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Synthesis, characterization and biological activity
of bis[3-ethyl-4-aryl-5-(2-methoxypyridin-5-yl)-
1-propyl-1,3-dihydro-2H-imidazol-2-ylidene]
gold(i) complexes+
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A series of bis[3-ethyl-4-aryl-5-(2-methoxypyridin-5-yl)-1-propyl-1,3-dihydro-2H-imidazol-2-ylidene]
gold() complexes (2a—f) containing methyl, fluoro or methoxy substituents at various positions in the
4-aryl ring was synthesized and evaluated for their anti-cancer properties in A2780 (wild-type and
Cisplatin-resistant) ovarian carcinoma as well as LAMA 84 (imatinib-sensitive and -resistant) and HL-60
leukemia cell lines. The bis-NHC gold() complexes were more active compared to their related mono-
NHC gold()) analogues and reduced proliferation and metabolic activity in a low micromolar range. With
the exception of 2d (3-F), the compounds displayed higher potency than the established drugs Auranofin
and Cisplatin. The lack of effects against non-cancerous lung fibroblast SV-80 cells indicated a high
selectivity towards tumor cells. All tested complexes generated reactive oxygen species in A2780cis cells;
however, the induction of apoptosis was very low. Furthermore, thioredoxin reductase is not the main
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Introduction

The successful application of Cisplatin in tumor therapy
increased the interest in metal-organic compounds.'™ Gold
complexes came into the focus for drug design, as Auranofin,
originally developed for the treatment of chronic polyarthritis,
displayed strong anti-proliferative and cytotoxic effects in vitro
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target of these complexes, because its inhibition pattern did not correlate with their biological activity.

and in vivo.*” These positive results led to the investigation of
gold complexes as anti-tumor agents. Examples are presented
in ref. 8-10. Analogous to Auranofin, many phosphines were
chosen as ligands, due to their strong and stable bonding to
the gold centre. The respective phosphine gold(1) complexes
exhibited in part outstanding anti-cancer properties, but they
also induced severe side effects, affecting the heart, liver and
1ung.11_13

Considerable progress in the research on gold-based drugs
has been made since the isolation of N-heterocyclic carbenes
(NHCs) by Arduengo and colleagues."* Bulky substituents at
the N1 and N3 of the used 1,3-dihydro-2H-imdazol-2-ylidene
were exploited to prevent dimerization."> This discovery
offered the possibility of synthesizing novel NHCs, which are
suitable as ligands for coordination to metals.

The NHC-metal bond is regarded as more stable than
those formed by phosphines."®"® The high stability is
achieved by three contributions, including the ¢ — d and & —
d donation of the NHC to the metal as well as the d — n*
metal to NHC back-donation.

NHC gold(1) complexes showed potential anti-tumor
activity, whereby in most cases bis-NHC derivatives
([((NHC),Au']") were more effective than their related mono-
NHC analogues (e.g., (NHC)Au'X; X = Cl, Br, I, thiols)."*?

This journal is © The Royal Society of Chemistry 2021


www.rsc.li/dalton
http://orcid.org/0000-0003-4565-4326
http://orcid.org/0000-0002-8774-9051
http://orcid.org/0000-0003-1624-2664
http://orcid.org/0000-0002-0427-4012
http://crossmark.crossref.org/dialog/?doi=10.1039/d0dt03902k&domain=pdf&date_stamp=2021-03-23
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d0dt03902k
https://pubs.rsc.org/en/journals/journal/DT
https://pubs.rsc.org/en/journals/journal/DT?issueid=DT050012

Open Access Article. Published on 08 February 2021. Downloaded on 12/4/2025 3:08:49 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Dalton Transactions

Many bis-NHC gold(1) complexes displayed a remarkable cyto-
toxicity in low micromolar or even nanomolar ranges (see e.g.,
ref. 33-36).

Thioredoxin reductase (TrxR) is discussed as a possible
target for (NHC)Au'X complexes. Gold(i) complexes generally
possess high affinity to Se- and S-containing proteins.*"
Therefore, besides mono-NHC gold(i) complexes, their
[(NHC),Au'T" derivatives act as strong TrxR inhibitors,
t00.'®77*> However, also other modes of action are proposed
for bis-NHC gold(1) species, e.g., interference with the mito-
chondrial permeability transition or the mitochondrial apopto-
tic pathway. After accumulation of [(NHC),Au']" within the
mitochondria, a selective induction of apoptosis occurs,
mediated by a two-stage ligand exchange reaction with
cysteine/selenocysteine.*"** Furthermore, multimodal mecha-
nisms of action such as alterations in the nucleolus on telo-
meres and actin stress fibers have been described.****

In a previous study, we reported on the synthesis and biologi-
cal activity of bromido[3-ethyl-4-aryl-5-(2-methoxypyridin-5-yl)-1-
propyl-1,3-dihydro-2H-imidazol-2-ylidene]gold(r) complexes. The
compounds inhibited the growth and proliferation of A2780/
A2780cis and HL-60 cells in the micromolar range.*® However, in
aqueous solutions a ligand scrambling reaction to the related
[(NHC),Au']" species was noticed.”® Because these degradation
products might participate in the biological activity of (NHC)-
Au'Br complexes, we synthesized a series of bis[3-ethyl-4-aryl-5-(2-
methoxypyridin-5-yl)-1-propyl-1,3-dihydro-2H-imidazol-2-ylidene]
gold(1) derivatives bearing methyl, fluoro or methoxy substituents
at position 4 of the 4-aryl ring (Scheme 1) and evaluated their
anti-cancer effects using ovarian carcinoma and leukemia cell
lines. The influence of the substitution pattern of the 4-aryl
residue was exemplarily studied on 4/3-fluoro and 4/2-methoxy
derivatives, which were easily available using conventional syn-
thesis approaches.

1 \; 3 1.Ag;0

e
Method A 2. Me,SAuC!

