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Ruthenium(II) Complexes with 
2-Phenylimidazo[4,5-f][1,10]
phenanthroline Derivatives 
that Strongly Combat Cisplatin-
Resistant Tumor Cells
Leli Zeng, Yu Chen, Jiangping Liu, Huaiyi Huang, Ruilin Guan, Liangnian Ji & Hui Chao

Cisplatin was the first metal-based therapeutic agent approved for the treatment of human cancers, 
but its clinical activity is greatly limited by tumor drug resistance. This work utilized the parent complex 
[Ru(phen)2(PIP)]2+ (1) to develop three Ru(II) complexes (2–4) with different positional modifications. 
These compounds exhibited similar or superior cytotoxicities compared to cisplatin in HeLa, A549 and 
multidrug-resistant (A549R) tumor cell lines. Complex 4, the most potent member of the series, was 
highly active against A549R cancer cells (IC50 = 0.8 μM). This complex exhibited 178-fold better activity 
than cisplatin (IC50 = 142.5 μM) in A549R cells. 3D multicellular A549R tumor spheroids were also used 
to confirm the high proliferative and cytotoxic activity of complex 4. Complex 4 had the greatest cellular 
uptake and had a tendency to accumulate in the mitochondria of A549R cells. Further mechanistic 
studies showed that complex 4 induced A549R cell apoptosis via inhibition of thioredoxin reductase 
(TrxR), elevated intracellular ROS levels, mitochondrial dysfunction and cell cycle arrest, making it an 
outstanding candidate for overcoming cisplatin resistance.

Cisplatin is an effective antitumor agent that acts on DNA and is largely employed as the first metal-based ther-
apeutic in the clinic against a wide spectrum of solid tumors1,2. However, drug resistance to cisplatin limits its 
applications and represents a continuing challenge3. Drug resistance mainly arises from different cellular adap-
tations, including reduced cellular drug concentration, increased rates of drug damage repair and drug deactiva-
tion4. Theoretically, there is a need for an effective anticancer drug that exhibits increased cellular uptake in tumor 
cells and is able to maintain sufficient drug concentrations to kill cancer cells5,6. Compared with platinum agents, 
some of the new transition metal complexes breakdown less easily, which is an important property for the deliv-
ery of drugs to locations where they are needed to fight cancers in the body7,8. Worldwide efforts to develop alter-
native organometallic drug designs that are distinct from cisplatin and have different targets have been directed 
toward overcoming this issue9–14.

Due to their octahedral geometry, ruthenium complexes are widely utilized to construct highly effective 
anticancer agents with high selectivity and fewer (and less severe) side effects compared to platinum drugs15. 
Ruthenium complexes have been investigated for use as DNA topoisomerase inhibitors16, TrxR inhibitors17, anti-
microbial agents18, molecular probes19, and anticancer agents20. Gratifyingly, three ruthenium-based chemothera-
peutics are currently in clinical trials. Some ruthenium complexes have been proven to be mitochondria-targeting 
anticancer drug candidates21, which often induce redox reactions inside cancer cells resulting in an increase in 
reactive oxygen species (ROS)22. Some studies have observed reduced mitochondrial accumulation of cisplatin 
in cisplatin-resistant cells23; in contrast, ruthenium-based drugs have been found to have different subcellular 
distributions and no decrease in the amount of ruthenium was observed in cisplatin-resistant cells24. Moreover, 
complexes with mitochondria-targeting functionality have been created as efficient anticancer drugs that are 
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immune to cisplatin resistance25,26. Therefore, mitochondria-targeting Ru(II) complexes are potential strong can-
didates for combating cisplatin-resistant tumor cells.

Fluorine substituents have become a common and important drug component. They enhance the lipophilicity 
and biological activity of drug compounds27,28, and their introduction has been facilitated by the development of 
safe and selective fluorinating compounds29. Accordingly, the design of drug-like heterocyclic organic small mol-
ecules with trifluoromethyl groups that chelate ruthenium has generated promising anticancer drug candidates30. 
In addition, 2-phenylimidazo[4,5-f][1,10]phenanthroline (PIP) and its derivatives are widely used in medicinal 
chemistry. Ru(phen)2(PIP)2+ is a famous mitochondria-targeting Ru(II) complex31. As shown in scheme 1, a PIP 
ligand modified by the incorporation of a trifluoromethyl group into the benzene ring is a core component of our 
design. Often, 1,10-phenanthroline (phen) is directly used as a bis-chelating ligand to build Ru(II) polypyridyl 
complexes. The C-N coordination site of the 7,8-benzoquinoline (bq) ligand cyclometalates ruthenium, which 
can decrease the positive charge of the Ru metal center and increase cellular uptake32–34. The hydrogen (H) atom 
of the NH-functionality in PIP was substituted by a tert-butyl-benzene group to increase lipophilicity. The tri-
fluoromethyl functionality was installed into the PIP ligand as a functional ligand to improve not only the bio-
availabilities and membrane permeabilities of the complexes but also the interactions of the Ru complexes with 
biomolecules. Therefore, we synthesized four Ru(II) complexes with similar structures but distinctly different bio-
logical activities to verify that ruthenium cyclometalation in combination with trifluoromethyl and PIP ligands is 
a simple but competitive method to develop novel metallodrugs for the treatment of cancer.

In this work, we studied the changes in biological activity and physicochemical properties resulting from 
structural modifications of the four Ru(II) complexes (Fig. 1). Complex 4 successfully exhibited potent in vitro 
cytotoxicity that was higher than cisplatin and the other three Ru(II) complexes against all of the screen cancer 
cell lines. We established 3D multicellular tumor spheroids based on A549R cells, and used this model to inves-
tigate the in vitro activity of complex 4 toward multidrug-resistant (A549R) tumor cells. The cellular uptake and 
localization of complex 4 in A549R cells were studied. Furthermore, we investigated the mechanism of complex 
4-induced A549R cell apoptosis. The results show that complex 4 can efficiently induce A549R cell apoptosis via 
multiple pathways.

Results
Syntheses and Characterization. The tbtfpip ligand and Ru(II) complexes were characterized by ESI-MS, 
1H NMR and elemental analyses (Figures S1–S7). The main ligand, 1-(4-tert-butylphenyl)-2-(4-(trifluoromethyl)
phenyl)imidazo[4,5-f][1,10]phenanthroline (tbtfpip), was efficiently synthesized from a mixture of ammonium 
acetate, 1,10-phenanthroline-5,6-dione, 4-tert-butylaniline and 4-(trifluoromethyl)benzaldehyde in glacial acetic 
acid under refluxing reaction conditions. The syntheses of complexes 130 and 235 have been previously reported, 
and complex 3 was synthesized using Ru(phen2)Cl2·2H2O and tbtfpip according to previously published proce-
dures. Complex 4 was synthesized from the reaction of [(η 6-C6H6)RuCl2]2 with benzo[h]quinoline, 1,10-phe-
nanthroline and tbtfpip in 30% yield. Only the monocationic signal of [M-ClO4]+ was detected in the ESI-MS 
spectra of complex 4 (Figure S4); however, a bicationic signal of [M-2ClO4]2+ was also observed for complex 3 
(Figure S3). In the 1H NMR spectra of complexes 3 and 4 (Figures S6 and S7), the proton resonance ortho to the 
Caryl atom bound to the Ru center in 4 (6.40 ppm) was shifted upfield by 1.01 ppm compared to the corresponding 
proton in complex 3 (7.41 ppm). The intrinsic variation of the proton ortho or para to the Caryl atom bound to the 
Ru center was the main difference between the cyclometalated and non-cyclometalated complexes36. In addition, 

Figure 1. The chemical structures of Ru(II) complexes 1–4. 
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the lipophilicity of these four complexes was measured (Figure S8). Complex 1 had negative log Po/w values, sug-
gesting hydrophilicity. Complexes 2 and 3 exhibited moderate log Po/w values due to their trifluoromethyl groups, 
indicating that they were hydrophobic. In contrast, the cyclometalated complex 4 had the largest log Po/w value 
and was proven to be the most hydrophobic.

