysical properties and the conjugatability
render the complex a potential biomolecular probe. Another rhe-
nium(I) phenanthroline complex equipped with an iodoacetamide
moiety [Re(phen-NHCOCH,I)(CO)3Cl] (14) has also been conju-
gated to HSA to give a luminescent conjugate which displays a
lifetime of ca. 1 s [24].
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Lo et al. reported a series of luminescent rhenium(I) polypyri-
dine isothiocyanate [Re(N"N)(CO)s;(py-3-NCS)]* (15) [25] and
maleimide [Re(N*N)(CO)s(py-3-mal)]* (16) [26] complexes. These
complexes have been used as luminescent biological labels;
for example, the phenanthroline complex [Re(phen)(CO)3(py-3-
mal)]* has been conjugated to a cysteine-containing peptide,
glutathione (y-Glu-Cys-Gly) and the proteins BSA and HSA. Upon
photoexcitation, the bioconjugates display intense and long-lived
yellow 3MLCT (dm(Re)— m*(phen)) emission in buffer solutions.
While the labelled glutathione exhibits a single-exponential decay,
both labelled serum albumin conjugates show double-exponential
decays with lifetime components of ca. 1.1 and 0.2 j.s. The emission
quenching of the glutathione conjugate by oxygen is more effective
than that of the labelled serum albumins. It is likely that the labels
coupled to the proteins are located in a much more hydrophobic
environment. Thus, a lower exposure to the solvent surroundings
can account for the less efficient oxygen quenching. The long emis-
sion lifetimes of these bioconjugates indicate that these rhenium(I)
maleimide labels are promising candidates for time-resolved appli-
cations.

The biotin-avidin system has been widely exploited as a power-
ful tool in bioanalytical applications [27]. Since fluorescent probes
play a dominant role in bioanalytical assays, organic fluorophores
have been equipped with a biotin moiety [28]. The majority of
these compounds suffer from self-quenching upon binding to
avidin. The quenching appears to be RET in nature, which is
caused by the small Stokes’ shifts. Luminescent transition metal
complexes have been used as markers or affinity labels in view
of their characteristic photophysical properties, in particular, the
large Stokes’ shifts due to the phosphorescence nature of their
emission. The insignificant overlap integrals prevent them from
self-quenching when the complexes bind to avidin. The inter-
esting emissive behaviour of rhenium(I) polypyridine complexes
promotes the design of new luminescent rhenium(I) polypyridine
complexes containing a biotin moiety as new probes for avidin. Lo
et al. synthesised a family of luminescent rhenium(I) polypyridine
biotin complexes [Re(N*N)(CO)s(py-spacer-biotin)]* (17) [29-32].
Upon irradiation, the complexes display orange to green triplet
MLCT (dm(Re) — m*(N”~N)) emission in fluid solutions at 298 K. All
the rhenium(I) biotin complexes bind to avidin with the same
stoichiometry as unmodified biotin ([Re]:[avidin]=4:1), which is
confirmed by the HABA assay. Remarkably, all the complexes dis-
play enhanced emission intensities and extended lifetimes upon
binding to avidin. At [Re]:[avidin]=4:1, the emission intensities
of this class of complexes are enhanced by ca. 3.0- to 1.2-fold
and the emission lifetimes are extended by ca. 2.4- to 1.3-fold.
The first dissociation constants, K4, range from ca. 5.5 x 10711 to
3.4 x 1079 M, which are about 4-6 orders of magnitude larger than
that of the native biotin-avidin system (K4 =ca. 101> M). Using a
water-soluble negatively charged polypeptide (poly(D-Glu:D-Lys),
6:4) modified with the non-fluorescent energy-acceptor dye QSY-
7 NHS ester as the quencher, the emission enhancement factor for
one of the complexes increases from ca. 1.5 to 4.0 upon binding to
avidin.

The important physiological properties of indole and its
derivatives have been the subject of many biochemical studies.
Various approaches have been used to study the substrate-binding
properties of indole receptors; for example, radioactive indole
derivatives and indole-biotin conjugates have been synthesised
and shown to have interesting protein-binding properties. Lo et
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al. designed a series of luminescent rhenium(I) polypyridine indole
complexes [Re(N"N)(CO)3(py-spacer-indole)]* (18) as probes for
indole-binding proteins [33,34]. Upon visible-light irradiation, the
complexes exhibit 3MLCT (dm(Re) — w*(N*N)) emission. Interest-
ingly, the rhenium(I) indole complexes show much lower emission
quantum yields and shorter emission lifetimes than those of their
indole-free counterparts due to self-quenching. Since the excited
complexes are very oxidising, (E°[Re**/9]=ca. +1.25 to +1.49V
vs. SCE), reductive quenching of the excited complexes by the
appended indole (E°[indole*/%]<+1.06 V vs. SCE) is favoured by a
driving force of >0.2-0.4eV. From this, it can be concluded that
the self-quenching of the indole complexes is electron-transfer
in nature. The emission intensities of the indole complexes are
enhanced in the presence of an indole-binding protein BSA (bind-
ing constants are in the order of 10*M-1). Additionally, the
rhenium(I) indole complexes inhibit the indole-binding enzyme
tryptophanase. In a related study, luminescent rhenium(I) dpq
and dpga indole complexes [Re(N"N)(CO)s;(py-spacer-indole)]*
(N"N=dpq, dpqa) (19) are synthesised and characterised [35]. The
amide moiety of the dpqa ligand effectively suppresses the emis-
sion intensity of the free complexes in aqueous solutions. Thus,
the complexes display large BSA-induced emission enhancement
factors (ca. 8.0-13.4) (Fig. 1).

Fig. 1. Time-resolved emission spectra of complex [Re(dpga)(CO)s(py-spacer-
indole)]* (0.22 mM) in the absence (dashed line) and presence (solid line) of BSA
(1 mM) in 50 mM potassium phosphate buffer at pH 7.2/MeOH (95:5, v/v) at 298 K.