Method B

u—Br [ T w
[ compound| 1a,2a | 1b,20

[ acH;, [ aF | sr | aocH, | 20CH, |

| tc.2c | 19,2d,3d | 1e,20,3¢ | 126,31 |

Scheme 1 Synthesis pathway for complexes 2a—f. Method A: (1) com-
pounds la-c, e, f (2.0 eq.), Ag,O (0.7 eq.), rt, dark, o/n, anhydrous DCM/
MeOH (1/1). (2) LiBr (1.6 eq.), Me,SAuUCL (1.0 eq.), rt, dark, 8 h. Method B:
3d (1.0 eq.), 1d (1.2 eq.), K,COs (2.0 eq.), rt, dark, 24 h, anhydrous
acetone.
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Results and discussion
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The formation of the ligands 1a-f followed the same multistep
procedure as that published previously.*

Two synthesis routes were applied to obtain the bis-NHC
gold(1) complexes 2a—f (Scheme 1). The first one (Method A) fol-
lowed the synthesis of (NHC)Au'X complexes, but using a 2-fold
excess of the ligand.”” The coordination of the ligands 1a-c, e, f
to gold(1) was achieved in a consecutive reaction with Ag,O and
subsequent transmetalation with Me,SAuCl. The excess of
ligand guaranteed the nearly quantitative formation of the bis-
NHC gold(x) species 2a-c, e, f. To obtain the 3-F derivative 2d in
satisfying yield, a second procedure (Method B) was performed,
in which the (NHC)Au'Br complex 3d was reacted with the
ligand 1d in the presence of K,COj;. The final complexes were
purified by column chromatography (DCM/EtOAc (1/1)).

For the characterization of 2a-f, "H NMR, *C NMR and
UV-Vis spectroscopy as well as electrospray ionisation mass
spectrometry (ESI-MS) were employed.

Unfortunately, the chemical shift of the signals in the 'H
NMR spectra of the bis-NHC gold() complexes (Fig. S1-S6,
ESIT) did not differ from those of the mono-NHC gold(r) com-
plexes.*> However, in the '*C NMR spectra, the signal of the C2
atom changed upon coordination of a second NHC from about
176 ppm ((NHC)Au'Br) to approximately 183 ppm (Fig. S7-512,
ESIY), indicating the formation of bis-NHC gold(i) compounds.

The UV-Vis spectra of the ligands altered as a consequence of
coordination to gold(1), too (Fig. S13, ESIf). The free ligand 1e, for
instance, showed in its spectrum (Fig. S13A, ESIT) an absorption
at 233 nm, which was shifted in 3e to 226 nm. Strong absorptions
at 254 nm (3e, Fig. S13B, ESI) and 275 nm (2e, Fig. S13C, ESIf)
characterized the (NHC)Au'Br and [(NHC),Au']" complexes,
respectively. The maxima at 226 nm and 233 nm can be assigned
to the t—x* transition of the NHC ligand, while that at 254 nm
and 276 nm correspond to the metal to ligand charge transfer.””

ESI-MS (Fig. S14-S19, ESI{) further confirmed the identity
of the complexes.

HPLC (Fig. S20-S25, ESIt) documented a purity of >99%.
(NHC)AU'Br species possessed retention times of t
5.80-6.02 min, if an RP18 column and an acetonitrile/water
(0.1% TFA) eluent with a gradient from 70 to 90% acetonitrile
was used. The corresponding [(NHC),Au']" complexes were
well separated with ¢, = 6.63-8.52 min.

The structure of the bis-NHC gold(i) complexes was closely
investigated using the example of 2a. It was possible to solve
its X-ray crystal structure. Selected data are summarized in
Table 1 and Fig. 1 shows the molecular (ORTEP) plot. 2a is a
linear complex with conversely arranged ligands. The distance
between the respective carbene carbons and the gold(i) centre
amounts to 2.03 A, very similar to that of the related mono-
NHC gold(1) complexes (e.g., 3f: 2.00 A).*®

Biological activity

The influence of the bis-NHC gold(1) complexes 2a-f on the
proliferation and metabolic activity was evaluated using the
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Table 1 Selected X-ray data of 2a

Monoclinic

C2/c (no. 15)

a=15.3982(3) A, a = 90°
b=9.2903(3) A, f = 94.218(2)°
€=129.2782(8) A, y = 90°

Crystal system
Space group
Unit cell dimensions

Volume 4177.02(19) A®
zZ 4

Density (calculated) 1.941 mg m™®
Absorption coefficient 5.780 mm ™"
F(000) 2328

0.070 x 0.050 x 0.030 mm?
2.562 to 24.996°
-18<h<18,-11<k<11,-34<[<34

Crystal size
O range for data collection
Index ranges

Reflections collected 12106

Independent reflections 3624 [R(int) = 0.0640]
Absorption correction None

Refinement method Full-matrix least-squares on F*
Data/restraints/parameters ~ 3624/0/238

Goodness-of-fit on F* 1.021

Final R indices [I > 26(1)]
R indices (all data)
Largest diff. peak and hole

R; = 0.0358, WR, = 0.0563
R, = 0.0695, WR, = 0.0624
0.689 and —0.569 ¢ A™*

Fig. 1 Molecular (ORTEP) plot of 2a.

Cisplatin-sensitive and -resistant ovarian carcinoma cell lines
A2780 and A2780cis, as well as the leukemic cell lines
LAMA-84 (STI-sensitive and -resistant) and HL-60. Moreover,
the activation of caspases 3/7 as an indication of apoptotic pro-
cesses was exemplarily analyzed in A2780cis cells. The com-
plexes were further examined regarding their ability to induce
the generation of reactive oxygen species (ROS) and their
potential to inactivate TrxR.

Determination of anti-proliferative effects

The impact of the compounds on the proliferation was investi-
gated based on the incorporation of the radioactive-labelled
nucleoside [*H]-thymidine into DNA during the S-phase of the
cell cycle.