Cytotoxicity in 2D Cancer Cell Cultures. Compounds 1–4 were evaluated against three tumor cell lines 
derived from different tissues, including the cervix (HeLa), lung (A549) and cisplatin-resistant lung (A549R) 
tissues. For comparison, the cytotoxicity of cisplatin was also evaluated. As a control, the toxicities of the com-
plexes were also tested against the normal human cell line (LO2). Table 1 shows that the in vitro antiproliferative 
efficacies of the complexes were observed in the following order: 4>  cisplatin > 3 > 2 > 1. Remarkable differences 
were observed among the four complexes: the cyclometalated Ru(II) complex 4 exhibited much higher cytotox-
icity (IC50 values ranged from 0.8 to 2.4 μ M) toward all the tested cancer cell lines compared to the other three 
Ru(II) complexes. This suggested that the trifluoromethyl substitute, the tert-butyl-benzene group and cyclome-
talation all improved the anticancer activities of the Ru(II) complexes. Notably, complex 4 was less cytotoxic to 
the LO2 cell line (6.7 μ M) than to the cancer cell lines, indicating its selectivity for cancer cells. Most importantly, 
complex 4 was the most active compound against the A549R cell line and had an IC50 value of 0.8 μ M compared 
with 142.5 μ M for cisplatin (a 178-fold difference); this indicated that complex 4 could be an active candidate for 
combating cisplatin-resistant cancers.

In addition, a real-time cell growth and proliferation assay using an xCELLigence System was utilized to 
confirm the high toxicity of complex 4 on A549R cells37. As shown in Fig. 2, cisplatin (100 μ M) had a negative 
effect on A549R cells compared to the control. In contrast, A549R cells were killed by treatment with complex 4 
in a concentration-dependent manner. Cells treated with high doses of complex 4 (2.0 μ M) experienced rapidly 
abolished cellular proliferation, indicating that the cells underwent irreversible senescence. On the other hand, 
cells treated with minimal doses of complex 4 (0.5 μ M) began to die after a short delay. These results confirmed 
the high cytotoxicity of complex 4 against A549R cells.

Cytotoxicity in a 3D MCTS cancer model. Traditional research on the efficacy of cancer drugs is usually 
performed in two-dimensional (2-D) cell cultures, which may not be a true indicator of the in vivo effectiveness 
of cancer treatments. This is in part due to the absence of cell-cell or cell-extracellular matrix interactions in 2-D 
cell models38. Therefore, the development of cell culture models that can close the gap between conventional 
2-D cell experiments and animal studies is necessary to study the cytotoxicity and anti-proliferative activities of 

Complexes 1 2 3 4 cisplatin

HeLa > 100 55.4 ±  3.1 22.5 ±  3.3 2.4 ±  0.3 15.1 ±  2.1

A549 > 100 43.4 ±  5.3 28.6 ±  2.6 1.0 ±  0.2 21.3 ±  3.3

A549R > 100 48.2 ±  2.7 32.2 ±  1.5 0.8 ±  0.1 142.5 ±  5.4

LO2 > 100 75.8 ±  7.5 45.6 ±  3.8 6.7 ±  2.4 18.9 ±  2.6

MCTSsb > 100 95.7 60.6 ±  5.5 1.8 ±  0.3 > 200

Resistant Indexc – 1.11 1.13 0.8 6.69

Table 1.  Cytotoxic activities of complexes 1–5 and their IC50 values (μM)a. aCells were treated with various 
concentrations of the complexes for 48 h. bA549R MCTSs (~400 μ M in diameter) were treated with various 
concentrations of the complexes for 48 h. cIC50(A549R)/IC50(A549). Each value represents the mean ±  SD of 
three independent experiments.

Figure 2. Kinetics of cytotoxicity responses for complex 4 in A549R cells monitored by the xCELLigence 
system. The arrow signifies the time of complex 4 addition.
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drugs. Multicellular tumor spheroids (MCTSs) are heterogeneous cellular aggregates that have properties of solid 
tumors39,40, such as nutrient and oxygen gradients, hypoxic/necrotic regions, cell-cell matrix interactions, and 
gene expression. Hence, a 3D model, or MCTS, was introduced to mimic solid tumor in vitro and to study the 
viability of A549R cancer cells treated with the Ru(II) complexes. As shown in Table 1, the IC50 value of complex 4 
on A549R MCTSs was 1.8 μ M, which was 53-fold and 33-fold lower than complexes 2 and 3, respectively, and far 
less than that of complex 1 and cisplatin. In addition, the sizes of the A549R MCTSs that were untreated or treated 
with cisplatin (100 μ M) increased with time (Fig. 3), indicating that cisplatin was inactive against A549R cells. In 
contrast, the MCTSs treated with complex 4 (1.0 and 2.0 μ M) decreased in size over time, and the MCTSs treated 
with complex 4 (1.0 μ M) displayed distinct cell shrinkage, an increase in dark dead cells and a loss of extracellular 
matrix after 3 days. These observations demonstrated that complex 4 effectively inhibited A549R cell proliferation 
and killed A549R cancer cells at low concentrations.

Cellular Uptake and Localization. To understand the high sensitivity of cancer cells to Ru(II) complexes, 
the extent of cellular uptake was investigated with inductively coupled plasma mass spectrometry (ICP-MS) by 
treating the HeLa, A549, A549R and LO2 cell lines with 2.0 μ M concentrations of the Ru(II) complexes and cis-
platin for 12 h. As illustrated in Fig. 4a, significant differences were observed among the ruthenium complexes 
and cisplatin. In this study, the cellular uptake and lipophilicity were distinctly correlated and followed the order: 
4 > 3 > 2 > 1. Complex 4 had the best accumulation, but the amount of Ru in LO2 cells was far less than that in 
the three cancer lines, indicating selective accumulation and improved efficiency for treating cancer. Cisplatin 
was taken up more efficiently by the sensitive cell line (A549) than by the cisplatin-resistant cell line (A549R). The 
platinum level in A549 cells was ca. 4-fold higher than in A549R cells, suggesting that resistance to cisplatin was 
based on reduced uptake and enhanced efflux in A549R cells. Moreover, for the ruthenium complexes, similar 
concentrations of the metal were detected in HeLa and A549 cells compared to the A549R cells, indicating that 
the efflux system of these cells could not eliminate the Ru(II) complexes at these concentrations. Approximately 
8% of complex 4 was taken up by the A549R cells, but less than 1% of platinum was accumulated in the A549R 
cells at the same concentration, suggesting that the high anticancer activity of complex 4 was attributed to accu-
mulation. Moreover, over 55% of complex 4 was accumulated in the mitochondrial fraction of the A549R cells 
(Fig. 4b), which suggested that the mitochondria were the main targets of complex 4. However, less than 1.5% 

Figure 3. Growth inhibition of drug-treated A549R MCTSs. Scale bar: 200 μ m.
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of the cellular platinum was accumulated in the mitochondrial fraction of the A549R cells. Therefore, complex 
4 could function in a different manner than cisplatin in A549R cells, which would be an appropriate solution to 
combat cisplatin resistance in tumor cells.