Estradiol is the most potent natural estrogen responsible for
the development and maintenance of the secondary sexual char-
acteristics and functions of the reproductive system in females.
The physiological effects of estradiol are triggered by its binding to
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estrogen receptors. Owing to the important roles of both estradiol
and its receptor on female physiology, the design of new biolog-
ical probes for estradiol-binding proteins has been focused. Lo et
al. reported a class of rhenium(I) polypyridine estradiol complexes
[Re(N"N)(CO)3(py-spacer-estradiol)]* (20) that exhibit intense and
long-lived 3MLCT (dm(Re)— *(N*N)) emission upon irradiation
[36]. In the presence of ERa, the emission intensities of the py-C6-
est complexes are enhanced (ca. 5.1- to 6.1-fold) and the emission
maxima are blue-shifted, suggestive of increased hydrophobicity
and rigidity of the local environments of the complexes. The binding
constants of these complexes to ERa are estimated to be in the order
of 107 M~1, which are two orders of magnitude smaller than that of
unmodified estradiol (K; =5 x 10° M~1). The lower binding affinity
is a result of the bulkiness of rhenium(I) polypyridine moieties.

2.4. Cellular probes

Coogan and co-workers designed lipophilic and hydrophilic
rhenium(I) polypyridine complexes [Re(N”N)(CO)3(py-3-R)]*
(NN =bpy, phen{CgH4-SO3~},; R=CH,0H, H) (21) [37]. The bpy
complexes contain aliphatic chains of different lengths, which
render the complexes more lipophilic. All the complexes show
typical 3MLCT emission at ca. 555 nm in CH3CN and at ca. 565 nm
in water. In order to test the viability of these complexes as
fluorophores in cell microscopy, their ability to act as microscopy
stains is tested in Spironucleus vortens, a parasitic flagellate which
is found in many species of fish [38]. Upon incubation for 2 h, the
complexes are uptaken by the cells as revealed in the confocal
images (Aex=405nm). The highly lipophilic bpy complexes are
toxic at high concentrations, apparently disrupting the membranes
and leading to cell lysis. The hydrophilic complex [Re(phen{CgH4-
S03},)(CO)3(py-CH,0H)] is less cytotoxic and it appears that
localisation in digestive vacuoles occurs by phagocytosis. Also, a
related rhenium(I) complex containing a chloromethylpyridine
ligand [Re(bpy)(CO)s3(py-3-CH,Cl)]* (22) has been developed as a
sulfhydryl-specific label. Incubation of the complex with MCF-7
cells results in efficient cellular uptake, as revealed by confocal
microscopy. The microscopy images suggest localisation of the
complexes in mitochondria, which is in accordance with the
cationic, lipophilic and thiol-reactive nature of the complex.

Zubieta and co-workers reported a luminescent rhenium(l)
complex (23) containing a tridentate ligand (quinoline-CH;),;-NR
linked to an N-a-Fmoc-L-lysine unit [39]. Upon photoexcitation, the
complex shows two distant emission maxima at 425 and 580 nm.
The quantum yield of the complex ranges from 0.003 in aerated
CHCl3 t0 0.015 in degassed ethylene glycol. The lifetime varies from
4.31 to 9.76 s depending on the solvents and the amount of oxy-
gen present. The complex can be incorporated into peptides as if
it were a natural amino acid. Using a conventional automated syn-
thesiser, it is integrated within fMLF, a targeting sequence which is
used to guide radionuclides to the formyl peptide receptor (FPR).
The affinity of the complex to the receptor is determined using flow
cytometry (Kq =27 4+ 13 nM). The cellular uptake of rhenium fMLF
bioconjugate is studied using fluorescence microscopy. At low tem-
peratures, the bioconjugate binds to the periphery of the leukocytes
butitisinternalised into the cytoplasm of the cells when the sample
is allowed to warm to room temperature. Colocalisation of the bio-
conjugate and a well-established fluorescent FPR probe confirms
that they target the same cell populations.
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Lo and co-workers reported the first class of luminescent
biotinylation reagents derived from rhenium(I) polypyridine com-
plexes [Re(N"N)(CO)3(py-biotin-NCS)]* (24a) [40]. To investigate
the amine-specific reactivity of the isothiocyanate complexes, they
have been reacted with a model substrate ethylamine, resulting
in the formation of the thiourea complexes [Re(N"N)(CO)s;(py-
biotin-TU-Et)]* (24b). The avidin-binding properties of the thiourea
complexes have been examined by the HABA assay and emission
titrations (I/I, = ca. 1.4-1.5). Additionally, BSA has been biotinylated
with the isothiocyanate complexes, affording protein conjugates
that display intense and long-lived orange-yellow to greenish-
yellow emission upon irradiation. The cytotoxicity of the thiourea
complexes towards the HeLa cells has been examined by the MTT
assay. The ICsg values are between ca. 17.5 and 28.5 wM, which are
comparable to that of cisplatin (26.7 wM) under the same exper-
imental conditions. The cellular uptake of one of the thiourea
complexes [Re(Ph,-phen)(CO3 )(py-biotin-TU-Et)]* has been inves-
tigated by fluorescence microscopy, and the results show that the
complex is localised in the perinuclear region (Fig. 2).

Lo and co-workers reported two luminescent rhenium(I)
polypyridine bis-biotin complexes with different spacer-arms
[Re(N*N)(CO)3(py)]* (25) (N~N =bpy-CONH-C2-NH-biotin2, bpy-
CONH-C2-NHCO-C6-NH-biotin2) [41]. The biotin pendants are
attached to the diimine ligand of the complexes, which is involved
in the 3MLCT emissive state. Upon irradiation, the complexes dis-
play orange to red 3MLCT emission in fluid solutions. HABA assay
reveals that both bis-biotin complexes show an equivalent point
at [Re]:[avidin] ~ 2.5. The value is <4, suggesting that both biotins
are functional but the binding is not sufficiently strong and/or
both biotin moieties of the complex are not functional simulta-
neously, possibly due to steric hindrance. The complexes exhibit

Fig. 2. Fluorescence and brightfield overlaid microscopy image of HeLa cells incu-
bated with complex [Re(Ph,-phen)(CO)s3(py-biotin-TU-Et)]* (10 wM) at 37°C for
24h.