As it has already been reported, the ligands displayed scar-
cely any anti-proliferative activity.*’

Auranofin and/or Cisplatin were used in each experiment as
references. Both compounds diminished the proliferation of
A2780 cells at 1 pM to about 4%, but reduced the growth of
A2780cis cells only to 50-60% (Fig. 2).

The complexes 2a-e were less active in Cisplatin-sensitive
A2780 cells at 1 pM and even enhanced the proliferation at the
lowest concentration tested (0.1 uM) in cases of 2a-c, e. In
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Fig. 2 Anti-proliferative effects of 2a—f at concentrations of 0.1, 0.5
and 1 pM in A2780 (purple) and A2780cis (blue) cells, determined after
incubation for 72 h. Auranofin and Cisplatin (1 pM) served as references.
Proliferation in the absence of the compounds was set at 100%. The
mean proliferation + standard error was calculated from three indepen-
dent experiments.

contrast, in A2780cis cells, all compounds, except for 2d,
demonstrated high activity at 0.5 and 1 pM. These concen-
trations are about 10-fold lower than those of the respective
(NHC)Au'Br species required to achieve the same effects. The
complexes 2a and 2b almost blocked the proliferation of
A2780cis cells at 1 pM. Even at 0.5 pM, 2b caused a reduction
to <10%. The 4-OCHj;-substituted complex 2e was marginally
less active (1 uM: 16%; 0.5 uM: 33%). Weaker anti-proliferative
effects were observed for the 4-F derivative 2¢ (1 pM: 29%j;
0.5 uM: 51%).

The shift of the 4-F and 4-OCHj; substituents led to contrary
results. The 3-F derivative 2d was entirely inactive at all con-
centrations used, whereas 2f (2-OCH; derivative) represented
the most active complex and inhibited the proliferation of
A2780cis cells already at 0.5 pM to 0.29% (Fig. 2).

To test if the complexes were able to overcome also other
drug resistances, their anti-proliferative effects were analyzed
against chronic myeloid leukemia LAMA-84 cells, sensitive and
resistant to the tyrosine kinase inhibitor imatinib mesylate
(STI), a drug, which revolutionized the treatment of this
disease.*®

Auranofin was inactive on the LAMA-84 STI-resistant cell
line and reduced the proliferation of STI-sensitive cells at 1 pM
only to approximately 50% (Fig. 3).

In general, the bis-NHC gold(1) complexes were less effective
in LAMA-84 cells in relation to A2780 cells. A strong inhibition
of proliferation was caused only by 2b (4-CHj3) at 1 pM
(LAMA-84 STI-sensitive: 10%; LAMA-84 STI-resistant: 25%).
The positive results of 2f, as discussed above, were not con-
firmed on these cell lines (proliferation at 1 pM, LAMA-84 STI-
sensitive: 27%; LAMA-84 STI-resistant: 58%). Therefore, it can
be assumed that the circumvention of resistance in A2780 cells
with 2a-f followed a specific mode of action, which has to be
elucidated further.

This journal is © The Royal Society of Chemistry 2021
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Fig. 3 Anti-proliferative effects of 2a—f at concentrations of 0.1, 0.5
and 1 pM in LAMA-84 STl-sensitive (red) and LAMA-84 STl-resistant
(green) cells, determined after incubation for 72 h. Auranofin served as a
reference. Proliferation in the absence of the compounds was set at
100%. The mean proliferation + standard error was calculated from
three independent experiments.
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Fig. 4 Anti-proliferative effects of 2a—f at concentrations of 0.1, 0.5
and 1 pM in HL-60 cells, determined after incubation for 72 h. Auranofin
served as a reference. Proliferation in the absence of the compounds
was set at 100%. The mean proliferation + standard error was calculated
from three independent experiments.

The activity of the bis-NHC gold(i) complexes was also ana-
lyzed in HL-60 cells (Fig. 4). Auranofin did not influence these
cells at concentrations <1 pM. In contrast, 2a-c reduced the
proliferation at 0.1 uM to about 52-66%. The 2-OCH;-substi-
tuted complex 2f was again the most active one at 0.5 and
1 pM (inhibition to 8% and 2%, respectively). Its 4-OCHj
derivative 2e interfered with the proliferation only at 1 uM
(proliferation: 34%).

For a better evaluation of the anti-proliferative effects, ICs,
values were calculated on the basis of the data presented in
Fig. 2-4. From Table 2 it can be deduced that especially the
Cisplatin-resistant A2780cis cell line and HL-60 cells were
highly sensitive to the complexes. Based on the above-men-
tioned results, the following descending order of effectiveness
can be obtained for the 4-substituted derivatives: 2b (4-CH3) >
2a (H) > 2e (4-OCH3;) > 2¢ (4-F). The complexes were active with

This journal is © The Royal Society of Chemistry 2021
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Table 2 Anti-proliferative effects in A2780/A2780cis, LAMA-84 STI-
sensitive/STl-resistant and HL-60 cells, determined by [*H]-thymidine
uptake. The ICso value represents the concentration causing a 50%
decrease in cell growth after incubation for 72 h

LAMA-84 LAMA-84

Compound A2780 A2780cis STI-sensitive STI-resistant HL-60
2a 0.93 0.53 0.67 >1 0.21
2b 0.65 0.16 0.55 0.73 0.12
2¢ >1 0.51 0.98 >1 0.21
2d >1 >1 >1 >1 >1

2e 0.53 0.26 0.63 >1 0.58
2f 0.19 0.21 0.44 0.98 0.23

ICs, values <1 pM. Interestingly, the shift of the 4-OCH; substi-
tuent (2e) to position 2 (2f) further increased the activity,
while the change of the fluorine substituent (4-F — 3-F)
strongly suppressed the anti-proliferative capacity. The 3-F-sub-
stituted complex 2d reduced the proliferation only at concen-
trations >1 pM. This finding contradicts that of the related
(NHC)Au'Br complexes. The mono-NHC gold(i) complexes
were only effective at concentrations >5 pM and the substitu-
ents enhanced the efficacy in the order 4-OCH; > 4-F > 4-CH; >
H. The shift of the substituents in the 3/2 position of the 4-aryl
ring led in each case to an increase of potency.*®