Thioredoxin Reductase Inhibition. The elevated levels of TrxR in cancers, especially in non-small cell 
lung cancers, are responsible for drug resistance41. The thioredoxin system has a significant influence on intra-
cellular physiological processes, such as antioxidant defense, cell functions, cell apoptosis and cell proliferation. 
TrxR has previously been identified as a drug target42. Therefore, the activity of TrxR in A549R cells treated with 
4, the most potent member of the series, was tested to confirm whether the TrxR inhibitory activity of complex 4 
in A549R cells was responsible for the increased susceptibility of A549R cells. As illustrated in Fig. 5a, the TrxR 
activity of A549R cells was inhibited by treatment with 4 in a dose-dependent manner. At a concentration of 
4.0 μ M, intracellular TrxR activity declined by approximately 45%, which suggested that 4 directly inhibited intra-
cellular TrxR in A549R cells. In addition, the expression levels of TrxR in A549R cells in response to the addition 
of complex 4 were also examined by Western blot analysis. As shown in Fig. 5b, the expression levels of TrxR were 
downregulated after treatment with different concentrations of complex 4. Taken together, complex 4 exhibited 
strong inhibition of TrxR by decreasing its activity and protein levels, which may have contributed to the excellent 
cytotoxicity of complex 4 against A549R cells.

Intracellular reactive oxygen species. TrxR is a key enzyme in the regulation of the intracellular redox 
environment43. However, cellular oxidative stress is known to trigger the initiation of apoptotic signaling, 
which results in cell death44,45. Complex 4 was proven to inhibit the activity of TrxR and could induce severe 
oxidative stress in A549R cells. To assess the capacity of complex 4 to generate intracellular reactive oxygen 
species (ROS), A549R cells were treated with different concentrations of complex 4 for 12 h and stained with 
2′ ,7′ -dichlorofluorescein diacetate (DCFH-DA)46. DCFH-DA is an oxidation-sensitive dye that is specifically 
detected by measuring the enhanced green fluorescent intensity caused by intracellular ROS. This dye was used 
to quantify the generation of intracellular ROS. As revealed in Fig. 5c, complex 4 had high expression levels in 
comparison to the ROS levels of the untreated controls. This revealed that an increase in ROS was observed by 
DCFH-DA staining when A549R cells were treated with 0.5 μ M complex 4 for 12 h, and this increase was gener-
ated in a significant dose-dependent manner; these observations suggested that complex 4 could increase ROS 
levels in A549R cells. These findings were further confirmed with flow cytometric analyses (Fig. 5d).

Mitochondrial Dysfunction. Mitochondria are the principal organelles related to energy metabolism and 
ATP synthesis; consequently, resistance against chemotherapeutic drugs can often be traced to the mitochon-
dria47. Cancer cells exhibit many adaptive responses to drugs, including the optimization of mitochondrial func-
tion48. Mitochondrial dysfunction is involved in apoptotic cell death, and the loss of mitochondrial membrane 
potential (MMP, Δ Ψm) is a hallmark of mitochondrial dysfunction49. We found that the mitochondria were the 
main targets of complex 4 in A945R cells. Confocal microscopy and flow cytometry were used to confirm whether 
complex 4-induced apoptosis occurred by damaging mitochondria, and the cationic dye JC-1 was used as the 
MMP-sensitive probe50. As shown in Fig. 6a, A549R cells displayed a distinct red to green color shift in the pres-
ence of different concentrations of complex 4, indicating the loss of MMP compared with the untreated group. 
The representative JC-1 green signals recorded by flow cytometry are exhibited in Fig. 6b. These results indicated 
that mitochondria-mediated pathways participated in the apoptosis of A549R cells caused by complex 4.

Cell cycle assay. Cell proliferation is activated under pathological conditions and plays a crucial role in can-
cer cell regeneration. Deregulated cell-cycle control is a fundamental aspect of cancer and the process is related to 
the proliferation and death of cancer cells51. Therefore, the effect of cyclometalated complex 4 on cell cycles was 
investigated using fluorescence-activated cell sorting (FACS) analysis of the DNA content. As shown in Figure S9,  
upon exposure of the A549R cells to complex 4, the percentage of cells in the G0/G1 phase of the cell cycle 
decreased from 68.46 to 30.87. A higher dose of complex 4 (2.0 μ M) elicited a strong G2/M arrest of A549R cells, 

Figure 4. (a) The uptake of complexes in cell lines. (b) Subcellular distribution of complex 4 and cisplatin in 
A549R cells.
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accounting for 46% of the cell population (control, 12.82%). The enrichment of the G2/M phase of the cell cycle 
of A549R cells may have led to their apoptosis by disrupting the cell cycle.

Cellular Apoptosis. Cell apoptosis is a naturally occurring, programmed and targeted cellular death mecha-
nism that is very complex and is regulated by some proteins. This process is also greatly affected by extrinsic con-
ditions52. Therefore, it is important to study the influence of drug-induced cellular apoptosis. Firstly, the induction 
of A549R cell apoptosis by complex 4 was investigated by apoptosis assays using AO/EB staining and fluorescence 
microscopy53. AO is a vital dye that can stain both live and dead cells and shows green fluorescence. EB only stains 
cells that have lost their membrane integrity and exhibits red fluorescence. Necrotic cells are stained in red but 
have nuclear morphologies that resemble those of viable cells. Apoptotic cells appear green and exhibit morpho-
logical changes, such as cell blebbing and the formation of apoptotic bodies. As shown in Fig. 7a, untreated A549R 
cells showed consistently green fluorescence with normal morphologies; however, the A549R cells treated with 
complex 4 (0.50–2.0 μ M) showed orange fluorescence with fragmented chromatin and apoptotic bodies under a 
fluorescence microscope, suggesting that low concentrations of complex 4 predominantly induced apoptosis in 
A549R cells.