Fig. 3. Averaged emission intensities of avidin-modified microspheres (N=6)
upon incubation of zero to four layers of [Re(bpy-CONH-C2-NHCO-C6-NH-
biotin2)(CO)s(py)]*. The results of the control experiments (BSA is used instead of
avidin or when the avidin is presaturated with biotin from the outset) are included.

emission enhancement and lifetime extension in the presence
of avidin. The potential use of the complexes as signal ampli-
fiers for heterogeneous recognition assays is demonstrated using
avidin-coated microspheres and [Re(bpy-CONH-C2-NHCO-C6-NH-
biotin2)(CO)3(py)]*. After immobilisation of four layers of the
complex, the average emission intensity of the microspheres is
about 6.5 times higher than that of that immobilised with only
one layer, indicating that the increased emission intensity results
from the avidin-crosslinking properties of the complex (Fig. 3). The
MTT assay shows that these complexes are basically noncytotoxic
(ICsp values estimated to be >250 wM). The possibility of using these
complexes as imaging reagents for live cells has been investigated
using laser-scanning confocal microscopy. Hela cells treated with
all the complexes showed localisation in the perinuclear region
with much weaker or no emission from the nuclei, indicative of
negligible nuclear uptake or net exclusion of the complexes from
the nucleus.

In view of sensing capabilities and efficient cellular uptake of
luminescent rhenium(I) polypyridine complexes, functionalisation
of this type of complexes for cellular sensing applications is a
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very interesting area of research. Luminescent rhenium(I) polypyri-
dine complexes [Re(N"N)(CO)s(py-TU-DPAT)]* (26a) containing
a tyramine-derived 2,2’-dipicolylamine unit and their DPAT-free
counterparts [Re(N*N)(CO)s3(py-TU-Et)]* (26b) have been designed
by Lo and co-workers [42]. The DPAT complexes show lower
emission quantum yields and shorter lifetimes compared to their
DPAT-free counterparts, suggestive of a self-quenching process in
which the emission of the rhenium(I) polypyridine unitis quenched
by the DPAT moiety. Additionally, the incorporation of a DPAT
moiety into the rhenium(I) polypyridine complexes results in pH-
dependent emission of these complexes. An example is shown in
Fig. 4. In general, at pH <3, the DPAT complexes show relatively
intense emission. Upon increasing the pH, the emission intensity
decreases substantially, and at pH >11, the emission is almost com-
pletely quenched. This supports the hypothesis that the amine of
the DPAT quenches the emission of the complexes. Upon addi-
tion of zinc(I) or cadmium(II) ions, the DPAT complexes reveal
emission enhancement (I/l, =ca. 1.8-3.9) and lifetime extension
(t/to=ca. 1.4-1.6). Apparently, the coordination of the amine of
the DPAT unit to the metal ions substantially suppresses the self-
quenching of the complexes, leading to the observed emission
enhancement and lifetime extension. The dissociation constants
of the adducts formed from the DPAT complexes and the ions,
are on the order of 107> to 10" M. The cellular uptake effi-
ciency of all the complexes by Hela cells is determined. ICP-MS
measurements reveal that the cellular uptake of the DPAT com-
plexes is higher than the DPAT-free complexes. The MTT assay
shows that all the complexes are more cytotoxic than cisplatin.
Treatment of HelLa cells with the complexes leads to almost full
cytoplasmic staining but negligible localisation in the nucleo-
plasm and nucleoli. The intracellular ion-binding properties of
[Re(Ph,-phen)(CO)s3(py-TU-DPAT)]* have been studied. The emis-
sion intensity of an average cell is increased by ca. 2.2- and 1.8-fold
after treatment with zinc(Il) and cadmium(II) ions, respectively
(Fig. 5).

Fig. 4. pH titration curve for complex [Re(phen)(CO);(py-TU-DPAT)]* in aerated
100 mM KCl(aq)/MeOH (7:3, v/v) at 298 K. The inset shows the emission spectral
traces upon increasing pH.

3. Iridium(III) complexes
3.1. Ion and small molecule probes

Huang and co-workers reported the synthesis and prop-
erties of a series of luminescent iridium(Ill) imidazo[4,5-
fl[1,10]phenanthroline complexes such as (27) [43]. The influences
of proton and anions on the photophysical and electrochemical
properties have been studied. Upon addition of H*, the emis-
sion wavelength is significantly red-shifted and the emission
colour changes from yellow to red. Addition of F~, CH3COO~and
H,PO,4~ also causes significant variations in the UV-vis absorp-
tion and emission spectra. The colour of the solutions changes
from greenish-yellow to brown and the emission is quenched com-
pletely.

The same research group designed an iridium(Ill) complex
[Ir(pba),(acac)] (28) as a sensor for homocysteine [44]. Upon addi-
tion of homocysteine, the complex shows a colour change from
orange to yellow while the emission colour changes from deep red
to green. These findings are attributed to the formation of a thi-
azinane group by the reaction of the aldehyde group in the ligand
pba with homocysteine. This sensing property is unique towards
homocysteine over other amino acids and thiol-related peptides.
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Fig. 5. Laser-scanning confocal microscopy images of HeLa cells incubated with [Re(Ph,-phen)(CO)3(py-TU-DPAT)]* (5 wM) at 37 °C for 1 h followed by incubation of zinc(II)
chloride/MPO (25 uM) (left), cadmium(II) chloride/MPO (25 wM) (middle) and MPO (25 M) only (right) for 5 min.

Li and co-workers reported a phosphorescent iridium(IIl) com-
plex [Ir(Bpq),(bpy)]* (29) containing bis-mesitylboryl groups [45].
Both the ligand Bpq and the complex are used as highly selective
chemosensors for fluoride. The emission band of the free ligand Bpq
exhibits a red shift upon addition of fluoride ion. This is account for
by the switch of the excited state from 3IL (7w — 7*) to CT transi-
tion. Addition of fluoride ion induces a colour change of a solution of
complex 29 from yellow to orange-red and causes substantial emis-
sion quenching. TDDFT calculations show that the complexation of
the mesitylboryl groups with fluoride ion significantly changes the
excited-state properties of the complex.

