7® ROYAL SOCIETY
P OF CHEMISTRY

Dalton
Transactions

View Article Online

View Journal | View Issue

Cyrene™ as a green alternative to
N,N'-dimethylformamide (DMF) in the synthesis
of MLCT-emissive ruthenium(i) polypyridyl
complexes for biological applicationst
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Ruthenium(i) polypyridyl complexes (RPCs) that emit from triplet metal-to-ligand charge transfer (MLCT)
states find a wide variety of uses ranging from luminophores to potential anti-cancer or anti-bacterial
therapeutics. Herein we describe a greener, microwave-assisted synthetic pathway for the preparation of
homoleptic [Ru(NAN)sI?* and bis-heteroleptic [RUNAN)(N'AN')Z* type complexes. This employs the bio-
renewable solvent Cyrene™, dihydrolevoglucosenone, as a green alternative to N,N'-dimethylformamide
(DMF) in the synthesis of Ru(NAN),Cl, intermediate complexes, obtaining comparable yields for NAN =
2,2'-bipyridine, 1,10-phenanthroline and methylated derivatives. Employing these intermediates, a range
of RPCs were prepared and we verify that the ubiquitous luminophore [Ru(bpy)sl®* (bpy = 2,2'-bipyridine)
can be prepared by this two-step green pathway where it is virtually indistinguishable from a commercial
reference. Furthermore, the novel complexes [Ru(bpy),(10,11-dmdppz)]?* (10,11-dmdppz = 10,11-
dimethyl-dipyridophenazine) and [Ru(5,5'-dmbpy)»(10,11-dmdppz)1>* (5,5-dmbpy = 5,5'-dimethyl-bpy)
intercalate duplex DNA with high affinity (DNA binding constants, K, = 5.7 x 107 and 1.0 x 107 M~%,
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Introduction

Due to their attractive photophysical, electrochemical and
redox properties, combined with relative ease of synthesis,
octahedral ruthenium(u) polypyridyl complexes (RPCs) find a
wide variety of uses in modern inorganic chemistry."™ As a
result, RPCs have been utilised in a plethora of applications,
ranging from sensitizers for dye-sensitized solar cells,* water
oxidation catalysts,” biomolecular probes® and cellular
imaging agents’ to chemotherapeutics,® anti-microbials,” and
even radiopharmaceuticals.’”® Common classes of RPCs
encountered are homoleptic [Ru(N"N),;]** type complexes and
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respectively) and function as plasma membrane and nuclear DNA dyes for confocal and STED microsco-
pies courtesy of their long-lived MLCT luminescence.

bis-heteroleptic [Ru(N~N),(N'*N)]** type complexes, where
N”N and NN’ are bidentate chelating ligands. Perhaps the
most famous example is [Ru(bpy)s]** (bpy = 2,2"-bipyridine), a
common luminophore that emits from a long-lived metal-to-
ligand charge transfer (MLCT) state."’ Based on [Ru(bpy)s]*",
researchers have developed derivatives for specific appli-
cations. Noteworthy examples include [Ru(4-carboxy-4'-carbox-
ylate-2,2"-bipyridine),(NCS),] (N719), a benchmark sensitizer
for dye-sensitized solar cells,'* the luminescent DNA probe [Ru
(bpy)o(dppz)]”* (dppz = dipyridophenazine),"* the photo-
dynamic therapy photosensitizer [Ru(4,4"-dmbpy),(2-(2',2":5",2’
"-terthiophene)-imidazo[4,5-f][1,10]phenanthroline)**  (4,4"-
dmbpy = 4,4-dimethyl-bpy), TLD1433,"* and the antibiotic
KLS-219, [Ru(tmpphen),(tpphz)]** (tmphen = 3,4,7,8-tetra-
methyl-1,10-phenanthroline, tpphz = tetrapyrido[3,2-a:2',3"
¢:3",2"-h:2'",3""-f|phenazine)"® (Fig. $1 in the ESIY).

The starting point for RPC synthesis is most commonly the
preparation of the cis-Ru(N"N),Cl, (hereafter described as Ru
(NAN),Cl,) intermediate complex from RuCl;-3H,0
(Scheme 1). The synthesis of Ru(N”N),Cl, complexes was
developed by the groups of Dwyer and Meyer in the 60s and
70s:'°" efforts that culminated in the seminal paper by

This journal is © The Royal Society of Chemistry 2024
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Scheme 1 General synthesis of homoleptic [Ru(NAN)s]?>* or heteroleptic [RuNAN)(NAN)I?* RPCs.

