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Abstract: Herein is described the development of a series of novel quadruplex DNA (QDNA)-
stabilising cyclometallated square—planar metal complexes (CMCs). Melting experiments using
quadruplex DNA (QDNA) demonstrated that interactions with the complexes increased the melting
temperature by up to 19 °C. This QDNA stabilisation was determined in two of the major G-
quadruplex structures formed in the human c-MYC promoter gene (c-MYC) and a human telomeric
repeat sequence (H-Telo). The CMCs were found to stabilise H-telo more strongly than c-MYC, and
the CMCs with the highest cytotoxic effect had a low-moderate correlation between H-telo binding
capacity and cytotoxicity (R? values up to 10 times those of c-MYC). The melting experiments further
revealed that the stabilisation effect was altered depending on whether the CMC was introduced
before or after the formation of QDNA. All CMCs’ Glsy values were comparable or better than
cisplatin in human cancer cell lines HT29, U87, MCF-7, H460, A431, Dul45, BE2-C, S5]-G2, MIA, and
ADDP. Complexes 6, 7, and 9 were significantly more cytotoxic than cisplatin in all cell lines tested
and had good to moderate selectivity indices, 1.7—4.5 in MCF10A /MCEF-7. The emission quantum
yields were determined to be relatively high (up to 0.064), and emission occurred outside cellular
autofluorescence, meaning CMC fluorescence is ideal for in vitro analyses.

Keywords: cyclometallated; G-quadruplex; Pt(II); anticancer

1. Introduction

Cancer is increasingly becoming the leading cause of premature death worldwide,
ranking first in 57 countries whilst placing either second or third in an additional
78 countries [1,2]. In 2020, cancer was the cause of almost 10 million deaths worldwide,
and we can only expect this number to rise as cancer, more than likely, becomes the number
one cause of death in most countries by the end of the century [1-3]. There is a clear and
increasing need for efficient cancer treatments, yet current cancer therapy options remain
limited, with low success rates for many types of cancers, particularly those in the later
stages of the disease [4-6].

As an emerging alternative chemotherapeutic target, G-quadruplex DNA (QDNA) is
attracting the interest of cancer scientists [7-9]. QDNA is an atypical DNA structure that
is present in the telomeric region of chromosomes in which guanines undergo Hoogsteen
pairing to form planar quartets rather than a double helix [9-11]. In many types of cancer,
tumour cells survive through the extension of the telomeric region of their DNA using the
telomerase enzyme. The binding and stabilisation of QDNA has been shown to prevent the
action of telomerase, which can result in cell death [9-11].

Improving metal-based chemotherapy drugs remains a highly active area of cancer
research [12-15]. Current clinically employed complexes that include cisplatin, oxali-
platin, and carboplatin are sub-optimal, and researchers continue to aspire to develop
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next-generation platinum metal complexes (MCs) with increased efficacy that target can-
cer cells to achieve better patient prognoses. Our research team has previously reported
several Pt(Il) complexes, with the structure [Pt(PL),]™?, with specific binding affinity to
QDNA [16]. The work presented here details the synthesis of cyclometallated complexes
(CMCs), which bind QDNA and exhibit fluorescent properties. It is hypothesised that
planar CMCs can and will stack with the base pairs at each end of the QDNA, thereby
stabilising the quadruplex structure [17], preventing transcription, and ultimately leading
to cell death.

The structural design of the complexes is based on previously unpublished develop-
ments from our group and comparable ruthenium(Il) complexes studied by other groups,
including 1,10-phenanthroline [18]. For these square—planar complexes, the cyclometallated
ligand benzo(h)quinoline replaces 1,10-phenanthroline, chosen for its large surface area
and flat aromatic structure and because it introduces fluorescence. Platinum coordinates
through C1, forming an organo-metallic bond that results in the deprotonation of carbon,
making it an effective o-donor, whilst the polypyridyl group is a good m-acceptor creating
a strong ligand field (Figure 1). This increase in the energy gap between the unoccupied
and occupied orbitals caused by the o-bond results in fluorescence. The fluorescence of
the complexes may provide a means for intracellular tracking, hence enabling further
mechanism-of-action studies to be performed [19-22].

benzo(h)quinolone

Polypyridyl
Ligand

Figure 1. General structure of cyclometallated ligand benzo(h)quinoline CMCs.