Goodall and Williams reported iridium(IIl) bis-terpyridine com-
plexes (30) with a m- or p-N-methylpyridinium substituent at the
terpyridine 4’-position [46]. Both complexes display long-lived
luminescence in aqueous solution and that of the meta-isomer
is quenched by chloride ion at physiologically relevant concen-
trations. In contrast to typical fluorescent sensors, the emission
lifetimes are on the microsecond timescale. Both the intensity
and the lifetime are perturbed by chloride ion with good selec-
tivity over many other anions, rendering the complex a potential
sensory system for chloride ion. Additionally, the same group pre-
pared a series of homoleptic iridium(III) bis-terpyridine complexes
appended with pyridine groups at the 4’-positions of one or both
of the terpyridine ligands and their heteroleptic analogues with
ttpy as an ancillary ligand [47]. All the complexes are lumines-
cent in air-equilibrated aqueous solution at room temperature. The
homoleptic complexes display structured emission which resem-

bles that of the unsubstituted complex [Ir(tpy); ]** (To =ca. 1 ps).
The heteroleptic analogues give broader and red-shifted emission
spectra, similar to that of [Ir(ttpy), ]**, indicative of a lower energy
ttpy-based emissive state. A further red shift for the complexes
incorporated with an additional phenyl ring reveals that the emis-
sive state involves the more conjugated phenylpyridyl-appended
ligand in these cases. Both the emission intensity and lifetimes
of the heteroleptic complexes (except the meta-substituted sys-
tem) are reduced upon protonation of the pendent pyridine group.
Interestingly, the behaviour of the meta-phenylpyridyl-substituted
system is different as it shows an increase in emission intensity and
a blue shift in the spectrum upon protonation.

Chi and co-workers reported an iridium(Ill) complex (31) that
contains an 1-aza-15-crown-5-ether-substituted pyridyl pyrazo-
late as a metal cation probe [48]. The absorption bands at 315
and 375 nm are assigned to 'IL (7 — 7*) transitions incorporating
pyrazolates — pyridyl types of charge-transfer. The emission band
at 560 nm reveals a drastic oxygen quenching effect, the intensity
of which decreases from 0.22 in degassed CH3CN, to ca. 1.0 x 10—3
upon aeration. Addition of metal ions, including Ca2*, Mg2*, Ba2*
and Na*, leads to a hypsochromic shift of the absorption profile, in
which the appearance of an isosbestic point at ca. 295 nm verifies
a two-species equilibrium. Upon excitation at the isosbestic point,
the phosphorescence is gradually blue-shifted, accompanied by an
increase of the emission intensity. Additionally, the success in the
recognition of Ca2*(aq) in the TLC plate demonstrates its suitability
for the future development of a practical device, such as a metal
ion sensor anchored on cellular membranes.
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Lo et al. isolated a family of luminescent cyclometallated
iridium(IlT) polypyridine thiourea complexes [Ir(N*C);(N"N)]*
(HN~C=Hppy, Hbzq, Hpq; N"N=phen-TU-Et, phen-TU-Ph, phen-
TU-MeA) (32) [49]. Upon irradiation, the iridium(Ill) thiourea
complexes display intense and long-lived luminescence under
ambient conditions and in low-temperature alcohol glass. The
emission is assigned to a 3MLCT (dm(Ir) - w*(N~C)) excited state.
However, the pq complexes show very long emission lifetimes and
structured emission bands, which indicate that the excited state
has substantial 3IL (1 — 7*(pq)) character. The emission intensities
of all the complexes are reduced upon addition of acetate, fluo-
ride and dihydrogen phosphate ions; an example is illustrated in
Fig. 6. The binding stoichiometry is determined to be 1:1 in all cases
and the log K}, values range from 3.12 to 4.35. The affinity of the
thiourea complexes towards acetate ion is higher than that towards
fluoride and dihydrogen phosphate ions, which is attributed to
a combined effect of the basicity and molecular geometry of the
anions.

Fig. 6. Emission spectral traces of complex [Ir(pq),(phen-TU-MeA)]* (120 uM) in
CH5CN (0.1 M TBAP) upon addition of F-at 298 K. The concentrations of F~ were 0,
24,48, 72,96 and 120 pM, respectively. Inset: a plot of I/(I, — Ix) vs. [F~]~! and the
theoretical fit on the basis of a 1:1 binding stoichiometry.