In a recently published study, the stability of the 4-OCH3;-
substituted (NHC)Au'Br complex 3e was investigated. The
complex partially degraded in aqueous acetonitrile/water mix-
tures within 72 h to the [(NHC),Au']" complex 2e and its
gold(m) derivative [(NHC),Au""Br,]".*® It was postulated that
this reaction also occurs under cell-culture conditions and that
2e is involved in the anti-proliferative capacity. Indeed, 2e was
>10-fold more effective than 3e and might contribute to the
effects of 3e. In contrast, 2a was one of the most potent bis-
NHC gold(1) complexes in this study, while its mono-NHC
derivative was completely inactive up to a concentration of
10 pM. These discrepancies require a more detailed assess-
ment of the stability of (NHC)Au'X (X = Cl, Br, I) complexes
under physiological conditions. Furthermore, it is necessary to
know more about the effectiveness of [(NHC),Au']" complexes
in the presence of biomolecules. These studies are currently
ongoing and will be part of forthcoming papers.

The complexes 2a, 2b, 2d and 2f were selected for investi-
gations on the SV-80 lung fibroblast cell line to analyze the
influence on the growth of non-cancerous cells (Fig. 5).

Among the complexes, only 2a and Auranofin reduced at
1 uM the proliferation of SV-80 cells to 6% and 77%, respect-
ively. The other complexes did not affect the cell growth, indi-
cating high tumor selectivity, as demonstrated in the examples
of ovarian cancer and leukemic cell lines (especially HL-60).

Effect on metabolic activity

To evaluate if the anti-proliferative activity was also
accompanied by cell death, the metabolic activity of the cells
exposed to the complexes was measured after incubation for

72 h employing a modified MTT (3-(4,5-dimethylthiazol-2-yl)-

Dalton Trans., 2021, 50, 4270-4279 | 4273
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Fig. 5 Anti-proliferative effects of 2a, 2b, 2d and 2f at concentrations
of 0.1, 0.5 and 1 uM in SV-80 cells, determined after incubation for 72 h.
Auranofin served as a reference. Proliferation in the absence of the com-
pounds was set at 100%. The mean proliferation + standard error was
calculated from three independent experiments.

2,5-diphenyltetrazolium bromide) assay as previously adapted
for the corresponding mono-NHC gold(i) complexes.*’ In
living cells, a bright yellow tetrazolium salt is transformed by
cellular oxidoreductase enzymes to an insoluble orange forma-
zan derivative, which is quantified after dissolution by photo-
metric analysis and correlated with the metabolic activity and
as a consequence with the viability of the cells.

The effects on the metabolic activity were slightly weaker
than those on the proliferation (Fig. 6 and S26-S27, ESIt), but
show the same trend in all cell lines. Therefore, only the
effects on A2780 and A2780cis cells are discussed below.

Auranofin was nearly inactive at a concentration of 1 uM,
while Cisplatin inhibited the metabolic activity of A2780 cells
to 55% (Fig. 6). In general, and in agreement with the prolifer-
ation data, all compounds stimulated at 0.1 uM the metabolic
activity. As the most potent complex, 2f reduced at 0.5 and

250
[ Az780
[C_J A2780cis|

200 +

N

a

o
1

Metabolic Activity [%]
3
1
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2b

2c

2d
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Fig. 6 Anti-metabolic effects of 2a—f at concentrations of 0.1, 0.5 and
1 pM in A2780 (purple) and A2780cis (blue) cells, determined after incu-
bation for 72 h. Auranofin and Cisplatin served as references. Metabolic
activity in the absence of the compounds was set at 100%. The mean
metabolic activity + standard error was calculated from three indepen-
dent experiments.
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1 pM the viability of wild-type and resistant cells to about 10%
and 20%, respectively. Compounds 2a-c were slightly less
effective, but indicated at 1 pM a better response of resistant
cells (metabolic activity of A2780cis cells: <20%; A2780 cells:
25-50%). The 4-OCH; derivative 2e caused lower effects than
2b (4-CH3) and 2c¢ (4-F). Besides the proliferation, the 3-F
isomer 2d also stimulated the metabolic activity of the cells
(e.g., about 140% (A2780) and 190% (A2780cis) at 0.5 and
1 pM).

In this assay, too, the bis-NHC gold(1) complexes were more
effective than their (NHC)Au'Br analogues. The latter influ-
enced the metabolic activity only at concentrations >7.5 uM.
The exception was the 4-OCHj;-substituted complex 3e, which
reduced the viability of A2780cis cells at 5 pM to 15%."*

It is worth mentioning that the metabolic activity of the
non-cancerous lung fibroblast cell line SV-80 was not dimin-
ished by the compounds (Fig. S28, ESIf), which again con-
firmed their selectivity towards tumor cells.

Analysis of caspases 3/7 activity

Reduced metabolic activity may be an indicator of apoptosis
induction. Therefore, A2780cis cells were exposed for 24 h to
various concentrations (0.1, 0.5 and 1 pM) of compounds
2a-c¢, e and apoptosis induction was estimated by the activity
of the effector caspases 3/7*° in a luminescence assay. Only
the unsubstituted 2a induced a slightly enhanced activity of
caspases 3/7, however, solely at a concentration of 1 uM. These
low effects and the high standard deviation suggest that induc-
tion of apoptosis is not a preferred mode of action exerted by
this bis-NHC gold(1) series (Fig. 7).