A variety of polyaromatic ligands were chosen to compliment the cyclometallated
ligand, with phenanthroline/bipyridine structures similar to those of the cyclometallated
ligand beno[h]quinoline. We selected a variety of sizes and included ligands that have
previously been observed to have anticancer and quadruplex-stabilising activities within
our group [16]. Polyaromatic ligands provide a broad spectrum of lipophilicity and size
from which to optimise cytotoxicity, fluorescence, and QDNA stabilisation (Figure 2).
Accordingly, we report on the nine square—planar cyclometallated complexes (1-9) that
were synthesised under microwave conditions affording high yields with high purity.
Emission quantum yields were used to determine the innate fluorescence. While many
techniques can be used to study the interactions of CMCs with QDNA, in this work, the
stabilisation of QDNA as a result of interactions with CMCs was ascertained using UV
DNA melting experiments, while the florescence was determined using the quantum yield.
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Figure 2. Structure of polyromantic ligands of all CMCs, coordinated as shown in the general structure
outlined in Figure 1 to achieve: 1 [Pt(Bequ)(BPY)]*, 2 [Pt(Bequ)(44BPY)]", 3 [Pt(Bequ)(tertBPY)]",
4 [Pt(Bequ)(PHEN)]*, 5 [Pt(Bequ)(5MePHEN)]*, 6 [Pt(Bequ)(56Me, PHEN)]*, 7 [Pt(Bequ)(TMP)]*,
8 [Pt(Bequ)(DPQ)]* and, 9 [Pt(Bequ)(BathoPHEN)]*. All complexes have chloride counterions.

2. Experimental Section
2.1. Materials and Methods

Reagents were used as received unless otherwise specified. All solvents used were of analyt-
ical grade or higher and purchased from Labserv, Chem-Supply, or Merck chemicals. Potassium
tetrachloroplatinate (KPtCly) was purchased from Precious Metals Online. The chloride salts
of platinum(Il) complexes were synthesised using novel methods. Benzo(h)quinoline (Bequ), 2,2-
bipyridine (BPY), 4,4’-dimethyl-2,2’-dipyridyl (44BPY), 4,4'-di-tert-butyl-2,2’-dipyridyl (tertBPY),
1,10-phenanthroline (PHEN), 5-methyl-1,10-phenanthroline (6MePHEN), 5,6-dimethyl-1,10-
phenanthroline (566MePHEN), 3,4,7 8-tetramethyl-1,10-phenanthroline (TMP), pyrazino [2,3f]
[1,10]phenanthroline (DPQ), and batho(h)phenanthroline (BathoPHEN) were purchased from
Sigma—-Aldrich. Methanol, ethanol, diethyether, and methoxyethanol were obtained from Hon-
eywell. Deuterated solvents dg-dimethylsulphoxide (DMSO-dg; 99.9%) and deuterium oxide
(D705 99.9%) were purchased from Cambridge Isotope Laboratories. Oligonucleotides were
purchased from Eurogentec. Microwave reactions took place in Biotage Initiator Robot 8.
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2.2. Synthesis
2.2.1. Synthesis of [Pt(Bequ)(Cl);]~

Potassium tetrachloroplatinate (242.83 mg: 585.00 mmol: 1 equiv.) was dissolved in
a 3:1 solution of water and methoxyethanol. Benzo(h)quinoline (263.65 mg: 1.471 mol:
2.5 equiv.) was subsequently added to the solution before the solution was heated to 80 °C
and maintained for 16 h whilst stirring. After 16 h, the insoluble [Pt(Bequ)(Cl);]~ had been
synthesised and was filtered from the reaction solution and washed with diethyether (3 mL).