3.2. DNA probes

Lo et al. designed a series of cyclometallated iridium(III) dipyri-
doquinoxaline and dipyridophenazine complexes [Ir(ppy)>(N*N)]*
(N*N=dpq, dpga, dppz, dppn) (33) as luminescent intercala-
tors for DNA [50]. Upon excitation, these complexes display
intense and long-lived green to orange 3MLCT or 3IL lumines-
cence in aprotic organic solvents at room temperature and in
low-temperature glass. In aqueous solution, these complexes are
weakly or non-emissive due to the possible hydrogen-bonding
interactions between the phenazine nitrogen atoms (and the
amide moiety of the dpqa complexes) and H,O molecules. The
binding of these complexes to double-stranded calf thymus DNA
and synthetic double-stranded oligonucleotides poly(dA)-poly(dT)
and poly(dG)-poly(dC) is investigated by spectroscopic titrations.
Upon addition of double-stranded calf thymus DNA or syn-
thetic double-stranded oligonucleotides, the absorption bands
of the dppz and dppn complexes exhibit hypochromism and
bathochromic shifts, suggesting that the complexes bind to the
double-stranded DNA or oligonucleotides molecules, probably
through a non-covalent intercalative binding mode. The binding
affinities of the dppz and dppn complexes to calf thymus DNA
(K=2.0x10% and 7.8 x 10* M1, respectively) are comparable to
those to poly(dA)-poly(dT) (K=2.3 x 10* and 7.6 x 104 M~1, respec-
tively) but higher than those to poly(dG)-poly(dC) (K=1.0 x 10* and
5.0 x 104 M~1, respectively). These four complexes display emis-
sion enhancement in the presence of double-stranded calf thymus
DNA. The emission intensity of the dpq complex at ca. 591 nm
is enhanced by ca. 33-fold. New emission bands are observed
at around 602 and 606 nm for the proton induced non-emissive
dpqga and dppz complexes, respectively. These changes are ascribed
to the intercalation of the complexes into the base pairs of the
double-stranded DNA molecules, resulting in increased hydropho-
bicity and rigidity of the local surroundings of the complexes
and the protection of the N*N ligands from interacting with the
H,0 molecules. Emission titrations with synthetic double-stranded
oligonucleotides show similar results.
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Barton and co-workers synthesised a tris(heteroleptic) irid-
ium(Ill) phenanthrenequinone diimine complex [Ir(bpy)(phen)
(phi)]?* (34) through the stepwise introduction of three different
bidentate ligands [51]. The A-and A-enantiomers are resolved and
characterised by CD spectroscopy. The complex binds strongly to
DNA by intercalation. Electrochemical studies show that the com-
plex undergoes a reversible one-electron phi-based reduction at
E°=-0.025V (vs. Ag/AgCl) in 0.1 M TBAH/DMF. The EPR spectrum
of the electrochemically generated species [Ir(bpy)(phen)(phi)]?* is
consistent with a phi-based radical. The electrochemistry of com-
plex 34is also probed at a DNA-modified electrode, where a binding
affinity of K=1.1 x 106 M~! is measured. In contrast to the free
complex in solution, the DNA-bound complex undergoes a con-
certed two-electron reduction to form a diradical species. On the
basis of the results from UV-vis and EPR spectroscopy, dispro-
portionation of electrochemically generated [Ir(bpy)(phen)(phi)]?*
occurs upon DNA binding. The same group reported cyclomet-
allated iridium(Ill) dppz complexes [52]. Luminescence and EPR
measurements of the iridium(Ill) complex with an unmodified
dppz bound to DNA show the formation of a guanine radical upon
irradiation, resulting from an oxidative photoinduced electron-
transfer process. Cyclopropylamine-substituted nucleosides have
been utilised as ultrafast kinetic traps to report transient charge
occupancy in oligonucleotides when DNA is irradiated in the pres-
ence of non-covalently bound complexes. These results reveal that
the excited state of the derivatised iridium(IIl) complexes can trig-
ger the oxidation of guanine and the reduction of cytosine.

3.3. Protein probes

Wong and co-workers synthesised a new luminescent switch-
on probe [Ir(ppy).(solvent),]* (35) for histidine/histidine-rich
proteins and demonstrated its utility in protein staining [53]. The
complex [Ir(ppy)2(CH3CN), |* is weakly emissive in PBS. In the pres-
ence of histidine (His), it exhibits an intense emission band at
505 nm, the intensity of which is increased by up to 180-fold and
reaches saturation level at [His]:[Ir] > 4. Similar emission enhance-
ment is also observed in competition experiments involving His
and 10 equivalents of another natural amino acid, indicating the
His-selectivity of this complex. The ESI-MS analysis suggests that
this iridium(IIl) solvent complex may specifically recognise His
through covalent attachment to the imidazole moiety of His instead
of the carboxylate group of other natural amino acids. In the pres-
ence of BSA, which has a relatively high number of His residues,
this complex displays intense emission at 505 nm, the intensity of
which is increased by up to 800-fold and reaches saturation level
at [BSA]:[Ir] > 100. In addition, the staining of a series of proteins in
SDS-PAGE with the complex is examined and the lowest quantity
of the protein detected after staining is as low as 1.5 ng.

The development of non-covalent probes for proteins com-
monly relies on the substrate-binding sites of protein. A series
of luminescent cyclometallated iridium(Ill) bipyridine com-
plexes [Ir(N*C),(N~N)]* (HN*C=Hppy, Hppz, Hbzq, Hpq, Hbsb;
N~N = bpy-spacer-estradiol (36) [54], bpy-spacer-indole (37) [55]),
containing an estradiol or an indole moiety, is designed by Lo
and co-workers to probe estrogen receptors and indole-binding
proteins, respectively. Upon photoexcitation, all the complexes
exhibit intense and long-lived greenish-yellow to orange emission
in fluid solutions under ambient conditions and in low-temperature
glass. The emission is assigned to a 3MLCT (dw(Ir) > m*(N*N))
or 3IL (7 — m*(N~C or N*N)) excited state. The iridium(IIl) estra-
diol conjugates show specific binding to ERa (binding constants,
K;=1.0x 107 to 2.1 x 107 M~1) and display emission enhancement
(1.3- to 4.8-fold) and lifetime extension in the presence of this
receptor. When ferricyanide is used as a quencher, the ERa-induced
emission enhancement is much more significant (7.7- to 48.7-fold)
(Fig. 7). This is ascribed to the immobilisation of the complexes by
the protein matrix, which renders the quenching by ferricyanide
ion more difficult. The interactions of the iridium(IIl) indole com-
plexes with anindole-binding protein, BSA, are studied by emission
titrations. Emission enhancement (2.2- to 12.6-fold) and lifetime
elongation are both observed upon addition of BSA. The K, values
are on the order of 10* M1,
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A series of luminescent cyclometallated iridium(IIl) polypyri-
dine complexes equipped with a biotin moiety [Ir(N"C),(bpy-en-
biotin)]* (HN”C=Hppy, Hmppy, Hppz, Hmppz, Hbzq, Hpq) (38) has
been synthesised and characterised [56]. Upon excitation, all the
complexes show intense and long-lived orange to greenish-yellow
luminescence in fluid solutions under ambient conditions and in
low-temperature glass. Emission titrations show that all the com-
plexes display enhanced emission intensities (ca. 1.5- to 3.3-fold)
and extended emission lifetimes (ca. 1.5- to 3.3-fold) upon binding
to avidin, and the dissociation constant K4 are between 2.0 x 10~10
and 2.0 x 10~8 M. Another series of luminescent cyclometallated
iridium(Ill) arylbenzothiazole biotin complexes [Ir(N"C),(bpy-
CONH-C6-NH-biotin)]* (HN~C=Hbt, Hbsb, Hbtth, Hbsn) (39) has
been designed [57]. These are typical 3IL (7 — 7*) (N*C) emit-
ters, which show intense green to red emission under ambient
conditions. In the presence of avidin, all these complexes display
enhanced emission intensities and extended emission lifetimes.
Interestingly, the more hydrophobic bsb and bsn complexes
reveal more significant emission enhancement (ca. 8.1- and
5.8-fold, respectively). To maximise the difference in emission