Influence on the generation of ROS

It is well known that mitochondrial ROS (mROS) play an
important role in cell-cycle progression. Low levels enhance
cell proliferation and differentiation, while increased mROS,
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Fig. 7 Induction of caspases 3/7 activity by the complexes 2a—c, e at
0.1, 0.5 and 1 pM after incubation for 24 h in A2780cis cells. Caspases
3/7 activity without compounds was set at 1. The mean activity + stan-
dard deviation was calculated from two independent experiments.
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generated by external and internal factors, lead to cell death as
a consequence of oxidative damage of lipids, proteins and
DNA.*°

As gold(1) complexes can strongly affect the mROS content,
the produced ROS in A2780cis cells were stained with
MitoTrackerRed and analyzed with a confocal microscope
according to a published procedure.>

All tested compounds (1 uM) induced the generation of
mROS after 24 h (Fig. 8). Although quantification is not feas-
ible, the obtained images indicate that 2¢ promoted the stron-
gest oxidative stress. Only minimal production of mROS was
observed upon incubation with 2b and Auranofin. Therefore,
generation of ROS may be a general, not a specific, mode of
action for these compounds.

Effects on the activity of thioredoxin reductase

The enzyme TrxR regulates the intracellular redox environment
by reducing thioredoxin (Trx) and protects, e.g., proteins from
oxidative aggregation and inactivation. It is well known that
the binding tendency of Auranofin and gold complexes to the
selenocysteine in the active site of the enzyme is high.*?
Therefore, the complexes 2a-f (1 uM) were incubated with iso-
lated TrxR and its activity was correlated with the ability to
transform 5,5'-dithiobis-(2-nitrobenzoic acid) (DTNB) to 5-thio-
2-nitrobenzoic acid (TNB).

Interestingly, the inhibition of TrxR by the complexes did
not correspond to their anti-proliferative/anti-metabolic
activity. The nearly inactive 2d (3-F) and the most cytotoxic 2f
(2-OCH;) complexes revealed to be the most potent inhibitors
of TrxR. Both compounds completely repressed the conversion
of DTNB (Fig. 9). The complexes 2a (H) and 2e (4-OCHj;)
exhibited similar activity as Auranofin, while 2b (4-CH;) and 2¢
(4-F) showed the weakest inhibition of TrxR.

The effects of 2¢ and 2e can be compared with that of their
related (NHC)Au'Br analogues, both tested previously with the
same assay set-up.*® 2¢ and 2e showed a clearly lower potential

Untreated cells

Auranofin

Fig. 8 Formation of mROS in A2780cis cells after incubation for
24 h with the complexes 2a—c, e (1 pM). A negative control of untreated
A2780cis cells and Auranofin served as references.
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Fig. 9 Inhibition of the TrxR-mediated conversion of 5,5-dithiobis-
(2-nitrobenzoic acid) to 5-thio-2-nitrobenzoic acid, quantified by UV
measurement at 412 nm. The influence of 2a—f (1 uM) was observed
over a period of 170 min. Auranofin served as a reference. The mean
TrxR activity + standard error was calculated from three independent
experiments.

to inhibit TrxR activity than related mono-NHC gold(i) com-
plexes, which fully inactivated the enzyme. This finding can be
attributed to the easier and faster substitution of the bromide
ligand for selenium. This hypothesis, however, needs to be
confirmed by reactivity studies, which are currently in progress
in a further structure-activity relationship (SAR) study.

Based on these data, it appears that inhibiting TrxR is not
the main mechanism of the anti-cancer action caused by the
present bis-NHC gold(1) complexes.

Conclusion

A variety of  Dbis[3-ethyl-4-aryl-5-(2-methoxypyridin-5-yl)-
1-propyl-1,3-dihydro-2H-imidazol-2-ylidene]gold(r) complexes
were synthesized, spectroscopically characterized and tested
for their biological effects against ovarian cancer and leukemia
cell lines. Compared to previously reported related (NHC)Au'Br
complexes (active at concentrations >5 pM), representatives of
this series inhibited the proliferation/metabolic activity of the
cells already in a low micromolar range. They circumvented
the Cisplatin resistance of A2780 ovarian cancer cells. For
instance, complex 2b blocked at 1 pM the proliferation and
reduced the metabolic activity of A2780cis cells to <10%.
Apoptosis, however, may not be the cause of cell death, since
only weak activity of caspases 3/7 was detected after 24 h.

The highest effects of the complexes were observed on the
HL-60 cell line (Table 2) as they diminished the proliferation
to approximately the half already at a concentration of 0.1 uM.
It should be highlighted that the complexes 2a-c, e did not
influence non-cancerous lung fibroblast SV-80 cells at concen-
trations <1 uM, indicating selectivity towards tumor cells.

All compounds induced the generation of ROS, although to
a varying degree, which did not correlate with the cell growth
inhibitory effects. The impact on the activity of TrxR was inves-
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tigated, too, as this enzyme is generally assumed to be the
main target of anti-tumor active gold complexes. Indeed, 2d
and 2f completely terminated the conversion mediated by the
enzyme, while 2a and 2e displayed similar activity as
Auranofin. 2b and 2c showed only marginal inhibition of TrxR.
An accordance with their anti-proliferative/anti-metabolic
potency is not given.

This SAR study clearly demonstrated that the biological
effects of the bis-NHC gold(i) complexes depended on the sub-
stitution pattern of the 4-aryl ring. However, an evident corre-
lation between the modality of substitution and the activity
cannot be deduced. At this point, a clear statement about the
role of the substituent cannot be given. However, it was found
that the shift of the electron-donating OCH; group from the 4-
to the 2-position improved the efficiency of the compound.
The ligand scrambling reaction has to be taken into account,
as the bis-NHC gold(1) complexes displayed a different anti-
cancer pattern from those of the respective mono-NHC gold()
complexes. Therefore, additional intrinsic and extrinsic
factors, e.g., substituent effects, incubation temperature and
solvents, have to be examined to gain more insight into the
efficacy of [(NHC)Au']" complexes.