Sullivan et al. describing the use of the polar aprotic solvent
N,N'-dimethylformamide (DMF) in this reaction.® The precur-
sor Ru(N”N),Cl, complex can then be reacted with the final
bidentate ligand (or 2 equivalents of a monodentate ligand) to
generate the required homo- or heteroleptic complex of inter-
est. This offers great opportunity for functionalisation, where
the second N'*N' may be a functional ligand, e.g. designed for
DNA or other biomolecule binding. In these cases, the N*"N
ligands are often viewed as ancillary and employed to fine-
tune molecular properties such as emission intensity, emis-
sion maxima, cellular uptake, intracellular localisation etc.*!

This reaction has proven suitable for a wide range of N*N
groups of varying hydrophobicity, size and reactivity and the
precursors generated are used for the synthesis of a wide range
of mono-, di- and poly-nuclear RPCs.”>?* As such, RPC chem-
istry still relies heavily on this reaction and, as a result, DMF.
However, DMF is highly toxic solvent, classified as a substance
of very high concern (SVHC) by European Union Registration,
Evaluation, Authorization, and Restriction of Chemicals
(REACH) legislation,®* and has significant thermal decompo-
sition risks.”®> As of December 2023, the EU implemented stric-
ter regulations on the purchasing of DMF,** resulting in
greater levels of safety considerations to justify its selection
within reaction schemes. Thus, replacing DMF with a safer,
biocompatible solvent would improve the green chemistry cre-
dentials of this reaction to align it with the “12 principles of
green chemistry”.>®

It is now accepted need that pursuing greener or more sus-
tainable solvents is an essential requirement within modern
synthetic chemistry.>” Cyrene™, dihydrolevoglucosenone, is a
bio-available and biodegradable compound derived from waste
cellulose and has been proposed as a green alternative for
dipolar aprotic solvents.”® Cyrene™ may be used in place of
DMF for numerous organic reactions (reviewed in ref. 29 and
30), including the synthesis of ureas®' or amides,*** and pal-
ladium-catalysed cross coupling reactions.>® Other work has
explored Cyrene™ within lignin fractionation®* and MOF
preparation.®® However, we are not aware that Cyrene™ has
been tested within small molecule inorganic synthesis to date.
There is also a general paucity of work that has examined
greener pathways to prepare RPCs, although Vierucci et al

This journal is © The Royal Society of Chemistry 2024
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Fig. 1 (a) Homoleptic and (b and c) heteroleptic RPCs synthesised in
this study. Complexes were synthesised as a mixture of enantiomers.

[Ru(tmphen),(DIP)]2*

reported a green synthesis of N719.>” Herein, we report the
substitution of DMF for Cyrene™ in the synthesis of Ru
(N~N),Cl, precursor complexes and utilised these inter-
mediates to prepare MLCT-emissive [Ru(N*N);]*" and [Ru
(NAN),(N"N')]** final complexes (Fig. 1), showing two of these
to function as novel DNA dyes for light microscopy and a third
to exhibit potent cytotoxicity towards human cancer cells.

Results and discussion

Optimisation of the reaction conditions

The initial investigation focused on the reaction to synthesise
the archetypal compound, cis-bis(2,2"-bipyridine)bischloror-
uthenium(i) employing Cyrene™ as the solvent in place of

DMF (Table 1). This reaction involves the addition of
RuCl;3-3H,0 to 2,2"-bipyridine (2 molar equivalence) in the
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Table 1 Optimisation of the reaction conditions?

=
| LiCl (7 eq.)
NS
RuCl.3H,0 + 2 (7 XY 'N —_— Ru
| _N Conditions Z II\I/ | ¢
AN | Ny
F
Entry Solvent Temperature (°C) Time (h) vield” (%)
1 DMF 150/Reflux 8 68
2 DMF 150/Reflux 5 31
3 DMF 150/Reflux 3 39
4 Cyrene 60 8 33
5 Cyrene 60 5 38
6 Cyrene 60 3 18
7 Cyrene 80 8 45
8 Cyrene 80 5 33
9° Cyrene 110 8 89
10 Cyrene 110 5 79
11 Cyrene 110 3 68
12 Cyrene 110 1.5 61
13 Cyrene 100/MW 0.08 61