Soon after initiating apoptosis, the membrane phosphatidylserine (PS) is translocated from the inner to the 
outer leaflet of the plasma membrane. Therefore, PS can be easily detected by staining with fluorescently conju-
gated Annexin V, a 35–36 kDa Ca2+ dependent phospholipid-binding protein that has a high affinity for PS54. 
Cells that have bound Annexin V-FITC are stained green in the plasma membrane. Since the externalization of PS 
occurs in the earlier stages of apoptosis, FITC Annexin V staining is able to recognize apoptosis at an earlier stage 
compared to experiments that rely on nuclear changes such as DNA fragmentation55. Cells that have lost their 

Figure 5. (a) Down-regulation of TrxR activity in A549R cells by complex 4. (b) The expression levels of TrxR 
in complex 4-treated A549R cells. (c) A549R cells showing an increase in ROS levels when treated with complex 
4 under a fluorescence microscope. Scale bar: 100 μ m. (d) The intracellular accumulation of ROS was detected 
by a DCHF-DA assay using flow cytometric analysis.



www.nature.com/scientificreports/

7Scientific RepoRts | 6:19449 | DOI: 10.1038/srep19449

membrane integrity show red staining (PI) throughout the nucleus and a halo of green staining (FITC) on the 
cell surface (plasma membrane). Therefore, flow cytometry analyses are able to distinguish between at least three 
different cell types during apoptosis: viable cells (Annexin V- and PI- negative), early apoptotic cells (Annexin V+ 
positive, but PI− negative), and necrotic or late apoptotic cells (Annexin V+ and PI+ positive). A double-staining 
Annexin V/PI apoptosis kit and flow cytometry were used to investigate the nature of A549R cell death induced 
by complex 4. The results are shown in Fig. 7b. At a concentration as low as 0.5 μ M, 8.5% of the A549R cancer cells 
were in the early apoptotic phase after 24 h. At 1.0 and 2.0 μ M, the number of cells at the early and late apoptotic 
phases greatly increased, indicating that complex 4 potently induced cell apoptosis.

Discussion
Complex 1 is a known mitochondria-targeting anticancer drug candidate. Although this complex had an IC50 
value higher than 100 μ M, it did not show impressive cytotoxicity against cancer cell lines mainly due to its 
poor intracellular uptake, which limited its further application. Recently, Barton and Sadler explored the cellu-
lar cytotoxicity of complexes and found that the most lipophilic complexes exhibited the best cytotoxicity56,57. 
In addition, Pfeffer and our group have found that cyclometalation can greatly increase the anticancer activity 
of complexes by increasing their cellular uptake58. Although these four Ru(II) complexes possess very similar 
structures, they have distinct anticancer activities. Obviously, the lipophilicity of these Ru(II) complexes was 
regulated by altering the structures of the main ligands. In this study, the lipophilicity, cancer cell toxicity, and 
cell uptake were distinctly correlated, and followed the order of 3 > 2 > 1. In addition, the cyclometalation 
made complex 4 the most lipophilic of all the complexes, which resulted in the highest cellular uptake and 
cytotoxicity. On the other hand, fluorine substitution in drug design has become commonplace. The spe-
cial nature of fluorine is reported to impart a variety of properties to certain medicinal molecules, including 
enhanced protein-ligand binding interactions, adsorption, distribution, metabolic stability, changes in physic-
ochemical properties, and selective reactivities. In this study, we found that the introduction of trifluoromethyl 
groups greatly increased the lipophilicity, cellular uptake and anticancer activities of ruthenium complexes. 
The cyclometalated complex 4 exhibited the strongest anticancer activity against cancer cells, and especially 
cisplatin-resistant tumor cells.

Drug resistance in the treatment of cancer and drug discovery is still a major obstacle. Although cisplatin is 
an effective anticancer agent for the treatment of several tumors, the occurrence of cisplatin resistance represents 
a serious clinical problem. The cellular mechanisms leading to cisplatin resistance are still not fully understood; 
however, decreased cellular concentration of cisplatin and increased rates of DNA repair are thought to be the 
main causes for cisplatin resistance. Consistent with previously reported data, complex 4 showed the most cellular 
uptake compared to the three other ruthenium complexes and cisplatin in A549R cells, and supplied sufficient 

Figure 6. Changes of MMP in A549R cells treated with complex 4 with a JC-1 staining kit were observed under 
a fluorescence microscope (a) and analyzed using flow cytometry (b).
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drug concentrations to kill the A549R cells. Interestingly, as shown in Fig. 4b, the mitochondria of A549R cells 
were the main target of complex 4, which suggests that complex 4 functions in a manner different from that of 
cisplatin. Thus, the novel mechanism of action and non-cross-resistance could allow complex 4 to overcome cis-
platin resistance and show high cytotoxicity against A549R cells59. In addition, as a key enzyme in the regulation 
of the intracellular redox environment, TrxR plays a critical role in cancer progression and apoptosis. Complex 
4 was found to increase ROS levels by inhibiting TrxR activity in A549R cells, which synergistically enhanced its 
anticancer activities.

In summary, our study revealed that the hydrophobicity and cellular uptake properties of these Ru(II) com-
plexes were consistent with their cytotoxicity. Complex 4 was the most potent member of the series and accumu-
lated well in A549R cancer cells. The complex also exhibited cytotoxic potency over 2 orders of magnitude higher 
than cisplatin in two-dimensional A549R cancer cells and 3D multicellular A549R tumor spheroids. Further 
studies demonstrated that complex 4 preferentially accumulated in the mitochondria of A549R cells and induced 
A549R cell apoptosis through multiple pathways including TrxR inhibition, intracellular elevated ROS levels, 
mitochondrial damage and cell cycle arrest. Our results also demonstrated that complex 4 is a potential anticancer 
candidate to overcome cisplatin resistance.

Methods
General Procedures. All reagents were purchased from commercial sources in reagent grade and were used 
as received, unless stated otherwise. The purity of the final Ru(II) complex was > 95% as measured by HPLC. 1H 
NMR spectra were recorded on a Varian Mercury Plus 400 Nuclear Magnetic Resonance Spectrometer at 25 °C. 
Electrospray ionization mass spectra (ESI-MS) were recorded on an LCQ system (Finnigan MAT, USA), and 
the quoted/z-values given in this work are for the major peaks in the isotope distribution. Microanalyses (C, H, 
and N) were carried out using an Elemental Vario EL CHNS analyzer (Germany). All the tested complexes were 
dissolved in DMSO, and the concentration of DMSO was 1% (v/v). PBS solutions of complexes 1–4 were proven 
to be stable for at least 48 h at room temperature as monitored by UV/Vis spectroscopy before the experiments. 
Ru (III) chloride hydrate, 5′,6,6′ -tetrachloro-1,1′,3,3′ -tetraethylbenzimidazolyl-carbocyanine iodide (JC-1), 
carbonyl cyanide m-chloro-phenyl hydrazone (CCCP), propidium iodide (PI), cisplatin and 3-(4,5-dimethylthi-
azol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) were obtained from Sigma-Aldrich. Benzo[h]quinoline was 
purchased from Alfa Aesar. The Annexin V-FITC apoptosis assay kit was purchased from Life Technologies, and 
the reactive oxygen species assay kit was obtained from the Beyotime Institute of Biotechnology (China). The 
thioredoxin reductase activity assay kit was purchased from Biovision.