2.2.2. Synthesis of [Pt(Bequ)(Pr)]* Complexes

[Pt(Bequ)(Cl)2]™ (1 equivalent) and the polypyridyl ligand (1.1 equivalents) were
weighed into a 10 mL microwave tube with H,O (7 mL) and a magnetic stirring bar.
Nitrogen or argon gas was bubbled through for ten minutes before the tube was quickly
sealed with the microwave cap. The tube was then heated in the microwave (Biotage
Initiator Robot 8 or CEM discover) to 175 °C for 1 h with the maximum Watts set at 100.
The solution was allowed to cool to room temperature before it was transferred into a
beaker (250 mL). To precipitate the final product, a mixture of methanol and diethyl ether
(1:9) was added, starting with 50 mL and adding up to 200 mL in 50 mL aliquots until the
complex precipitated. The solution was filtered, and the precipitate was washed and dried
with diethylether (3 mL). This method was utilised for all nine complexes.

2.3. Cytotoxicity Methodology

Cytotoxicity assay studies were performed at Calvary Mater Newcastle Hospital,
Waratah, NSW Australia. In vitro studies were performed according to described meth-
ods [23]. Complexes were prepared in DMSO as stock treatment (30 mM) solutions and
stored at —20 °C. All cell lines were cultured in a humidified atmosphere with 5% CO, at
37 °C and maintained in Dulbecco’s modified Eagle’s medium (DMEM,; Trace Biosciences,
Australia) supplemented with 10% foetal bovine serum, sodium bicarbonate (10 mM), peni-
cillin (100 TU mL™1), streptomycin (100 pg mL~1), and L-glutamine (4 mM). The non-cancer
MCF10A cell line was cultured in DMEM.F12 (1:1) cell culture medium (Composition
in SI). Cytotoxicity was determined by plating cells in duplicate in 100 puL of medium
at a density of 2500—4000 cells per well in 96-well plates. After 24 h, when cells were in
logarithmic growth, medium (100 uL) with or without the test agent was added to each
well (day 0). After 72 h of exposure, growth inhibitory effects were evaluated using the
MTT (3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide) assay, and absorbance
was read at 540 nm. An eight-point dose-response curve was produced, from which the
drug concentration at which cell growth was inhibited by 50% (Glsp) was calculated. These
calculations were based on the difference between the optical density values on day 0 and
those at the end of drug exposure.

2.4. Biophysical Characterisation

NMR spectral data were obtained using a 400 MHz Bruker Avance spectrometer at
298 K, using 10 mm samples prepared in D,O. 'H NMR spectra were obtained using a
spectral width of 8250 Hz and 65,536 data points, while 1Pt NMR spectra were acquired
using a spectral width of 85,470 Hz and 674 data points. 'H-1Pt HMQC spectra were
recorded using a spectral width of 214,436 Hz and 256 data points for the Pt nucleus
(F1 dimension) and a spectral width of 4808 Hz with 2048 data points for the 'H nucleus
(F2 dimension).

UV spectra were recorded on a Cary 3500 UV-Vis spectrophotometer at room tempera-
ture in the 200400 nm range, using a 10 mm quartz cell. All samples were automatically
corrected for solvent baseline. The titration of a stock solution into a known volume of
solvent in triplicate allowed the calculation of the molar absorption coefficient.

HPLC chromatograms were acquired on an Agilent Technologies 1260 Infinity machine
equipped with a Phenomenex Onyx™ Monolithic C18 reverse-phase column (100 x 4.6 mm,
130 A). The mobile phase comprised 0.06% TFA in water (solvent A) and 0.06% TFA
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in ACN:H,O (90:10; solvent B). Complexes were dissolved in water and flowed at a
0-100 gradient over 15 min, with an additional 15 min flush between each sample.

Electrospray ionisation mass spectroscopy (ESI-MS) experiments were performed
using a Waters TQ-MS triple quadrupole mass spectrometer in positive mode. Sample
solutions were made up to 0.5 mM in H,O and flowed at 0.1 mL/min. The desolvation
temperature of 300 °C and desolvation flow rate (nitrogen) of 500 L/h remained consistent
whilst the cone voltage and capillary voltage were varied for each sample to adjust for frag-
mentation. Spectra were collected over varied m/z ranges depending on the target mass.