“Reaction conditions: RuCl;:3H,0 (0.38 mmol), 2,2-bipyridine
(0.76 mmol), LiCl (2.67 mmol) and solvent (1 mL). ”Isolated yield.
‘Solvent degradation was observed in these conditions. MW = 150 W
microwave irradiation.

presence of excess chloride anions. In addition to being the
solvent, DMF also acts as a mild reducing agent to facilitate
the reduction of Ru(m) to Ru(u). DMF conditions were
employed to serve as a direct comparison, where a yield of
68% Ru(bpy),Cl, was obtained after the standard reaction time
of 8 h, consistent with literature data (Table 1).>° Initial reac-
tions utilising Cyrene™ first trialled reaction conditions
similar to the DMF synthesis, with temperatures tested from
140 °C to reflux. However, this resulted in solvent degradation
and the formation of a black tar-like substance. This was a sur-
prising outcome, although a support
comment states Cyrene™ to have a safe operating temperature
of below 140 °C,*® and the instability of Cyrene™ in basic con-
ditions®® and in 2 M HCI*° has been noted.

Employing reduced temperatures to avoid solvent degra-
dation, performing the reaction at 110 °C yielded the desired
black/dark purple solid in good yields with a reaction time of
8 hours achieving an 89% yield (Table 1). However, one draw-
back was at this length of reaction some solvent degradation
during repeats was again seen. Reduced reaction times of 3 or
5 h generated yields of 68 and 79% for 3 and 5 h in 110 °C
Cyrene™ respectively and, importantly, no solvent degradation
was observed in this timeframe. In addition to conventional
heating, this reaction was also optimised for a microwave
reactor, where 100 °C, 5 min under 150 W temperature-con-
trolled microwave irradiation achieved comparable yields to
conventional heating. This is one of the few examples employ-
ing Cyrene™ in microwave chemistry’' and demonstrates the
compatibility of the reaction with this technique.

recent technical
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The product generated in Cyrene™ was characterised by
elemental analysis, where values within +0.4% of the calcu-
lated values indicated a purity approaching 95%. High-resolu-
tion mass spectrometry (HRMS) indicated a major species at
449 m/z, corresponding to [M — ClI]" with minor peaks at 477
[M — Cl + Na]" and 507 [M + Na]" also observed (Fig. S27). Both
elemental analysis and HRMS results were directly comparable
to results achieved employing DMF. No evidence of Cyrene™
coordination to the Ru centre or other side-products were
detected and FT-IR analysis showed successful removal of
Cyrene™ from the products in the wash steps (Fig. S31). The
successful synthesis of Ru(bpy),Cl, from RuCl;-3H,O also
suggests that Cyrene™ acts as a reducing agent in a similar
manner to DMF; a finding supported by recent work describ-
ing Cyrene™ in the synthesis of metal nanoparticles.*?

Scope of reaction

We next assessed whether the reaction was compatible with
other bidentate polypyridyl ligands with increasing hydropho-
bicity. For this purpose, we selected phen (1,10-phenanthro-
line), 4,4-dmbpy, 5,5-dmbpy (5,5-dimethyl-2,2"-bipyridine)
and tmphen, thereby generating a polypyridyl ligand series
with calculated octanol/water partition coefficients, log P,
ranging from 1.44 (bpy) to 4.12 (tmphen). Employing opti-
mised conditions that included the green reducing agent
ascorbic acid, comparable yields in Cyrene™ to preparation
via the DMF pathway were achieved for all ligands tested
(Table 2). Elemental analysis indicated all complexes were of
good purity, with values approaching 0.4% of the predicted
content, and HRMS confirmed the formation of each Ru
(N~N),Cl, species as the major peak (Table 2, Fig. S4-S77). All
results were comparable to complexes prepared via the DMF
pathway. The poor solubility of the complexes was a barrier to
'H and "’C NMR analysis, however, HRMS and elemental ana-
lysis characterisation of these intermediate complexes is stan-
dard within RPC synthetic workflows and they are used in sub-
sequent reactions without further purification.?®2*344