Figure 7. (a) Complex 4-treated A549R cells were stained with AO/EB and observed under a fluorescence 
microscope. Scale bar: 100 μ m. (b) Complex 4 induced apoptotic A549R cell death as examined by the Annexin 
V-FITC/PI assay.



www.nature.com/scientificreports/

9Scientific RepoRts | 6:19449 | DOI: 10.1038/srep19449

Purity Analyses. The purity of complexes 3 and 4 were determined using an Agilent Technology 1260 
Infinity HPLC system equipped with a reverse-phase C18 column (APursuit XRs, 10 μ m, 21.2 mm ×  250 mm) 
operating at 30 °C. Elution was carried out using 0.1% (v/v) trifluoroacetic acid as mobile phase A and methanol 
as mobile phase B at a flow rate of 5.0 mL/min (10–90% aqueous MeOH with 0.1% formic acid over 20 min and 
MeOH with 0.1% formic acid from 20 to 30 min). Peaks were detected at 310 nm.

Synthesis of 1-(4-tert-butylphenyl)-2-(4-(trifluoromethyl)phenyl)imidazo[4,5-f][1,10]phe-
nanthroline (tbtfpip). A mixture of 1,10-phenanthroline-5,6-dione (0.25 mmol), 4-tert-butylaniline 
(0.25 mmol), 4-(trifluoromethyl)benzaldehyde (0.25 mmol) and ammonium acetate (2.0 mmol) in glacial acetic 
acid (30 mL) was refluxed under argon for 12 h to obtain a pale-yellow solid. The solid was purified by column 
chromatography using dichloromethane–ethyl acetate (9:1) as the eluent. Yield: 100 mg, 80%. Anal. ESI-MS 
(m/z). 496.5 (M)+. Calcd for C30H23F3N4 (%): C, 72.55; H, 4.64; N, 11.29. Found (%): C, 72.71; H, 4.86; N, 11.55. 
1H NMR (400 MHz, CDCl3) δ  9.22 (1 H, d, J =  3.6), 9.14 (1 H, d, J =  8.0), 9.07 (1 H, d, J =  3.9), 7.80–7.71 (3 H, m), 
7.68 (2 H, d, J =  8.2), 7.57 (2 H, d, J =  8.2), 7.46 (3 H, d, J =  8.4), 7.31 (1 H, dd, J =  8.3, 4.3), 1.47 (9 H, s). HPLC 
purity: > 95%.

Synthesis of Ru(phen)2(tbtfpip)(PF6)2 (3). This complex was synthesized with Ru(phen2)Cl2·2H2O 
(0.20 mmol) and tbtfpip ligand (0.20 mmol) in a 75% aqueous ethanol solution in one step, generating the prod-
uct as a red powder. Yield: 187 mg, 75%. Anal. ESI-MS (m/z). 478.6 (M - 2PF6)2+. Calcd for C54H39F15N8P2Ru (%): 
C, 51.92; H, 3.13; N, 8.97. Found (%): C, 52.04; H, 3.36; N, 9.14. 1H NMR (400 MHz, DMSO) δ  9.20 (d, J =  9.1 Hz, 
1 H), 8.83–8.73 (m, 4 H), 8.40 (d, J =  8.8 Hz, 4 H), 8.15–8.09 (m, 3 H), 8.06 (t, J =  4.7 Hz, 2 H), 8.00 (d, J =  4.6 Hz, 
1 H), 7.91–7.86 (m, 1 H), 7.82 (d, J =  6.3 Hz, 5 H), 7.78 (dd, J =  13.2, 6.8 Hz, 5 H), 7.72 (s, 2 H), 7.56–7.50 (m, 1 H), 
7.43 (d, J =  8.7 Hz, 1 H), 1.40 (s, 9 H). HPLC purity: > 95%.

Synthesis of Ru(phen)(bzq)(tbtfpip)(PF6) (4). Benzo[h]quinoline (0.50 mmol) and η 6-benzene 
(0.50 mmol) were added into 15 mL of MeCN, and the mixture was stirred for 24 h at 45 °C. Upon an anion 
exchange with NH4PF6, complex 4a was obtained as a yellow solid. Complex 4a and 1,10-phenanthroline 
(0.50 mmol) were then stirred for 12 h at room temperature, and the complex 4b was produced. Complex 4b was 
then subjected to photochemical conditions in acetone or MeCN under a 5.5 W UV lamp at room temperature for 
6 h. The isomer of 4b was produced and purified by column chromatography using dichloromethane-acetonitrile 
(9 : 1) as the eluent. Lastly, the ligand L (0.50 mmol) and the isomer 4b were refluxed in methanol (15 mL) for 
12 h, the solvent was evaporated under vacuum, the dark residue was dissolved in 5 mL of dichloromethane, 
and the solution was filtered through aluminum trioxide using a 9/1 CH2Cl2/MeCN eluent. The purple fraction 
was collected and evaporated to dryness. (Yield: 165 mg, 30%). Anal. ESI-MS (m/z). 957 (M - PF6)+. Calcd for 
C55H39F9N8PRu (%): C, 59.89; H, 3.54; N, 8.89. Found (%): C, 60.01; H, 3.85; N, 8.78. 1H NMR (400 MHz, DMSO) 
δ  8.56 (d, J =  7.4 Hz, 1 H), 8.51 (d, J =  8.1 Hz, 1 H), 8.31 (dd, J =  12.2, 6.0 Hz, 2 H), 8.25 (d, J =  1.4 Hz, 2 H), 8.18 (d, 
J =  4.4 Hz, 1 H), 8.08 (d, J =  5.2 Hz, 1 H), 8.03 (d, J =  4.5 Hz, 1 H), 7.96 (dd, J =  8.2, 5.1 Hz, 1 H), 7.88 (d, J =  8.8 Hz, 
1 H), 7.87–7.76 (m, 7 H), 7.73 (d, J =  6.6 Hz, 3 H), 7.70 (s, 1 H), 7.68–7.63 (m, 2 H), 7.37 (dd, J =  7.8, 4.8 Hz, 3 H), 
7.22 (d, J =  7.6 Hz, 1 H), 7.10 (t, J =  7.5 Hz, 1 H), 6.44 (d, J =  6.8 Hz, 1 H), 1.38 (s, 9 H). HPLC purity: > 95%.

Distribution coefficient studies. Distribution coefficients (log Po/w) were determined by liquid-liquid 
extraction between n-octanol (oil) and phosphate buffers (0.2 M, pH 7.4) with the flask-shaking method. 
N-Octanol and the buffer were mutually saturated with each other for at least 24 h before use. An aliquot of a 
ruthenium complex stock solution was added to the phosphate buffer concentrations at < 10 mg/mL, and the 
mixture was shaken at 100 rpm for 24 h at 37 °C to allow for adequate partitioning. After the sample was cen-
trifuged at 3000 rpm for 20 min, the aqueous layer was used for ruthenium analysis, and the Ru content in the 
aqueous layer was measured by ICP-MS and used to calculate the log Po/w.

Cell line and culture conditions. The human cervix carcinoma cell line (HeLa), the lung carcinoma cell 
lines (A549 and A549R), and the human hepatocyte cell line (LO2) were obtained from the Experimental Animal 
Center at Sun Yat-Sen University (Guangzhou, China). The cells were maintained in Dulbecco’s modified Eagle’s 
medium (DMEM, Gibco BRL) or Roswell Park Memorial Institute 1640 (RPMI 1640, Gibco BRL) medium sup-
plemented with 10% fetal bovine serum (FBS, Gibco BRL), 100 μ g/mL streptomycin, and 100 U/mL penicillin 
(Gibco BRL) in a humidified incubator under 5% CO2 and 20% O2 at 37 °C. To maintain the resistant phenotype, 
A549R cells were incubated with 5 μ M cisplatin and cultured in drug-free medium for at least a week before use.