Luminescence quantum yields were obtained using the comparison method, where
[Ru(BPY)3]Cl, was the standard chosen due to its similar excitation and emission maxima
(Exmax and Emmax respectively) [24]. Dilute solutions were prepared and titrated into water,
and UV spectra were recorded, ensuring that they absorbed at no more than 0.1 abs at
310 nm after 5 titres. The solution was then titrated again into water, and the fluorescence
emission, when excited at 310 nm, was recorded. This was repeated three times per sample;
the results were then graphed to discover the final QY value.

Quadruplex-stabilisation studies were undertaken on a Cary 3500 UV-Vis spectropho-
tometer with a fully integrated air-cooled Peltier temperature control system. QDNA
concentration was first checked using Eygg (ds DNA; nn model) calculated using the AT-
DBio Ltd. online calculator. Then, stock solutions of oligonucleotides were made and
annealed both in the presence and absence of the metal complexes at 0-6 equivalents of
QDNA. Spectra were measured at every degree between 20 and 90 °C, with the temperature
increasing at a rate of 0.5 °C min~!. Each melt was performed in triplicate, and the raw data
were normalised before a sigmoidal model was fit to the curve to determine the melting
temperature. The average melting temperature was then determined and tabulated.

The surface area of each complex was calculated using Vega ZZ x64 version with
structures first refined using Avogadro 1.2.0 version.

Lipophilicity was calculated using an RP-HPLC method to determine log Kw, whereby
a stock solution was injected at different isocratic ratios ranging from 70 to 90% solvent B
(organic) at a flow rate of 1 mL min~!. These experiments were undertaken on an Agilent
Technologies 1260 Infinity machine equipped with a Phenomenex Onyx™ Monolithic C18
reverse-phase column (100 x 4.6 mm, 130 A). The mobile phase comprised 0.06% TFA in
water (solvent A) and 0.06% TFA in ACN:H,O (90:10; solvent B). The dead-volume time
was determined using potassium iodide as an external dead-volume marker (further details
can be found in the Supplementary Materials).

3. Results and Discussion
3.1. Synthesis and Characterisation

The synthesis of [Pt(benzo(h)quinoline)(Cl);]~ ([Pt(Bequ)(Cl);]~) was achieved through a
novel method developed using microwave irritation. Initially, a reflux method was used;
however, the reagents tended to degrade in the solution before a high yield could be
achieved. This was most likely due to the slow reaction time at this temperature (48-72 h),
which was solved using a microwave, which could bring the solution to 150 °C in 20 s, and
the reaction was completed within an hour. Except for varying the solvent for the induction
of final precipitation, the [Pt(Bequ)(PpL)]* complexes were afforded through the afore-
described procedure (Scheme 1), where the counter ions were the chloride ions retained
from the initial starting material, K,PtCly. N, gas was bubbled through the solution prior
to microwave irritation; this was necessary for the safe use of the microwave and not for the
sake of the reaction. We tested a reflux method under laboratory conditions, and although
the yield was low, we believe this was due to the poor solubility of the products rather than
the presence of oxygen.
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Scheme 1. Synthesis of polyaromatic cyclometallated complexes (CMC): 1 if Rg = H
([Pt(Bequ)(BPY)]*), 2 if Rg = CHj3 ([Pt(Bequ)(44BPY)]"), 3 if Rg = tertbutyl ([Pt(Bequ)(TertBPY)]*), 4 if
Ri_7 = H ([Pt(Bequ)(PHEN)]"), 5if Ry 5 5.7 = H and R3 = CHj3 ([Pt(Bequ)(PHEN)]"), 6 if Ry 57 = H
and R35 = CHj; ([Pt(Bequ)(SéMeﬂ’HEN)]*, 7 if Rip67 = CHj3 and R35 =H ([Pt(Bequ)(TMP)]*), 8
if the polypyridyl ligand was pyrazino[2,3-f][1,10]phenanthroline ([Pt(Bequ)(DPQ)]*) and, 9 if the
polypyridyl ligand was batho(h)phenanthroline ([Pt(Bequ)(BathoPHEN)]*).