Fig. 7. Emission spectra of [Ir(N"C)(bpy-spacer-estradiol)]* (N*C=ppy (a), ppz (b),
bzq (c) and pq (d)) in the absence (dashed line) and presence (solid line) of ERa
(375nM) in potassium phosphate buffer (50 mM, pH 7.4)/methanol (9:1) at 298 K
containing 100 WM [Fe(CN)g]*~.
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intensities between the free and avidin-bound forms of the com-
plexes, two new luminescent cyclometallated iridium(IIl) biotin
complexes [Ir(ppy)2(N*N)]* (N*N=dpq-CONH-C2-NH-biotin and
dppz-CONH-C2-NH-biotin) (40) containing the dipyridoquinox-
aline and dipyridophenazine ligands are designed [50]. Upon
excitation, these complexes display long-lived green to orange
luminescence in nonpolar organic solvents, but both are non-
emissive in aqueous buffer. However, addition of avidin leads to
the appearance of a new emission band with peak maximum at
490 nm and a shoulder at around 520 nm. The new emission band
is ascribed to a 3IL (w— 7*) (N*N) excited state. At a ratio of
[Ir]:[avidin] = 4, the emission intensities of the iridium(IIl) dpq and
dppz biotin complexes at 490 nm are increased by ca. 31- and 8-
fold, respectively. The Ky values are determined to be 2.0 x 10~7
and 8.2 x 10~7 M, respectively.

To make use of the four biotin-binding sites of avidin and to
amplify the detecting signal of the system, multi-biotin reagents
are designed to crosslink labelled avidin. Wilbur et al. synthe-
sised a number of biotin dimers and trimers [58,59]. The ability
of these compounds in polymerisation and crosslinking of r-SAv is
investigated by size-exclusion chromatography and heterogeneous
assays. Biotin trimers show higher potential to crosslink r-SAv
than biotin dimers. Lo and Lau reported a series of luminescent
cyclometallated iridium(Ill) polypyridine bis-biotin complexes
[Ir(N~C),(N~N)]* (HN~C=Hppy-4-CH,-NH-C2-NH-biotin, Hppy-
4-CH,-NH-C6-NH-biotin; N*N=Mey4-phen, Ph,-phen) (41) [60].
Each complex contains two biotin units with two different
spacer-arms between the iridium(IIl) centre and the biotin moi-
ety. All the complexes display intense and long-lived 3MLCT
(dr(Ir) — m*(N”~N)) emission upon excitation. The interactions of
the complexes with avidin are studied by the HABA assay and
emission titrations. The occurrence of the equivalence points
at [Ir]:[avidin] =2 indicates that the two biotin moieties of the
same complex can bind to avidin (K4=7.5 x 1079 to 1.8 x 10~ M).
Also, emission enhancement (1.2- to 2.3-fold) is observed when
avidin is added to the complexes. The possibility of these lumi-
nescent complexes as cross-linkers for avidin is examined by
RET-based emission quenching experiments, microscopy stud-
ies using avidin-conjugated microspheres and HPLC analysis.
The results show that avidin-dimers and -trimers are formed
and the avidin-crosslinking properties of complexes depend on
the distance between the two biotin moieties in each com-
plex and the direction constraint exerted by the [Ir(N"C);] unit.
In another study, three bis-biotin complexes [Ir(N*C),(N"N)]*
(HNAC = Hppy-4-CH,-NH-C6-NH-biotin, N*N =bpy; HN~C=Hppy,
N~N =bpy-CONH-C2-NH-biotin2; HN*C=Hppy, N*N = bpy-CONH-
C2-NHCO-C6-NH-biotin2) and one tris-biotin complex [Ir(ppy-
4-CH,-NH-C6-NH-biotin),(bpy-CONH-C6-NH-biotin)]* and their
biotin-free counterpart [Ir(ppy),(bpy-C4)]* (42) are reported
[61]. All the complexes display intense and long-lived orange-
yellow to red triplet metal-to-ligand charge-transfer (3MLCT)
(dm(Ir) —» 7*(N~N)) emission upon irradiation. The interactions of
the bis-biotin and tris-biotin complexes with avidin are studied
by HABA assays, emission titrations and dissociation assays. In
HABA assays, the equivalence point for the tris-biotin complex
appears at [Ir]:[avidin]=ca. 1.6, which is larger than the ideal
value 4/3. Emission titration results reveal that the complexes, in
which the two biotin moieties are appended to the cyclometallat-
ing ligand, exhibit larger emission enhancement factors (1.8-2.5)
than the complex that contain two biotin moieties in the ppy
ligands. The off-rate constants ky; were determined from disso-
ciation assays and ranged from 2.0 x 10~ to 6.5 x 103 s~1, The
avidin-crosslinking properties of these complexes are confirmed
by the results that (a) agglomeration of avidin-modified micro-
spheres occurs upon addition of the biotin complexes and (b) the
peaks corresponding to the avidin dimer, trimer and even poly-
mer are observed in the chromatograms of a mixture of avidin
and the biotin complex. Selected results are summarised in Fig. 8.
Utilisation of these luminescent iridium(Ill) biotin complexes in
signal amplification is demonstrated using avidin-coated non-
fluorescent microspheres. Successive incubation of avidin-coated
non-fluorescent microspheres with one of the bis-biotin complexes
and avidin is performed, with stringent washing between each
incubation step. After immobilisation of five layers of the complex,
the average emission intensity of the microspheres is ca. 18 times
higher than that immobilised with just one layer of complex. Sim-
ilar results are not obtained when BSA is used instead of avidin or
when the avidin is presaturated with biotin from the onset, indi-
cating that the increasing emission intensity relies on the emission
and avidin-crosslinking properties of the complex.
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Hong and co-workers reported a neutral tripod complex (43),
which consists of an energy acceptor (Flrpic), an energy donor
(mCP) and biotin [62]. The luminescence of this complex results
from both 'MLCT (dw(Ir) — w*(N*0)) and 3IL in the Flrpic moi-
ety and shows a similar emission spectrum (Amax=472nm) to
that of Flrpic. The good overlap between the emission spectrum
of the donor (mCP unit) and the absorption spectrum of Flrpic
over 350 nm ('MLCT and 3IL region) ensures singlet-singlet energy