Generation and analysis of MCTSs. MCTSs were cultured using the liquid overlay method. A549R cells 
in the exponential growth phase were dissociated by a trypsin/EDTA solution to gain single-cell suspensions. 
A number of 3000 diluted A549R cells were transferred to 1.5% agarose-coated transparent 96-well plates with 
200 μ L of DMEM containing 10% serum. The single cells formed MCTS aggregates approximately 400 μ m in 
diameter after three days with 5% CO2 and 20% O2 at 37 °C. After formation of the MCTSs, each MCTS in a 
96-well plate was imaged with a phase contrast microscope (Zeiss Axio Observer D1, Germany) using 10×  objec-
tive to monitor their color, integrity, diameter, and volume.

Cytotoxicity assay. The cytotoxicity of the ruthenium complexes and cisplatin were determined by an MTT 
assay. Briefly, cells were seeded into 96-well microtiter plates at 1 ×  104 cells per well and grown overnight at 37 °C 
in a 5% CO2 incubator; then, different concentrations of the complexes in cell culture medium were added to the 
cultures. The plates were then incubated in an incubator for 48 h under the same conditions. The stock MTT dye 
solution (15 μ L, 5 mg/mL) was added to each well. After 4 h of incubation, the cultures were removed and 150 μ L 
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of DMSO was added to each well. The optical density of each well was measured on a microplate spectrophotom-
eter at a wavelength of 595 nm.

Cytotoxicity test on MCTSs. A549R MCTSs (diameters ≈ 400 μ m) were treated by carefully replacing 
50% of the medium with drug-supplemented standard medium using an eight-channel pipet. In parallel, 50% of 
the medium containing solvent was replaced with solvent-free medium for the untreated MCTSs. Three A549R 
MCTSs were treated per condition and drug concentration; the DMSO volume was less than 1% (v/v). The 
MCTSs were then allowed to incubate for another 48 h. The cytotoxicities of the Ru(II) complexes toward the 
MCTSs were measured using ATP concentrations with a Cell TiterGlo kit (Promega). After 30 min of incubation, 
the MCTSs were carefully transferred into black-sided, flat-bottomed 96-well plates (Corning) and mixed with a 
pipet for luminescence measurements on an Infinite M200 PRO instrument (TECAN).

Cell uptake studies. The cells were plated at a density of 1 ×  105 cells/mL in 10 mL of DMEM for 24 h at 37 °C 
under 5% CO2 and 20% O2, Ruthenium complexes (2.0 μ M) and cisplatin were added to the culture medium and 
incubated for 12 h, and mixed with cold PBS and a trypsin-EDTA solution in a centrifuge tube for counting. Then, 
the nuclei and cytoplasm of the cells were extracted by using a Nuclear and Cytoplasmic Protein Extraction Kit 
(Life Technologies). The samples were digested in 20% HNO3 and 10% H2O2 at room temperature overnight. 
Each sample was then diluted with Milli-Q water to obtain 2% HNO3 sample solutions. Ruthenium contents were 
determined using inductively coupled plasma mass spectrometry (ICP-MS Thermo Elemental Co., Ltd.).

Real-time cell growth and proliferation assay. This experiment was performed using an xCELLigence 
RTCA DP system real time cell analyzer (Roche Diagnostics GmbH, Germany). In brief, 80 μ L of cell culture 
media was added to each well of a 16-well plate (E-plate 16, Roche Diagnostics GmbH, Germany). The 16-well 
plates were then connected to the system and checked for suitable electrical contacts in the real time cell analyzer, 
and the background impedance was measured for 24 s. Meanwhile, the A549R cells were suspended in cell culture 
medium and adjusted to 5 ×  104 cells/mL, and 100 μ L of each cell suspension was added to each well of 6-well 
plates. Approximately 24 h after seeding, the A549R cells were in the logarithmic phase of growth, and a wide 
range of concentrations of complex 4 and cisplatin (100 μ M) were added. The cells were automatically monitored 
every 15 min over 48 h by the xCELLigence system. Data were analyzed using RTCA software (version 1.2) that 
was supplied with the instrument.

Subcellular distribution studies. A549R cells were plated at a density of 1 ×  105 cells/mL in 10 mL of 
DMEM for 24 h at 37 °C under 5% CO2 and 20% O2. Complex 4 (2.0 μ M) and cisplatin (2.0 μ M) were added 
to the culture medium and incubated for 12 h and then suspended in cold PBS and a trypsin-EDTA solution in 
a centrifuge tube for counting. Then, the nuclei and cytoplasm of the cells were extracted using a Nuclear and 
Cytoplasmic Protein Extraction Kit (Life Technologies). The samples were digested in 20% HNO3 and 10% H2O2 
at room temperature overnight. Each sample was then diluted with Milli-Q water to obtain 2% HNO3 sample 
solutions. The ruthenium or platinum contents were determined using inductively coupled plasma mass spec-
trometry (ICP-MS Thermo Elemental Co., Ltd.).

Measurement of intracellular reactive oxygen species. The generation of reactive oxygen species 
(ROS) in A549R cells was measured using a ROS sensitive fluorescent probe, 2,7-dichlorodihydrofluorescein diac-
etate (DCFH-DA). This probe can be oxidized to 2′ ,7′ -dichlorofluorescein (DCF) by ROS and exhibits increased 
green fluorescence intensity. Briefly, the cultured A549R cells were treated with complex 4 at different concentrations 
(i.e., 0.5, 1.0, or 2.0 μ M) and the untreated cells were maintained as the control. After incubation for 12 h, the cells 
were harvested, washed twice, resuspended in 10 mM DCFH-DA and incubated at 37 °C for 30 min in the dark. The 
levels of intracellular ROS were examined with an inverted fluorescence microscope (Zeiss Axio Observer D1) and 
flow cytometry (FACSCanto II, BD Biosciences, USA). The excitation wavelength was 485 nm, and the fluorescence 
was measured at 530 nm. Data acquisition and analyses were carried out using FlowJo software.

Cell cycle analysis. A549R cells were treated with different concentrations of complex 4 (i.e., 0.5, 1.0 and 
2.0 μ M) for 24 h. The cells were collected and fixed in 2 mL of 70% cold aqueous ethanol (v/v). After incubation, 
the cells were centrifuged and washed three times with cold PBS and resuspended in 0.5 mL of PBS. To a 0.5 mL 
cell sample, 50 μ M of RNase A (1 mg/mL in PBS) was added and incubated for 30 min at 37 °C; then, 50 μ M of a 
PI (500 mg/mL in PBS) solution was added after gentle mixing for 5 min at 37 °C in the dark. The samples were 
resuspended and 10,000 cells were analyzed for each sample by a BD FACS Calibur cytometer (Becton Dickinson, 
Heidelberg, Germany). The data were acquired and analyzed with ModFit LT 3.2.