Materials & methods

Chemical reagents and solvents were purchased from commer-
cial suppliers (Sigma-Aldrich, Fluka, Alfa Aesar and Acros) and
used without further purification. Analytical thin layer chrom-
atography on silica gel: Polygram® SIL G/UV,s, (Macherey-
Nagel) plastic backed plates (0.25 mm layer thickness) with a
fluorescent indicator or Merck TLC silica gel 60 F,s5, alu-
minium backed plates. The spots were visualized using UV
light (254 nm). Column chromatography: silica gel 60
(0.040-0.063 mm). Microwave assisted reactions: CEM Discover
microwave (Software Synergy, CEM Corporation). NMR spectra:
Bruker Avance 4 Neo operating at 400 MHz (‘"H NMR) and
100 MHz (**C NMR) (2 channels, rt BBFO probe) with a sample
charger and Bruker Avance II+ (3 channels, liquid N, cooled
TCI Prodigy probe) systems. Deuterated solvents: Euriso-top®.
Chemical shifts are given in parts per million (ppm) and coup-
ling constants (/) are reported in Hertz (Hz). The centre of the
solvent signal and the tetramethylsilane (TMS) signal served as
the internal standard. Mass spectra: Orbitrap Elite mass
spectrometer (Thermo Fisher Scientific, Waltham, USA) using
direct infusion. HPLC experiments: Shimadzu prominence
HPLC, equipped with a SIL-20A HT auto sampler, a CTO-10AS
VP column oven, a DGU-20A degasser, a SPD-M20A detector
and LC-20AD pumps a KNAUER 250 x 4 mm Eurospher 100-5
C18 column. The software for data processing was
LabSolutions. Graphics were created with OriginPro 2018G
(OriginLab Corporation, Northampton, MA, USA).

Synthesis

General method A. 2.0 eq. of the imidazolium hexafluoro-
phosphate salt (1a-c, e, f) were dissolved in anhydrous DCM/
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MeOH (1/1) under a nitrogen atmosphere. 0.7 eq. of silver(rjoxide
were added and the suspension was stirred overnight (o/n) at room
temperature (rt) under protection from light. Afterwards, 1.6 eq. of
lithium bromide and 1.0 eq. of chlorido(dimethylsulfide)gold(x)
were added and it was stirred for further 8 h. Thereafter, the
mixture was filtered over a pad of Celite and the solid was washed
with MeOH. The solvent from the filtrate was removed under
reduced pressure and the remaining crude product was purified by
chromatography (silica gel, DCM/EtOAc (1/1)) and subsequent crys-
tallization from MeOH/H,O (1/1).

General method B. 1.0 eq. of the imidazolium gold(i)
complex 3d and 1.2 eq. of imidazolium hexafluorophosphate
salt 1d were dissolved in absolute acetone under a nitrogen
atmosphere under protection from light. Potassium carbonate
(2.0 eq.) was added and the reaction mixture was allowed to
stir for 24 h at rt. The solvent was removed under reduced
pressure and the solid was resuspended in CHCIl; and filtered
over a pad of Celite. The filtrate was evaporated to dryness and
the obtained solid was washed with EtOAc.

Bis[3-ethyl-4-phenyl-5-(2-methoxypyridin-5-yl)-1-propyl-1,3-
dihydro-2H-imidazol-2-ylidene]gold(i) bromide (2a). Method
A, from 1a (80 mg, 0.24 mmol); colorless solid (yield: 67 mg,
0.07 mmol, 43%).

'H NMR (400 MHz, CDCl;): 6 = 0.90 (t, 6 H, J = 7.4 Hz), 1.39
(t, 6 H,J = 7.4 Hz), 1.82 (qt, 4 H, ] = 7.4, 7.4 Hz), 3.92 (s, 6 H),
4.12-4.31 (m, 8 H), 6.77 (d, 2 H, J = 8.8 Hz), 7.23-7.29 (m, 4 H),
7.38-7.41 (m, 6 H), 7.52 (dd, 2 H, J = 8.8, 2.4 Hz), 8.02 (d, 2 H, J
= 2.0 Hz). >C NMR (100 MHz, CDCl;): § = 11.3, 17.4, 25.3,
44.5, 50.8, 53.8, 111.5, 116.8, 127.2, 128.9, 129.1, 129.7, 130.7,
132.8, 140.7, 148.6, 164.6, 183.3. ESI-MS m/z: 839.3310 (M —
Br)', calculated: 839.3349.

Bis[3-ethyl-4-(4-methylphenyl)-5-(2-methoxypyridin-5-yl)-1-
propyl-1,3-dihydro-2H-imidazol-2-ylidene]gold(i) bromide (2b).
Method A, from 1b (80 mg, 0.23 mmol); colorless solid (yield:
74 mg, 0.08 mmol, 47%).

'H NMR (400 MHz, CDCl;): 6 = 0.89 (t, 6 H, J = 7.4 Hz), 1.38
(t, 6 H,J = 7.2 Hz), 1.81 (qt, 4 H, J = 7.4, 7.4 Hz), 3.81 (s, 3 H),
3.93 (s, 3 H), 4.10-4.28 (m, 4 H), 6.77 (dd, 1 H, J = 8.6, 0.6 Hz),
6.90 (d, 2 H, /= 8.8 Hz), 7.17 (d, 2 H, J = 9.0 Hz), 7.51 (dd, 1 H, J
= 8.6, 2.4 Hz), 8.01 (dd, 1 H, J = 2.4, 0.6 Hz). *C NMR (100 MHz,
CDCLy): 6 = 11.3, 17.4, 25.3, 44.3, 50.8, 53.8, 55.4, 111.5, 114.6,
116.9, 119.0, 128.8, 132.0, 132.7, 140.7, 148.6, 160.5, 164.5,
183.1. ESI-MS m/z: 867.3608 (M — Br)*, calculated: 867.3661.