transfer from mCP to FIrpic. Upon binding to avidin, the complex
shows a large increase in emission intensity (ca. 14-fold) when
excited at the donor absorption peak (310 nm). In contrast, the
donor-free complex only shows a 1.6-fold increase in the emission
intensity upon binding to avidin, indicating that intramolecular
energy transfer can be an effective method for increasing the sen-
sitivity.
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Fig. 8. Confocal microscopy images of avidin-modified fluorescent microsphere suspensions containing iridium(III) (a) mono-biotin and (b) tris-biotin complexes, respec-
tively. Size-exclusion chromatograms of an equimolar mixture of 0.12 mM avidin and iridium(III) (c) mono-biotin and (d) tris-biotin complexes, respectively, in 50 mM

potassium phosphate buffer, pH 7.4.

Most of probes derived from luminescent iridium(IIl) complexes
display changes in their emission intensities and lifetimes upon
analyte binding. Although in some cases the emission maxima
exhibit small shifts, the emission profiles and spectral charac-
teristics of the luminescent probes basically remain the same.
Recently, Lo et al. reported a cyclometallated iridium(III) polypyri-
dine complex [Ir(ppy-4-CH,-NH-C4Hg ), (bpy-CONH-C,Hs)]* (44),
which shows interesting dual emission in fluid solutions at room
temperature [63]. The complex displays a high-energy (HE) struc-
tured band at ca. 500nm (t,=1.1-2.5ws) and a low-energy
(LE) broad band/shoulder at ca. 593-619nm (7,=0.1-0.3 ps). In
degassed nonpolar solvents such as CH,Cl,, the emission inten-
sity of the LE band is higher than or comparable to that of
the HE band, while in more polar solvents such as CH3CN and
MeOH, it becomes much weaker; in aqueous buffer the spec-
trum is dominated by the HE band (Fig. 9a). On the basis
of the spectral profiles, emission wavelengths and lifetimes,
the HE and LE emission bands are assigned to 3IL (mw— m*)
(N”N or N*C) and 3CT (dm(Ir)/w(N"C)/amine — w*(N*N)) excited
states, respectively. Based on these interesting environment-

sensitive emission properties, a series of dual-emissive iridium(III)
complexes [Ir(ppy-4-CH,-NH-C4Hg)>(N”*N)]* (N”N=bpy-CONH-
C6-NH-biotin, bpy-CONH-C6-Ph-est, bpy-CONH-C;gH37), contain-
ing a biotin, an estradiol and a hydrophobic C18 chain, respectively,
are designed as protein probes. The biotin complex exhibits one
structured HE band at ca. 492 nm in aerated buffer. Remarkably,
in the presence of avidin, the HE emission band displays a 52%
decrease in intensity (7 increased from 0.54 to 0.91 ps) while a new
LE shoulder at about 608 nm (7 =66 ns) appears in the spectrum,
resulting in a sharp isoemissive point at ca. 574 nm (Fig. 9b). The
estradiol complex shows similar dual-emissive properties. In aer-
ated buffer, it displays a structured HE band at ca. 496 nm and an LE
band of comparable intensity at ca. 580 nm due to the hydrophobic
estradiol group. Upon addition of ERa, the LE band shows a ca.
3.3-fold increase in the emission intensity (Fig. 9c). The lifetimes of
the HE and LE bands increase from 0.63 s and 56 ns to 0.84 j.s and
0.21 s, respectively. Similar to the estradiol complex, the C18 com-
plex in aerated buffer displays an LE emission band at about 593 nm
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Fig. 9. (a) Normalised emission spectra of [Ir(ppy-4-CH,-NH-C4Hg),(bpy-CONH-C,Hs)]* in degassed CH,Cl, (solid line), CH3CN (dashed line) and phosphate buffer (dotted
line) at 298 K. Emission spectral traces of (b) [Ir(ppy-4-CH,-NH-C4Ho )>(bpy-CONH-C6-NH-biotin)]*, (c) [Ir(ppy-4-CH,-NH-C4Hg )2 (bpy-CONH-C6-Ph-est)]* and (d) [Ir(ppy-
4-CH;-NH-C4Hg)2(bpy-CONH-CygH37)]* in aerated phosphate buffer at 298 K upon addition of avidin, ERa and HSA, respectively.

(70=0.12 ws), whose intensity is even higher than that of the HE
band (7, =0.55 ws). This LE emission feature is attributed to the
wrapping of the complex by the very hydrophobic octadecyl chain
in the highly polar buffer medium. Upon addition of a lipid-binding
protein HSA, the intensity of the HE emission band at ca. 492 nm
increases by ca. 4.4-fold (7 = 1.22 ps), whereas the LE emission band
does not show any difference and eventually becomes a shoulder
at ca. 576 nm (t=0.19 ws) (Fig. 9d). It is likely that the octadecyl
chain binds to the hydrophobic lipid-binding cavity of the protein,
thereby increasing the exposure of the iridium(Ill) polypyridine
to the polar buffer and leading to the predominant HE emission.
Interestingly, a similar emission profile (Igyg/lig=ca. 1.3:1) is
observed when [3-CD, which binds long aliphatic chains strongly, is
added to an aerated solution of the complex in buffer. Additionally,
vesicles prepared from DSPC and the C18 complex exhibit strong
orange-yellow emission as a result of a strong LE band at ca.
587 nm in degassed buffer, which is in sharp contrast to the green
emission of the complex (Aem =494 nm) in degassed buffer without
the vesicles. These observations indicate that the C18 complex is
localised in the hydrophobic region of the vesicles and would serve
as an excellent probe for lipid bilayers, micelles and lipoproteins.

3.4. Cellular probes

Li and co-workers demonstrated two cationic iridium(IIl) com-
plexes [Ir(dfpy)>,(N*N)]* (N*N=Dbpy, quqo) (45), displaying bright
green and red emission, respectively, as phosphorescent dyes for
live cell imaging [64]. HeLa cells treated with these complexes
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show the exclusive staining in cytoplasm, making the complexes
promising candidates for the design of specific phosphorescence
bioimaging agents.