3.2. Biophysical Characterisation

Each complex was characterised using a combination of NMR spectroscopy, HPLC,
UV spectroscopy, ESI-MS, fluorescence, and MTT assays, as summarised in Tables 1 and 2.
NMR characterisation was achieved using a combination of 'H proton NMR spectra and
'H-19Pt heteronuclear multiple quantum correlation (HMQC) spectra. The NMR spectra
produced peaks consistent with those seen in the literature for similar compounds, with
little to no impurities being detected [18]. All platinum complexes were dissolved in
deuterated dimethyl sulfoxide (450 pL) to obtain representative spectra, and the resonances
characteristic of each complex were assigned (Supplementary Figures S2-510).

The UV absorption spectra of complexes 1-9 demonstrated that these complexes were
predominantly absorbent between 200 and250 nm (7—7t* between 200 and 250 nm; metal-to-
ligand charge transfer (MLCT), 250-100 nm). The molar absorption coefficient (¢) was then
calculated (Supplementary Figures 518-526) for each individual complex that was obtained
via the titration of a stock solution (10 pL) into a known volume of water (500 nL). The molar
absorption coefficients of each ligand were calculated using the afore-described method
using ethanol rather than water due to solubility (Supplementary Table S3). Although the
UV data for ligands were obtained using ethanol and the data for complexes were obtained
using water, the ligands’ spectra allowed us to distinguish different peaks in the complex
spectra, which had relatively broad peaks with multiple shouldering (Supplementary
Figures S11-516). Distinct differences between the BPY coordinated complexes 1-3; the
PHEN derived complexes 4-7; and large heteroaromatic complexes 8-9 were produced as
expected based on the UV spectra of the ligands alone (Supplementary Figures S11-514).
Complexes 1-3 had low absorption from 400 to 250 nm (small peaks/shoulders due to d—d
transitions) before increasing slowly to form an MLCT shoulder between 230 and 240 nm
before rising to a peak between 205 and 210 nm (7—7*). In comparison, the absorbance
of PHEN complexes 4-7 showed red-shifted absorbance with a small MLCT/d-d peak at
~270 nm before dropping again at 250 nm, with the —7* peak being in the same 205-210 nm
range as the BPY complexes. For complexes 4-8 and the corresponding PHEN ligands, the
two peaks increasingly red-shifted as methylation increased (Figure 3).
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Table 1. Summary of biophysical characterisation of all nine complexes. The correct mass peak was to be identified for each complex using ESI-MS, and no major

substructures were seen, suggesting that these complexes are quite stable and pure, which was further demonstrated with HPLC, with each complex achieving

HPLC purity above 95% (Supplementary Figures S27-544).