Annexin V/PI double staining. A549R cells were added to a 6-well plate at 5 ×  105 cells per well with 
various concentrations (i.e., 0.5, 1.0 and 2.0 μ M) of complex 4 and incubated for 24 h. Cells were centrifuged, 
washed twice with cold PBS, and resuspended in 0.5 mL of binding buffer from an Annexin V/PI apoptosis Kit 
(MultiSciences (Lianke) BiotechCo., Ltd.). Then, 5 μ L of Annexin V-FITC and 10 μ L of PI were added to the 
sample solution. After incubation for 5 minutes in the dark, the specimens were quantified by flow cytometry on 
a FACS Canto II (BD Biosciences, USA).

Analysis of MMP. A549R cells were cultured in 6-well tissue culture plates for 24 h and treated with complex 
4 (0.5, 1.0 and 2.0 μ M) for 24 h. After the treatment, the cells were collected and resuspended at 1 ×  106 cells/
mL in a pre-warmed staining working solution containing JC-1 (5 μ g/mL) and incubated for 15 min at 37 °C. 
Subsequently, the cells were washed twice with pre-warmed PBS and analyzed immediately with a flow cytom-
eter on a FACS Canto II (BD Biosciences, USA). Red and green mean fluorescence intensities were analyzed 
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using FlowJo 7.6 software (Tree Star, OR, USA). 10,000 events were acquired for each sample. After the treat-
ment described above, the stained cells were visualized under an inverted fluorescence microscope (Zeiss Axio 
Observer D1). JC-1 fluorescence was measured with single excitation (488 nm) and dual emission (shift from 
green 530 nm to red 590 nm).

TrxR activity assay in A549R cells. A549R cells (2 ×  106 cells) treated or untreated with complex 4 for 
12 h were homogenized in 100–200 μ l of cold assay buffer on ice and a protease inhibitor cocktail was added to 
the sample; the sample was then centrifuged at 10,000 x g for 15 min at 4 °C. The supernatant was collected for 
the assay and stored on ice. The protein concentration of each supernatant was determined using the Bradford 
reagent. A total of 40 μ l of the reaction mix (30 μ l assay buffer, 8 μ l 5, 5′ -dithiobis (2-nitrobenzoic) acid (DTNB) 
solution and 2 μ l NADPH) was added to each sample and incubated at 25 °C for 20 min. TrxR catalyzes the 
reduction of DTNB by NADPH to 5-thio-2-nitrobenzoic acid (TNB2), which generates a strong yellow color 
(λ max =  412 nm); consequently, the amount of DTNB was used to monitor the change in absorbance at 412 nm. 
Two assays were performed: the first measurement was the total DTNB reduction by the sample, and the second 
was DTNB reduction by the sample in the presence of the TrxR-specific inhibitor. The difference between the two 
results was the reduction of DTNB by TrxR. The TrxR activity was calculated by subtracting the absorbance of 
the background control from the absorbance of the sample; these data were used to determine the percentage of 
TrxR activity in comparison with the control. The DTNB reduction assay was then used to measure intracellular 
enzyme activity; the intracellular enzyme activities are given as percentages of the control.

Western blot analysis. A549R cells were seeded into 10 cm tissue culture dishes (Corning), incubated for 
24 h, and treated with complex 4 for 12 h. The cells were washed with ice-cold PBS and lysed by incubation 
in radio immune precipitation assay buffer (RIPA) and a protease inhibitor cocktail (Sigma) for 30 min on ice. 
The lysates were centrifuged at 15000 rpm for 15 min at 4 °C, and the protein concentrations were quantified 
by a BCA protein assay reagent kit (Sigma). The proteins were separated on precast NuPAGE 4% to 12% poly-
acrylamide gradient Bis–Tris gels (Invitrogen) under denaturing conditions, transferred to PVDF membranes 
(Invitrogen), and subjected to Western blot analyses. Thioredoxin reductase antibody (Proteintech USA) and 
rabbit anti-GAPDH polyclonal antibody (Proteintech USA) were diluted (1:2000, respectively) in PBS containing 
5% nonfat powdered milk and 0.1% Tween-20 and incubated with the membrane overnight at 4 °C. Horseradish 
peroxidase conjugated secondary antibodies (Proteintech USA) were used. The bound immune complexes were 
detected using an ECL prime Western blot detection reagent (Amersham Inc., USA). The images were captured 
on FluorChem M (ProteinSimple, Santa Clara, CA).

References
1. McGuire, W. P. et al. Cyclophosphamide and Cisplatin Compared with Paclitaxel and Cisplatin in Patients with Stage III and Stage 

IV Ovarian Cancer. N. Engl. J. Med. 334, 1–6 (1996).
2. Jamieson, E. R. & Lippard, S. J. Structure, recognition, and processing of cisplatin-DNA adducts. Chem Rev 99, 2467–2498 (1999).
3. Galluzzi, L. et al. Molecular mechanisms of cisplatin resistance. Oncogene 31, 1869–1883 (2012).
4. Kathawala, R. J., Gupta, P., Ashby, C. R. & Chen, Z.-S. The modulation of ABC transporter-mediated multidrug resistance in cancer: 

A review of the past decade. Drug Resist. Updates. 18, 1–17 (2015).
5. Cossa, G., Gatti, L., Zunino, F. & Perego, P. Strategies to Improve the Efficacy of Platinum Compounds. Curr. Med. Chem. 16, 

2355–2365 (2009).
6. van Rijt, S. H., Mukherjee, A., Pizarro, A. M. & Sadler, P. J. Cytotoxicity, hydrophobicity, uptake, and distribution of osmium (II) 

anticancer complexes in ovarian cancer cells. J. Med Chem. 53, 840–849 (2009).
7. Leung, C.-H., Zhong, H.-J., Chan, D. S.-H. & Ma, D.-L. Bioactive iridium and rhodium complexes as therapeutic agents. Coord. 

Chem. Rev. 257, 1764–1776 (2013).
8. Leung, C.-H. et al. A Metal-Based Inhibitor of Tumor Necrosis Factor-alpha. Angew. Chem., Int. Ed. 51, 9010–9014 (2012).
9. Ma, D. L. et al. Antagonizing STAT3 dimerization with a rhodium (III) complex. Angew. Chem. 126, 9332–9336 (2014).

10. Muhammad, N. & Guo, Z. Metal-based anticancer chemotherapeutic agents. Curr. Opin. Chem. Biol. 19, 144–153 (2014).
11. Liu, L.-J. et al. An iridium (III) complex inhibits JMJD2 activities and acts as a potential epigenetic modulator. J. Med. Chem. 58, 

6697–6703 (2015).
12. Zhong, H.-J. et al. An iridium (iii)-based irreversible protein-protein interaction inhibitor of BRD4 as a potent anticancer agent. 

Chem. Sci. 6, 5400–5408 (2015).
13. Liu, Z. et al. The Potent Oxidant Anticancer Activity of Organoiridium Catalysts. Angew. Chem., Int. Ed. 53, 3941–3946 (2014).
14. Ma, D.-L., Chan, D. S.-H. & Leung, C.-H. Group 9 organometallic compounds for therapeutic and bioanalytical applications. Acc. 