Lo and co-workers studied the lipophilicity, cytotoxicity and
cellular uptake properties of iridium(Ill) indole (37) [55] and
biotin (42) [61] complexes and their substrate-free counterparts
towards HeLa cells by reversed-phase HPLC, the MTT assay and
flow cytometry and laser-scanning confocal microscopy, respec-
tively. The lipophilicity closely relates to the ability of a cellular
probe and reagent to permeate biological membranes and is
commonly estimated by the partition coefficient (Py) in n-
octanol/water. The Py, values of the indole complexes, biotin
complexes and substrate-free complex range from 1.30-3.40,
1.34-2.83 and 0.44-3.40, respectively. In addition, the log Py, val-
ues of the complexes follow the order: ppy <bzq < pq, which is in
accordance with the hydrophobic character of the ligands. Inter-
estingly, the indole moiety renders the complexes more lipophilic
and the biotin moiety leads to the opposite, indicating the lipophilic
and hydrophilic of indole and biotin, respectively. The ICsq val-
ues are determined from the dose dependence of surviving HeLa
cells after their exposure to the complexes for 48 h. The ICsq val-
ues, obtained from the MTT assays, of the indole complexes range
from 1.1 to 6.3 wM, which are comparable to the substrate-free
complex (ICsg value=3.2 wM) and significantly smaller than that
of cisplatin (30.7 wM) under the same experimental conditions.
In contrast, the biotin complexes are basically noncytotoxic (ICsq
values >400 wM). The microscopy images show that indole com-
plexes are localised in the perinuclear region upon internalisation
(Fig. 10). Temperature-dependence experiments suggest that the
uptake of the complex is an energy-requiring process such as
endocytosis. In the case of the biotin complexes, emissive cyto-
plasmic granules are observed, which may result from endosomal
labelling and/or aggregation of the luminescent complexes. Impor-
tantly, HelLa cells loaded with the substrate-free complex reveal
much more intense emission. It is interesting to note that this
complex forms a diffuse background in addition to cytoplasmic
granules that are also observed in the biotin complexes, indica-
tive of the endocytic uptake, as well as the passive diffusion of the
complex.

The same group reported a series of new luminescent irid-
ium(IIl) polypyridine complexes [Ir(N*C),(N*N)]* (HN*C=Hppy,
Hppz, Hpq; N”N=bpy-CONH-CigH37, bpy-CONH-Cy9H,1, bpy-
CONH-C;Hs) (46) bearing an alkyl pendant [65]. Upon irradiation,

Fig.10. Confocal and brightfield overlaid microscopy images of HeLa cells incubated
with [Ir(pq)2(bpy-spacer-indole)]* (5 wM) at 37°C for 1 h.

all the complexes exhibited intense and long-lived 3MLCT
(dr(Ir) » m*(N”~N)) luminescence in homogeneous fluid solutions
at 298K and in alcohol glass at 77 K. The emissive states of the
pq complexes are probably mixed with some 3IL (7w — 7*) (pq)
character. All the complexes are incorporated into phospholipid
vesicles composed of DSPC, and these vesicles are strongly emis-
sivein aqueous solution. The cryo-TEM images of Ir/DSPC liposomes
show the existence of polygonal vesicles, the majority of which
had a diameter between 20 and 140 nm. The lipophilicity (1og Py
values) of the complexes ranged from —0.34 to 9.89 and follows
the order ppz < ppy < pq and C2 <C10<C18, which is in accordance
with the hydrophobic character of the ligands. Cytotoxicity studies
reveal that the C10 complexes exhibited the highest cytotoxicity
among the complexes studied, with the IC5g values being almost
10 times lower than that of cisplatin. The ICsq values of the C18
complexes are comparable to those of the C2 complexes. The
cellular uptake characteristics of the complexes have been investi-
gated using flow cytometry. The emission intensities of the cells
treated with the pq complexes follow the order C10>C2>C18.
Since (i) the emission wavelengths and intensities of the pq com-
plexes are comparable, (ii) the responses of the complexes towards
hydrophobic micellar media are similar and (iii) the complexes
are localised in a similar region in the cells, the trend observed
in the flow cytometric measurements can be correlated to the
cellular uptake efficiencies of the complexes. Thus, these results
illustrate that although efficient internalisation of the complexes
is supposed to be assisted by their high lipophilicity, C18, being
the most lipophilic complex among the three, shows the lowest
cellular uptake efficiency. This could be due to its largest molecu-
lar size or possible self-aggregation. Live cell confocal images show
that most of the complex molecules are distributed inside the cyto-
plasm with a lower extent of nuclear uptake, as revealed by the
much more weakly stained nucleus. A higher degree of localisa-
tion of the complexes in the perinuclear region is likely to result
from the interactions of the complex molecules with hydrophobic
organelles such as endoplasmic reticulum, mitochondria and Golgi
apparatus. When the cells are incubated at 4 °C, no interiorisation
is observed, implying that the uptake of the complex and its sub-
sequent localisation are due to energy-requiring processes such as
endocytosis.
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4. Concluding remarks

The use of luminescent rhenium(I) and iridium(IIl) complexes
as probes for ions, molecules and biomolecules has been reviewed
in this article. Early development of sensory systems with lumi-
nescent transition metal complexes was focused on ruthenium(Il)
polypyridine complexes. However, it can be seen in this review that
the intriguing emissive behaviour of rhenium(I) and iridium(III)
polypyridine complexes has been utilised in sensing applications.
The diverse structural, spectroscopic and emission properties of
these complexes mean that they are very promising candidates
as probes for a wide range of ions and molecules. With more
understanding on the emission-electronic structure relationships,
as revealed by theoretical calculations, as well as the knowl-
edge on the interactions of these complexes with simple ions and
molecules, there is arecent trend in using these complexes for prob-
ing more complex biological systems; for example, reports on the
development of sensors imaging reagents and cellular probes have
started to appear. In conclusion, we anticipate that the interesting
structural and emissive properties of rhenium(I) and iridium(III)
complexes will continue to contribute to the development of sen-
sitive and selective sensory systems.
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