In terms of green chemistry, atom economies ranged from
53.0-57.8% with atom efficiencies 26.2-44.1% (Table 2). In two
cases, NN = bpy or 5,5-dmbpy, the reaction in Cyrene™ out-
performed the reaction in DMF. However, despite the general
success of this reaction, a decrease in yield compared to DMF
conditions was evident for the most hydrophobic ligand,
tmphen. We can also report that attempts employing the
hydrophobic ligand DIP (4,7-diphenyl-1,10-phenanthroline,
log P = 5.95) generated low yields (<20%) of product with
unreacted RuCl;-3H,O as an impurity. To combat the
decreased reactivity of larger, more hydrophobic polypyridyl
ligands such as DIP, extended reaction times in DMF are typi-
cally employed; for example, 24 h reflux in DMF is standard in
the synthesis of Ru(DIP),Cl,.*> Unfortunately, the degradation
of Cyrene™ at extended reaction times prevented us similarly
testing whether an increased reaction time would improve
reaction yields.

This journal is © The Royal Society of Chemistry 2024
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Table 2 Scope of reaction?
LiCl (7 eq.),
Ascorbic acid (0.5 eq.)
RUC|3.3H20 + 2
Cyrene, 110°C, 5h
or
100 °C MW, 20 min
Ligand log P Conditions Yield® (%) HRMS major peak Assignment AEc (%) AEf (%)
bpy 1.44 Cyrene? 79 449 M -l 55.8 441
DMF? 68 449 M — CIJf 55.8 38.0
phen 1.90 Cyrene 67 497 M - ClIJ 53.0 35.5
DMF 80 554 M + Na|* 58.1 46.5
4,4'-dmbpy 2.24 Cyrene 49 505 M - Cl]* 53.4 26.2
DMF 54 505 M — CIJf 58.5 31.6
5,5-dmbpy 2.35 Cyrene 67 505 M - ClI] 53.4 35.8
DMF 40 505 M - CIJ* 58.5 23.4
tmphen 4.22 Cyrene 55 644 M]* 57.8 31.8
DMF 81 644 [M]* 62.7 50.8

“Reaction conditions: RuCl;-3H,0 (0.38 mmol), N*N (2 eq.), LiCl (2.67 mmol) and solvent (5 mL). ? Log P values calculated using Molinspiration
Cheminformatics Software. ‘Isolated yield. ¢ Bpy data duplicated from Table 1 for completeness and reaction was performed without ascorbic
acid. MW = 150 W microwave irradiation. AEc = atom economy. AEf = atom efficiency.

Preparation of homo- and heteroleptic RPCs

To demonstrate the functionality of the Ru(N"N),Cl, inter-
mediate complexes synthesised, four commercially available
homoleptic [Ru(N*N);]*" (NN = bpy, phen, 4,4'-dmbpy or
tmphen) complexes were prepared (Fig. 1a). To show that
these conditions are compatible with the preparation of bis-
heteroleptic [Ru(N~N),(N'*"N")]** type complexes, we also syn-
thesised the novel complex [Ru(tmphen),(DIP)]** (Fig. 1b). To
maintain a green credential, ethylene glycol, which can be pro-
duced from biomass,*® was used as the solvent for the addition
of the final bipyridine ligand. MW conditions were adapted
from Luis et al.*” All complexes were characterised by 'H, '*C
NMR and HRMS and purity determined by HPLC
(Experimental section and Fig. S8-S24 in the ESI}). Of particu-
lar note is [Ru(bpy)s](PFs), prepared by this two-step green
pathway achieved >99% purity and near-identical HPLC and
"H peaks compared to a commercial reference (Fig. 2 and 3).
All complexes were emissive in acetonitrile from MLCT
states with 450 nm excitation resulting in characteristic
orange/red emission with ns lifetimes (Table 3, and Fig. S257).
The excitation, absorption and emission spectra of [Ru
(bpy)s]** displayed the same peaks as a commercial reference
and molar extinction coefficients and relative quantum yield
(®re1) were within 5% of published values (Table 3, ref. 48 and
49). Inspection of the results show that the relative quantum
yield for [Ru(phen);]** was 59% of [Ru(bpy);]*", in agreement
with published data,*® and the reduced quantum yields of [Ru
(4,4'-dmbpy);]*" and [Ru(tmphen);]** show that methylation of
the bpy or phen ligand substantially decrease emission inten-

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 HPLC chromatograms of [Ru(bpy)s]>* (top) compared to a com-
mercial reference (bottom).

sity. Compared to [Ru(tmphen);]**, [Ru(tmphen),(DIP)**
demonstrates a slight red-shift in emission along with
increased lifetimes due to the extended aromatic system of
DIP (Table 3, and Fig. S257).