Bis[3-ethyl-4-(4-fluorophenyl)-5-(2-methoxypyridin-5-yl)-1-propyl-
1,3-dihydro-2H-imidazol-2-ylidene]gold(r) bromide (2c). Method A,
from 1c (80 mg, 0.23 mmol); colorless solid (yield: 76 mg,
0.09 mmol, 48%).

'H NMR (400 MHz, CD;CN): § = 0.89 (t, 6 H, J = 7.4 Hz),
1.38 (t, 6 H,J=7.4 Hz), 1.81 (qt, 4 H, J = 7.4, 7.4 Hz), 3.93 (s, 6
H), 4.10-4.30 (m, 8 H), 6.78 (d, 2 H,J = 8.4 Hz), 7.10 (t, 4 H, J =
8.4 Hz), 7.24-7.31 (m, 4 H), 7.52 (dd, 2 H, J = 8.8, 2.6 Hz), 8.01
(d, 2 H, J = 2.0 Hz). "*C NMR (100 MHz, CD;CN): § = 11.3, 17.3,
25.3, 44.4, 50.9, 53.8, 111.6, 116.5 (d, J = 21.8 Hz), 123.2 (d, ] =
3.4 Hz), 129.2, 131.8, 132.7 [d,_] = 8.7 Hz), 140.7, 148.6, 163.4
(d, ] = 251.0 Hz), 164.6, 183.4. ESI-MS m/z: 875.3123 (M — Br)’,
calculated: 875.3159.

This journal is © The Royal Society of Chemistry 2021
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Bis[3-ethyl-4-(3-fluorophenyl)-5-(2-methoxypyridin-5-yl)-1-propyl-
1,3-dihydro-2H-imidazol-2-ylidene]gold(1) bromide (2d). Method B,
from 1d (81 mg, 0.23 mmol) and 3d (122 mg, 0.19 mmol);
colorless solid (yield: 122 mg, 0.13 mmol, 44%).

'H NMR (400 MHz, CDCl;): 6 = 0.91 (t, 6 H, J = 7.4 Hz), 1.43
(t, 6 H,J = 7.4 Hz), 1.79 (qt, 2 H, J = 7.4, 7.4 Hz), 3.93 (s, 6 H),
4.02-4.05 (m, 4 H), 4.15 (qt, 4 H, ] = 7.4, 7.4 Hz), 6.79 (dd, 2 H, ] =
8.8, 2.6 Hz), 7.10 (t, 1 H, J = 8.4 Hz), 7.12 (t, 1 H, J = 8.4 Hz),
7.39-7.43 (m, 4 H), 7.53 (dd, 2 H, J = 8.8, 2.6 Hz), 8.05 (d, 2 H, J =
2.0 Hz). ®C NMR (100 MHz, CDCly): § = 11.3, 17.4, 25.3, 44.6,
50.9, 53.8, 111.6, 117.5 (d, J = 68.3 Hz), 126.8 (d, ] = 4.6 Hz), 129.2,
131.1 (d, J = 8.7 Hz), 131.4, 140.7, 148.6, 161.5, 163.9, 164.8,
183.7. ESI-MS m/z: 875.3123 (M — Br)+, calculated: 875.3159.

Bis[3-ethyl-4-(4-methoxyphenyl)-5-(2-methoxypyridin-5-yl)-1-
propyl-1,3-dihydro-2H-imidazol-2-ylidene]gold(1) bromide (2e).
Method A, from 1e (80 mg, 0.22 mmol); colorless solid (yield:
68 mg, 0.08 mmol, 44%).

"H NMR (400 MHz, CDCl;): 6 = 0.89 (t, 6 H, J = 7.4 Hz), 1.38
(t, 6 H,J = 7.2 Hz), 1.81 (qt, 4 H, J = 7.4, 7.4 Hz), 3.81 (s, 3 H),
3.93 (s, 3 H), 4.10-4.28 (m, 8 H), 6.77 (dd, 2 H, J = 8.6, 0.6 Hz),
6.90 (d, 4 H, J = 8.8 Hz), 7.17 (d, 4 H, J = 9.0 Hz), 7.51 (dd, 2 H,
J = 8.6, 2.4 Hz), 8.01 (dd, 2 H, J = 2.4, 0.6 Hz). *C NMR
(100 MHz, CDCLy): 6 = 11.3, 17.4, 25.3, 44.3, 50.8, 53.8, 55.4,
111.5, 114.6, 116.9, 119.0, 128.8, 132.0, 132.7, 140.7, 148.6,
160.5, 164.5, 183.1. ESI-MS m/z: 899.3539 (M — Br)*, calculated:
899.3559.

Bis[3-ethyl-4-(2-methoxyphenyl)-5-(2-methoxypyridin-5-yl)-1-
propyl-1,3-dihydro-2H-imidazol-2-ylidene]gold(r) bromide (2f).
Method A, from 1f (60 mg, 0.17 mmol); colorless solid (32 mg,
0.03 mmol, 30%).

"H NMR: (400 MHz, CDCl;): § = 0.89 (t, 6 H, J = 8.0 Hz),
1.35 (t, 6 H, J = 8.0 Hz), 1.81-1.89 (m, 4 H), 3.80 (s, 6 H), 3.91
(s, 6 H), 3.99-4.08 (m, 4 H), 4.13-4.19 (m, 4 H), 6.75 (d, 2 H, ] =
8.4 Hz), 6.93-6.96 (m, 4 H), 7.10 (dd, 2 H, J = 7.7, 1.7 Hz), 7.39
(dt, 2 H, J = 8.4, 1.4 Hz), 7.51 (dd, 2 H, J = 8.5, 2.5 Hz), 7.99 (d,
2 H, J = 1.9 Hz). *C NMR (100 MHz, CDCl;): § = 11.3, 17.2,
25.4, 44.6, 50.8, 53.8, 55.6, 111.3 (twice), 115.8, 117.2, 121.1,
129.3, 132.0, 132.9, 140.7, 148.3, 158.2, 164.6, 183.2. ESI-MS m/
2: 899.3539 (M — Br)', calculated: 899.3559.