oMC Molecular Yield(%) ESI-MS (m/z) Lipophilicity Surface Are? UV/Amax (nm) Fluorescence
Formula [M]+ Calc. (Found) (log lew) (A2) (e/mol-1-dm*-cm~1) x 102 EXmax EMumax ®F
1 Ca3HisN3Pt 84.05 529.0992 (529.0981) 1.04 £ 0.15 773.9 206 (330 + 0.18), 233 (341 + 0.19) 324.02 652.02 0.015 + 0.121
2 CosHyo N3Pt 86.02 557.1305 (557.1295) 1.63 +£0.20 8429 208 (401 £ 0.32), 232 (282 + 0.33) 336.00 634.92 0.024 + 0.175
3 C3pH31 N3Pt 83.59 657.2315 (657.2319) 2.35+0.16 989.4 208 (315 £ 0.14), 232 (252 + 0.16) 395.07 670.00 0.016 4+ 0.187
4 CosHie N3Pt 82.49 553.0992 (553.0989) 112 +£0.11 803.9 204 (442 £ 0.16), 265 (163 £ 0.15) 325.05 654.05 0.021 + 0.236
5 CasHigN3Pt 86.23 567.1149 (567.1147) 1.30 £ 0.16 830.8 206 (402 + 0.11), 274 (153 + 0.19) 394.24 645.05 0.014 + 0.222
6 Ca7HyN3Pt 85.56 581.1305 (581.1308) 1.04 £ 0.25 856.2 207 (398 + 0.15), 284 (130 + 0.12) 325.97 651.01 0.026 + 0.155
7 Cp9Ho4 N3Pt 82.89 609.1618 (609.1611) 2.62 + 0.30 909.8 210 (816 £ 0.12), 280 (359 + 0.18) 391.96 641.01 0.023 + 0.136
8 CoyHi6N5Pt 78.65 605.1054 (605.1057) 1.13+0.14 864.1 206 (263 + 0.26), 254 (121 + 0.21) 332.00 635.07 0.060 £+ 0.172
9 CsyH24 N3Pt 79.89 705.1618 (705.1616) 2.73 £0.34 1117.4 229 (104 £ 0.19), 254 (495 + 0.24) 258.00 699.00 0.064 + 0.249
Table 2. G5 data for each of the nine complexes compared to cisplatin.
. Complex
Cell Line 1 2 3 4 5 P 6 7 8 9 Cisplatin
HT29 10£23 13+£0.3 3.8+0.2 11+£0.7 2.1+0.1 21+£0.1 1.1+0.3 42+03 0.29 £ 0.01 nd
us7 12403 20409 39400 14403 25402 20401 0.38 + 0.02 75408 0.33 4+ 0.03 38+ 1.1
H460 35403 12403 39404 38402 1.3 +0.03 0.67 4+ 0.14 0.29 + 0.03 35404 0.36 + 0.03 09402
A431 3.8+02 14403 57+05 45+05 22402 17402 0.42 + 0.01 57 +0.6 0.36 + 0.02 24403
Dul45 32+04 134 0.9 44+02 46+07 1.8+ 0.1 14404 0.32 + 0.04 81+12 0.57 + 0.04 12401
BE2-C 23+04 51+12 20+0.3 27+03 1.1+03 0.59 £ 0.28 0.17 + 0.05 25+04 0.22 + 0.03 1.9+0.2
SJ-G2 28+ 0.1 12407 3.140.03 3.1 4 0.09 21401 14403 0.27 + 0.01 31401 0.26 + 0.00 04401
MIA 13740 1942 5.1+ 0.97 1440 23403 23402 0.49 + 0.10 1241 0.30 + 0.01 75+ 13
ADDP 43+13 1442 35+ 1.0 49+16 1.7+ 0.6 14406 0.49 + 0.21 33+09 0.30 + 0.04 1240.1
MCEF-7 2.1+ 0.09 12403 24+03 294032 1.9 +0.29 1.3 4+0.12 0.82 4 0.39 22402 0.22 + 0.009 65408
MCF10A 3.6+04 13+0 75+22 41+07 2.6 £0.15 22+£038 0.50 + 0.01 50+0.5 1.00 £ 0.23 nd
S 17 1.1 3.1 1.4 1.4 17 0.6 23 45

SI = Gl5p for normal (non-cancerous) cells/Glsg for cancer cells. SI value > 2 indicated high selectivity.
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Figure 3. UV spectra of PHEN (red), 5MePHEN (blue), 56MePHEN (green), and TMP (black) at the
same concentration in ethanol (Left) and UV spectra of 4 (red), 5 (blue), 6 (green), and 7 (black) at the
same concentration in water (Right).

With the exception of the MLCT/d-d small peak displaying an increased red shift to
230 nm and the large m—mt* peak towards blue, complex 9 displayed a similar spectrum to
those acquired for 4-7. Complex 8 had the most distinct spectra with a large shoulder at
254 nm (whereas other complexes produced a trough in this region) and peaked at 206 nm.
The absorbance of this complex was consistently high between 320 and 200 nm. Comparing
the spectra, cyclometallated complex 4 ([Pt(bequ)(Phen)]*) and [Pt(Phen),]**, where both
coordinated ligands are N"N, displayed similar spectra; however, the largest peak was
blue-shifted (206 compared with 227 nm) and red-shifted (293 nm compared with 277 nm).
A trough at 250 nm was more pronounced, and the peaks were less broad for the N"N
complex, demonstrating that the loss of symmetry that resulted from the coordination of the
cyclometallated C"N ligand impacted on absorbance properties similarly to the differences
seen between the two absorbance spectra of the ligands (PHEN vs. Bequ) alone (Figure 4).

Absorbance

200 250 300 350 400
Wavelength (nm)

Figure 4. UV spectra of PHEN (red) and Bequ (blue) at the same concentration in ethanol

and water solution.