Application of RPCs: DNA binding and cellular imaging

[Ru(bpy),(dppz)]”* and related molecules have been the
subject of much attention for their DNA binding properties,

Dalton Trans., 2024, 53,18506-18514 | 18509
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Fig. 3 'H NMR spectra of [Ru(bpy)s]** (top) compared to a commercial
reference (bottom). Aromatic region shown.

where such molecules often show quenched emission in
aqueous media accompanied by a dramatic increase in MLCT
emission when bound to DNA." The basis for this effect is
that DNA binding (commonly via intercalation) shields the
dppz ligand from water, preventing molecular quenching by
water molecules and activating luminescence as a result.”
This has inspired the development of numerous [Ru
(bpy)a(dppz)]** derivatives® where, for example, methylation
of the dppz ligand increases MLCT intensity and
lifetimes.****">® We therefore prepared [Ru(bpy),(dppz)]** and
two novel methylated derivatives, [Ru(bpy),(10,11-dmdppz)]**
(1) and [Ru(5,5'-dmbpy),(10,11-dmdppz)]** (2), where the
10,11-dmdppz ligand is dppz dimethylated at the 10- and
11-positions (Fig. 1c). Unfortunately, employing ethylene
glycol in Step 2 of Scheme 1 was unsuccessful for preparation
of dppz-based complexes and so conventional reflux in
EtOH:H,0 was employed instead. As EtOH:H,O is also a
green solvent system,”” this adjustment did not affect the
green credentials of this step. Complexes were characterised by

Table 3 Emission data in acetonitrile at 298 K

View Article Online
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'H, *C NMR and HRMS and >95% purity was confirmed by
HPLC (Fig. S26-421).

1 and 2 are emissive in acetonitrile, where they display a
blue-shifted emission compared to the parent complex [Ru
(bpy)»(dppz)]** due to methylation of the dppz ligand (Table 3,
and Fig. S437). As for [Ru(bpy).(dppz)]**, both 1 and 2 are non-
emissive in aqueous environments but MLCT emission is acti-
vated by the addition of calf-thymus DNA (Fig. S44f%).
Strikingly, 1 showed a much greater (>10 fold) maximum
MLCT intensity than [Ru(bpy),(dppz)]** (Fig. 4a, and Table 4).
Examining the lifetimes of the emissions, 1 showed two very
long-lived components of 2.6 and 6.9 ps, substantially greater
than 110 ns and 598 ns observed for [Ru(bpy).(dppz)]**
(Fig. 4b, and Table 4). A similar enhancement in MCLT inten-
sity and lifetimes was observed for 2, although at reduced
intensity and lifetimes compared to 1 due to methylation of
the bpy ligand (Fig. 4a, b, and Table 4). Quantifying binding
affinity by emission titration and the McGhee von Hippel
binding model,’® binding affinities of 5.67 x 10" M~" and 1.04
x 10’ M~" were obtained for 1 and 2, respectively, a notable
increase compared to the non-methylated dppz analogues (K,
=2.5x10° M for [Ru(bpy),(dppz)]*", Table 4, and K, = 2.63 x
10° M~ for [Ru(5,5'dmbpy),(dppz)]*", ref. 59). Viscosity experi-
ments confirmed that each complex acts to increase the vis-
cosity of DNA, thereby indicating that each molecule binds
DNA by intercalation (Fig. S451). As such, we conclude that di-
methylation of dppz at the 10- and 11-positions has acted to
substantially increase duplex DNA binding affinity. In addition
to duplex DNA, we also examined the ability of 1 and 2 to inter-
act with G-quadruplex DNA (G4) using a recently developed
MLCT-Cy5.5 FRET binding assay.”® Based on MLCT and
Cyanine 5.5 spectral overlap (Fig. 4c, and Table 4), the resul-
tant FRET with a Cy5.5-labelled G4 structure (Fig. 4d) gener-
ated binding curves and dissociation constants, Kq4, to show a
binding order of [Ru(bpy),(dppz)”* > 1 > 2 for G4 DNA
(Fig. 4e).