Crystallography

A Bruker D8 Quest Kappa diffractometer equipped with a
Photon 100 detector was used to collect the single-crystal
intensity data. Monochromatized MoKa radiation was gener-
ated using an Incoatec microfocus X-ray tube (50 kV/1 mA
power settings) in combination with a multilayer optic. The
crystallographic data of 2a were deposited as CCDC 1923123.+

Cell lines

The acute myeloid leukemia HL-60 and the chronic myeloid
leukemia LAMA-84 cell lines were purchased from DSMZ -
German Collection of Microorganisms and Cell Cultures,
Braunschweig, Germany. The ovarian carcinoma cell lines
A2780 and A2780cis (Cisplatin-resistant) were kindly provided
by the Department of Gynecology, Medical University
Innsbruck, and the non-cancerous lung fibroblast cell line
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SV-80 by the Department of Hematology, Medical University
Innsbruck. All cell lines were grown in RPMI 1640 medium
without phenol red (BioWhittaker, Lonza, Walkersville, MD,
USA), supplemented with r-glutamine (2 mM), penicillin (100
U mL™"), streptomycin (100 pg mL™") and fetal bovine serum
(FBS; 10%; all from Invitrogen Corporation, Gibco, Paisley,
Scotland) at 37 °C under a 5% CO,/95% air atmosphere and
fed/passaged twice weekly. LAMA-84 cells have been made
resistant to STI by treating with increasing concentrations of
STI for several weeks. To maintain resistance, A2780cis and
LAMA-84 STI-resistant cells were incubated every second week
with Cisplatin (1 pM) and STI (1.5 uM), respectively.

Analysis of metabolic activity and proliferation

Logarithmically growing cells were resuspended in cell-culture
medium at a density of 1 x 10° cells per mL and plated in
triplicate in U-bottomed or flat-bottomed microtiter plates
(50 pL; Falcon, Becton Dickinson, Franklin Lakes, NJ, USA).
Different concentrations of compounds were added in tripli-
cate 2 h thereafter. After incubation for 72 h at 37 °C in a 5%
CO,/95% air atmosphere, cultures were analyzed for metabolic
activity using a modified MTT assay (EZ4U kit; Biomedica,
Vienna, Austria) according to the manufacturer’s instructions.
For the analysis of cell proliferation each well was exposed to
2 uCi of [*H]-thymidine (2 Ci per mmol; Hartmann Analytic,
Braunschweig, Germany) for the last 12-16 h of incubation.
Then, the cells were harvested using a semi-automated device
and [*H]-thymidine uptake into the cells expressed as counts
per minute (cpm) was measured using a scintillation counter
(MicroBeta TriLux, PerkinElmer, Waltham, MA, USA).

The proliferation and the metabolic activity in the absence
of the compounds were set at 100%.

Generation of mROS

A2780cis cells (2 x 10" cells per well) were grown on LabTek
Chamber slides (Nalge Nunc International, Rochester, NY,
USA) for 24 h at 37 °C under a 5% CO,/95% air atmosphere.
Afterwards, complexes 2a-c, e and Auranofin, respectively,
were added to achieve a concentration of 1 uM and the cells
were incubated again for 24 h. Fifteen min prior to the visual-
ization of mROS with a confocal microscope (Zeiss Axio
Observer Z1), 5 pL of 1 m HEPES buffer (Biochrom, Berlin,
Germany) and 2 pL of reduced MitoTrackerRed/H2XROS (200
nM; Introgen, Carlsbad, CA, USA) were added to each well.
TrxR inhibition

All complexes were investigated for their potential to inhibit
TrxR with a Thioredoxin Reductase Assay Kit (Sigma Aldrich
Chemie GmbH, Steinheim, Germany). The assay was per-
formed following a modified procedure as reported earlier.*®
All compounds were evaluated at 1 uM on the isolated enzyme.
The TrxR activity was determined by the reaction of DTNB in
the presence of NADPH/H' to two moles of TNB. After the
addition of DTNB, the absorption of TNB was measured at
412 nm with a microplate reader (Enspire, PerkinElmer) every
5 min for 170 min.
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Caspases 3/7 assay

Exponentially growing cells were seeded in 96-well plates (2 x
10" cells per well, 50 pL per well) in triplicate. The compounds
were added at appropriate concentrations after 2 h. Following
cultivation for 24 h at 37 °C under a 5% CO,/95% air
atmosphere, the supernatant
white 96-well plates and the induction of apoptosis was
recorded by caspases 3/7 detection using the Caspase-Glo 3/7
kit (Promega, Madison, USA) according to the manufacturer’s
recommendations. Values were normalized to the lumine-
scence values of the medium only. All values were calculated
in relation to the caspases 3/7 activity of the untreated cells,
which was set at 1.

was transferred into

Abbreviations

CDCl; Deuterated chloroform

CD;CN Deuterated acetonitrile

CHCI; Chloroform

DCM Dichloromethane

DTNB  5,5'-Dithiobis-(2-nitrobenzoic acid)

eq. Equivalents

EtOAc  Ethyl acetate

ESI-MS Electrospray ionisation mass spectrometry

FBS Fetal bovine serum

HPLC  High performance liquid chromatography

mROS  Mitochondrial ROS

MeOH Methanol

MTT 3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium
bromide

NHC N-Heterocyclic carbene

NMR  Nuclear magnetic resonance

o/n Overnight

ORTEP Oak ridge thermal-ellipsoid plot

ROS Reactive oxygen species

RPMI  Roswell park memorial institute

rt Room temperature

SAR Structure-activity relationship
STI Imatinib mesylate

TFA Trifluoroacetic acid

TNB 5-Thio-2-nitrobenzoic acid
Trx Thioredoxin

TrxR Thioredoxin reductase
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