The radiative quantum yield was measured using [Ru(BPY)3]** as the standard. Sam-
ples were measured in water in triplicate, and ®em was calculated according to published
methods [24] (see Supplementary Equation (S3)). ®em was relatively high, making them
good luminescent complexes for use in cells; however, the excitation and emission wave-
lengths were outside the optic window of tissue, meaning their fluorescence properties
are limited to in vitro studies. In future works, we hope to refine our understanding of the
mechanism of action using their fluorescence, for example, in co-localisation studies.

Turning to an assessment of Log Kw (the capacity factor of the compound in 100%
water) (Supplementary Equations (S4) and (S5)), no observable trends could be determined
between the complexes’ volume, surface area, or length and lipophilicity until we divided
them into three representative groups. These were the “BPY” complexes (1-3), the “PHEN”
complexes (4-6), and the “Large” complexes (7-9). However, a positive correlation between
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lipophilicity and the three measurements of size with R? values upwards of 0.97 were
observable. Interestingly, the size of the “PHEN" complexes had no observable effects on
lipophilicity, with R? values in the range of 0.04-0.08. The largest complexes were the most
unusual, in that there seemed to be a mild correlation with the complexes’ volume (R? 0.7),
a tenuous relationship with the complexes’ surface area (R? 0.4), and no relationships with
the complexes’ length (R? 0.04) (Supplementary Tables S5-S8).

The stabilisation of QDNA was undertaken, with the DNA being annealed both in the
presence of CMCs and without the metal complex, added just before the melt (as indicated
by w/0 CMCs and with CMCs, respectively). Seven samples were prepared for each of the
two oligonucleotides with 0, 1, 2, 3, 4, 5, and 6 equivalents of CMCs in triplicate for each
of the nine CMCs. The two sequences selected were the major G-quadruplex structures
formed in human c-MYC promoter gene PDB reference 1XAV (TGA GGG T GGG TA
GGG T GGG TAA) [25,26] and a human telomeric repeat sequence, d[AG3(T,AG3)3] PDB
reference 143D (AGGG TTA GGG TTA GGG TTA GGG) [27]. The 22mer parallel structures
are abbreviated as c-MYC and H-telo, respectively. Both oligonucleotides were stabilised in
the presence of all nine CMCs, with stabilisation increasing as the ratio of CMCs increased.

There were considerable differences between the melting temperature of QDNA
annealed in the presence of CMCs and in their absence, and a more apparent trend was
observed for the c-MYC sequence, which appeared to be destabilised by the presence of
CMCs upon annealing (Figure 5). This trend suggests that 1 equivalent of a CMC initially
disrupted the stability of QDNA during annealing. The addition of subsequent equivalents
stabilised the structure, and we saw the overall stabilisation up to 6 equivalents. It was
anticipated that the melting temperature would have plateaued after a certain number of
equivalents of CMCs, as all the potential binding sites were filled; however, this was not
observed under either of the reaction conditions. For example, for c-MYC annealed with
CMCs, the melting temperature plateaued beyond 2 equivalents remained relatively stable
up to 5 equivalents before spiking at 6 equivalents, whereas for c-MYC annealed in the
absence of CMCs, the melting temperature continued to steadily increase with additional
equivalents of CMCs (Figure 5).