Based on the bright MLCT emission of 1 and 2 when bound
to DNA, their cellular uptake and localization properties were
examined by light microscopy. Low cytotoxicity of 1 and 2 was
observed towards a panel of human cancer cell lines (half
inhibitory concentrations, ICs,s, >100 pM, Fig. S467).
Examining live cells treated with 1 or 2 showed MLCT emission
from the plasma membrane of cells, as indicated by co-localis-

Aans (nm) ([M™" em™]) Aem (max)* (nm) Brer” 71 (ns) (%) 7, (ns) (%)
[Ru(bpy)s]** 268 (106 000), 453 (15 275) 615 0.017 149.6 (90.9) 757 (9.1)
[Ru(phen);** 261 (96 533), 447 (16 101) 600 0.010 96.5 (90.8) 828.4 (9.2)
[Ru(4,4-dmbpy)s] 287 (104 413), 458 (16 398) 608 0.007 101 (89.5) 816 (10.5)
[Ru(tmphen);]** 268 (142 133), 437 (21 400) 596 0.003 53 (86.8) 606 (13.2)
[Ru(tmphen),(DIP)** 268 (128 200), 431 (23 267) 602 0.003 123 (88.1) 751 (11.9)
[Ru(bpy).(dppz)** 281 (99 195), 360 (21 045), 448 (16 629) 622 0.008 145 (89.8) 715 (10.2)
1 288 (130 790), 368 (20 480), 450 (21 120) 600 0.012 173 (85.6) 524 (14.4)
2 292 (136 510), 369 (22 230), 435 (19 660) 615 0.012 141 (88.5) 634 (11.5)

“ Jex = 450 nm. ? Relative quantum yield in CH;CN compared to commercial [Ru(bpy)s]** (@ = 0.018, ref. 49).

18510 | Dalton Trans., 2024, 53, 18506-18514
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Fig. 4 (a) Relative MLCT emission intensities of 1, 2 and [Ru
(bpy)2(dppz)12* when bound to DNA (lex = 450 nm). Results normalised
to 1. (b) Lifetime of DNA-bound MLCT emission of 1, 2 and [Ru
(bpy)2(dppz)I2*. (c) Spectral overlap of MLCT emission of DNA-bound 1
and Cy5.5 absorption. (d) Emission spectra of Cy5.5-labelled G4-quad-
ruplex DNA (1 pM, inset) with increasing concentrations of 1 (0.1-20 uM,
Aex = 450 nm). (e) FRET binding curves and Ky values derived from
addition of 1, 2 or [Ru(bpy)2(dppz)]>* (0.1-20 uM) to Cy5.5-labelled G4
DNA (1 pM). Jex = 450 nm, Aoy, = 710 nm. FRET intensity was background
corrected and normalised. Duplex DNA buffer: 5 mM Tris, 200 mM NaCl,
pH 7.5. G4 buffer: 100 mM KCl, 10 mM Tris-HCL, pH 7.4.

ation with the plasma membrane stain CellMask Deep Red
(Fig. 5a). Clear evidence of nuclear staining was provided in
fixed cells, where both 1 and 2 functioned as excellent dyes for
cell nuclei compatible with both confocal microscopy and
STED (stimulated emission depletion microscopy) (Fig. 5b).
Co-staining with the DNA dye DAPI confirms nuclear DNA is
being targeted (Fig. S4771). This behaviour contrasts to [Ru
(tmphen),(DIP)]**, where instead cytosolic cellular distribution
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is observed (Fig. S48t). Thus, 1 and 2 join the emerging collec-
tion of RPCs suitable for super-resolution microscopy
techniques,®”®' where their relatively high quantum yield
when bound to DNA, large Stokes shifts, aqueous solubility
and low cytotoxicity are advantageous properties as lumines-
cent dyes. One obvious disadvantage of 1 and 2 is their poor
uptake in live cells. Although at first glance this finding is
similar to that reported for [Ru(bpy),(dppz)]**,* a clear differ-
ence between the complexes is that 1 and 2 generate plasma
membrane foci, indicating that each molecule targets mem-
brane structures in addition to DNA. Whilst the precise nature
of the foci visualised by 1 and 2 is unknown, it is likely that
the addition of multiple methyl groups to the [Ru
(bpy)o(dppz)]** scaffold has achieved this dual-localisation
effect, an intriguing outcome considering that neither 1 nor 2
are strongly hydrophobic (calculated log P values of —1.7 and
0.12 for 1 and 2, respectively). This contrasts to other mem-
brane-targeting RPCs, which typically employ highly hydro-
phobic or lipophilic ligands to achieve this outcome.®>®* It is
also significant that [Ru(tmphen),(DIP)]** demonstrates high
cytotoxicity towards HeLa cells (ICs, = 8.4 pM, Fig. S487).
Numerous cytotoxic RPCs have been explored as anti-cancer
agents® and considering that the closely related molecule [Ru
(bpy),(DIP)** shows promising activity towards pancreatic
cancer cells,”” this shows that our synthetic pathway can
prepare molecules of therapeutic interest in addition to cell
imaging agents.

In terms of the wider scope for the use of Cyrene™ in
coordination and organometallic chemistry, other aprotic,
polar solvents that it could be a candidate to replace include
N-methyl-2-pyrrolidone, dioxane and tetrahydrofuran. This
would therefore make Cyrene™ of interest for Pd coupled
cross coupling reactions, as may be demonstrated by a recent
study showing Cyrene™ to be a viable option for Heck-coup-
ling reactions.®® However, the significant miscibility of
Cyrene™ with water and that Cyrene™ cannot easily be dis-
tilled would largely exclude it from moisture- and air-sensitive
reactions, which are particularly commonplace in coordination
and organometallic chemistry. A final consideration is hydro-
phobic complexes with low aqueous solubility are often dis-
solved in DMSO before dilution in aqueous buffer or media for
biological application. Thus, Cyrene™ may find an additional
application in medicinal inorganic chemistry, where Cyrene™
would offer reduced cytotoxicity and environmental impact
compared to DMSO.%” Moreover, as DMSO can act as a ligand
for a variety of metal centres, and considering that we have not

Table 4 DNA binding parameters and photophysical properties of DNA-bound 1 and 2

K, n Aem (Max) DPpna 7, (ns) (%) 7, (ns) (%) J#A M em™ nm?) Ry (A)
[Ru(bpy),(dppz)]** 2.5 x 10° 1.26 620 0.008 110 (48.7) 597.7 (51.3) 1.50 + 0.23 x 10*% 38.9 + 1.02°
1 5.7 x 107 3.1 610 0.085 2600 (57.8) 6900 (42.2) 1.02 x 10"° 54.07
2 1.0 x 107 2.07 620 0.033 607 (29.8) 1762 (70.2) 1.27 x 10" 47.85

Ky, = binding constant n = site size in base pairs, derived from luminescence titration data. J (1) = spectral overlap integral, R, = Forster radius as

FRET pair with Cy5.5. Buffer: 5 mM Tris, 200 mM NaCl, pH 7.5.

This journal is © The Royal Society of Chemistry 2024

¢ Data from ref. 59.
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a MLCT CellMask Deep Red Merge

b Confocal

Fig. 5 (a) Co-localisation of MLCT emission of Hela cells treated with 1
or 2 (50 uM, 30 min) and the plasma membrane dye CellMask Deep Red.
(b) Fixed Hep G2 cells stained with 1 or 2 (5 pM) and visualised by con-

focal (left) or STED (right) microscopy showing nuclear staining in
addition to plasma membrane foci.

seen any evidence of Cyrene™ -Ru(u) coordination in our own
work, the use of Cyrene™ in this capacity would also have the
advantage of reducing the risk of solvent interference in bio-
assays.

Conclusions

In summary, we have shown that Cyrene™, dihydrolevogluco-
senone, may replace DMF in the synthesis of Ru(N"N),Cl,
complexes from RuCl;-3H,0, improving the green credentials
of this classic coordination chemistry reaction used heavily in
the synthesis of ruthenium polypyridyl complexes. We success-
fully demonstrated that the precursor Ru(N~N),Cl, complexes
can be used to prepare homoleptic and heteroleptic MLCT-
emissive complexes, including two novel methylated [Ru
(bpy)a(dppz)]”*  derivatives that are suitable for cellular
imaging in confocal and STED microscopies. Whilst this work

18512 | Dalton Trans., 2024, 53, 18506-18514
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shows that replacing DMF with Cyrene™ is well-suited to N*"N
= bpy, phen and methylated derivatives, it may not be viable
for hydrophobic polypyridyl ligands with extended aromatic
systems. This, in part, is due to the poor compatibility of
Cyrene with longer reaction times at elevated temperatures
and constitutes its main disadvantage along with cost.
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