Annealed with CMC Annealed without CMC
i ——bpy
% 95+ 44BPY
——TERTBPY
% %0 ——PHEN
—— 5MEPHEN
& al ——56MEPHEN
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Figure 5. ATM of c-MYC and H-telo per equivalent of CMCs when annealed with vs. without CMCs.
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The change in the melting temperature (ATM) was plotted against lipophilicity, molec-
ular weight, molecular length, molecular volume, surface area, and Gls5( values to determine
if any correlations between these CMC properties and the overall stabilisation of QDNA
could be observed (Supplementary Tables S2-54) for the three groups: the “BPY” complexes
(1-3), the “PHEN" complexes (4-6), and the “Large” complexes (7-9). For the BPY group
size complexes’ length, volume, and surface area, each correlated with c-MYC stabilisation
(R? upwards of 0.98) but less so for H-Telo (R? between 0.4 and 0.7). This trend was not
observed for either of the other two groups, yet stabilisation for both c-MYC and H-Telo
somewhat correlated with CMC lipophilicity. ATM did not seem to directly influence
the Gl5) values, although it was interesting to note that for both the “PHEN" and “BPY”
groups, c-MYC stabilisation related to the Glsy values, whereas for the “Large” group,
H-Telo stabilisation had more of a relationship. These results suggested that the overall size
impacted the capacity to stabilise QDNA, with the largest aromatic CMC, 8, demonstrating
the most stabilising impact on QDNA; however, these complexes can induce their cytotoxic
effect by other means. Alternatively, the absence of observable correlations could be due
to the difference in the occurrence of QDNA between each cell line, and different CMCs
stabilised said QDNA with trends different from those of c-MYC and H-telo. Alternatively,
there lies the possibility for a CMC to be introduced at various stages of the cell cycle. Thus,
in some instances, we could see annealing with CMC effects and in others w/o CMC effects;
this could also relate to under what conditions for each cell line and for how long during
each cell cycle QDNA is present.

Regarding Gls) values against a panel of cell lines, the CMCs displayed activity com-
parable with that of cisplatin (Table 2). Although, at first glance, it may be concluded that
the overall size of the CMC is the determining factor for cytotoxicity, a closer examination
shows otherwise. In order to make sense of the data, we grouped the complexes based
on their N"N ligand, “BPY”, “PHEN", and “Large”, after which trends appeared. For the
“BPY” CMCs, there were no consistent correlations among the complexes’ length, volume,
surface area, or lipophilicity. The “PHEN" complexes had strong correlations between
size indicators and cytotoxicity (R? upwards of 0.95 for most conditions) but not at all for
lipophilicity (R? less than 0.04). Almost the reverse was apparent for the “Large” com-
plexes, with lipophilicity being the strongest predictor of cytotoxicity (R?> upwards of 0.98)
and with only mild to weak correlations to volume and surface area but no relationship
at all with complex length (which made sense, as bathophenanthroline added aromatic
bulk rather than length). Clearly, further investigation into their mechanism of action is
required to understand their cytotoxicity. Further derivatisation and fluorescence in vitro
studies are planned in future work to elucidate the structure-activity relationship and
cytotoxic mechanism.

4. Conclusions

Nine novel cyclometallated metal complexes (CMCs) were synthesised in good yield
and purity and determined to have good photoluminescent and cytotoxic properties. All
CMCs showed strong evidence of QDNA stabilisation using melting experiments for two
of the major G-quadruplex structures formed in humans, the c-MYC promoter gene and a
human telomeric repeat sequence (H-Telo). QDNA stabilisation was achieved both when a
CMC was present and when it was absent at the point of annealing; this could mean that
the QDNA binding capacity would not be negated if entering the cell during the phases of
the cell cycle at which QDNA is yet to form. The Gl5y values in human cancer cell lines
were promising, with all CMCs having enhanced activity relative to cisplatin in some cell
lines and approximately equivalent in others. At the same time, complexes 6, 7, and 9
displayed significantly improved cytotoxicity compared with cisplatin in all cell lines tested
with moderate selectivity for cancer (selectivity index of 4.5). QDNA stabilisation and
cytotoxicity could not be directly correlated. However, some trends were apparent between
the stabilisation of either c-MYC of H-Telo and cytotoxicity, which suggests to us that either
QDNA is not the cellular target or that the presence of QDNA is inconsistent among cell
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lines and has stabilisation factors different from the examples of QDNA tested. Future
work is to focus on two main goals, broadening the range of structures to tease out the
structure—activity relationship and utilising the fluorescence of the complexes to ascertain
the mechanism of action, for example, by tracking their accumulation within cells using
fluorescent co-localisation studies. We believe that these novel complexes provide a new
base complex to be fine-tuned, with their strong photoluminescence providing an advantage
over other platinum(II) complexes currently being investigated for cancer therapy.

5. Patents

The complexes described in this manuscript are included in Western Sydney University
2022 “Platinum (IV) complexes” 197461PRV.
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