Chem. Res. 47, 3614–3631 (2014).
15. Mjos, K. D. & Orvig, C. Metallodrugs in medicinal inorganic chemistry. Chem. Rev. 114, 4540–4563 (2014).
16. Kou, J.-F. et al. Chiral ruthenium (II) anthraquinone complexes as dual inhibitors of topoisomerases I and II. J. Biol. Inorg. Chem. 17, 

81–96 (2012).
17. Luo, Z. et al. Ruthenium polypyridyl complexes as inducer of ROS-mediated apoptosis in cancer cells by targeting thioredoxin 

reductase. Metallomics 6, 1480–1490 (2014).
18. Li, F., Collins, J. G. & Keene, F. R. Ruthenium complexes as antimicrobial agents. Chem. Soc. Rev. 44, 2529–2542 (2015).
19. Song, H., Kaiser, J. T. & Barton, J. K. Crystal structure of Δ -[Ru (bpy) 2dppz] 2+  bound to mismatched DNA reveals side-by-side 

metalloinsertion and intercalation. Nat. Chem. 4, 615–620 (2012).
20. Levina, A., Mitra, A. & Lay, P. A. Recent developments in ruthenium anticancer drugs. Metallomics 1, 458–470 (2009).
21. Qian, C. et al. The induction of mitochondria-mediated apoptosis in cancer cells by ruthenium (II) asymmetric complexes. 

Metallomics 5, 844–854 (2013).
22. Bhat, T. A., Kumar, S., Chaudhary, A. K., Yadav, N. & Chandra, D. Restoration of mitochondria function as a target for cancer 

therapy. Drug Discovery Today 20, 635–643 (2015).
23. Komor, A. C. & Barton, J. K. The path for metal complexes to a DNA target. Chem. Commun. 49, 3617–3630 (2013).
24. Groessl, M., Zava, O. & Dyson, P. J. Cellular uptake and subcellular distribution of ruthenium-based metallodrugs under clinical 

investigation versus cisplatin. Metallomics 3, 591–599 (2011).
25. Zhou, W., Wang, X., Hu, M., Zhu, C. & Guo, Z. A mitochondrion-targeting copper complex exhibits potent cytotoxicity against 

cisplatin-resistant tumor cells through multiple mechanisms of action. Chem. Sci. 5, 2761–2770 (2014).



www.nature.com/scientificreports/

1 2Scientific RepoRts | 6:19449 | DOI: 10.1038/srep19449

26. Zhang, W. et al. Supramolecular self-assembled nanoparticles for chemo-photodynamic dual therapy against cisplatin resistant 
cancer cells. Chem. Commun. 51, 1807–1810 (2015).

27. Hagmann, W. K. The many roles for fluorine in medicinal chemistry. J. Med. Chem. 51, 4359–4369 (2008).
28. Purser, S., Moore, P. R., Swallow, S. & Gouverneur, V. Fluorine in medicinal chemistry. Chem. Soc. Rev. 37, 320–330 (2008).
29. Müller, K., Faeh, C. & Diederich, F. Fluorine in pharmaceuticals: looking beyond intuition. Science 317, 1881–1886 (2007).
30. Du A. et al. Mitochondrial Fragmentation Is an Important Cellular Event Induced by Ruthenium(II) Polypyridyl Complexes in 

Osteosarcoma Cells. Chem Med Chem 9, 714–718 (2014).
31. Liu, J. et al. Ruthenium(II) polypyridyl complexes as mitochondria-targeted two-photon photodynamic anticancer agents. 

Biomaterials 56, 140–153 (2015).
32. Fetzer, L. et al. Library of second-generation cycloruthenated compounds and evaluation of their biological properties as potential 

anticancer drugs: Passing the nanomolar barrier. Dalton Trans. 40, 8869–8878 (2011).
33. Huang, H., Zhang, P., Chen, H., Ji, L. & Chao, H. Comparison Between Polypyridyl and Cyclometalated Ruthenium (II) Complexes: 

Anticancer Activities Against 2D and 3D Cancer Models. Chem. Eur. J. 21, 715–725 (2015).
34. Zeng, L. et al. Cyclometalated Ruthenium(II) Anthraquinone Complexes Exhibit Strong Anticancer Activity in Hypoxic Tumor 

Cells. Chem. Eur. J. 21, 15308 –15319 (2015).
35. Wu, J., Wang, L., Yang, G., Zeng, T. & Ji, L. Ruthenium coordination compounds with polypyridines V. DNA-binding studies of 

Ru(II) coordination compounds with (2-phenyl-) imidazo [f] 1, 10-phenanthroline. Chin. Chem. Lett. 6, 999–1002 (1995).
36. Bomben, P. G., Robson, K. C. D., Sedach, P. A. & Berlinguette, C. P. On the Viability of Cyclometalated Ru(II) Complexes for Light-

Harvesting Applications. Inorg. Chem. 48, 9631–9643 (2009).
37. Abassi, Y. A. et al. Kinetic Cell-Based Morphological Screening: Prediction of Mechanism of Compound Action and Off-Target 

Effects. Chem. Biol. 16, 712–723 (2009).
38. Xin, W. et al. Doxorubicin delivery to 3D multicellular spheroids and tumors based on boronic acid-rich chitosan nanoparticles. 

Biomaterials 34, 4667–4679 (2013).
39. Friedrich, J., Seidel, C., Ebner, R. & Kunz-Schughart, L. A. Spheroid-based drug screen: considerations and practical approach. Nat. 

Protoc. 4, 309–324 (2009).
40. Pampaloni, F., Reynaud, E. G. & Stelzer, E. H. K. The third dimension bridges the gap between cell culture and live tissue. Nat. Rev. 

Mol. Cell Biol. 8, 839–845 (2007).
41. Soini, Y. et al. Widespread expression of thioredoxin and thioredoxin reductase in non-small cell lung carcinoma. Clin. Cancer Res. 

7, 1750–1757 (2001).
42. Urig, S. & Becker, K. On the potential of thioredoxin reductase inhibitors for cancer therapy. Semin. Cancer Biol. 16, 452–465 (2006).
43. Schafer, F. Q. & Buettner, G. R. Redox environment of the cell as viewed through the redox state of the glutathione disulfide/

glutathione couple. Free Radicals Biol. Med. 30, 1191–1212 (2001).
44. Mari, C., Pierroz, V., Ferrari, S. & Gasser, G. Combination of Ru(II) complexes and light: new frontiers in cancer therapy. Chem. Sci. 

6, 2660–2686 (2015).
45. Matés, J. M. & Sánchez-Jiménez, F. M. Role of reactive oxygen species in apoptosis: implications for cancer therapy. Int. J. Biochem. 

Cell Biol. 32, 157–170 (2000).
46. Silveira, L. R., Pereira-Da-Silva, L., Juel, C. & Hellsten, Y. Formation of hydrogen peroxide and nitric oxide in rat skeletal muscle cells 

during contractions. Free Radicals Biol. Med. 35, 455–464 (2003).
47. Hoye, A. T., Davoren, J. E., Wipf, P., Fink, M. P. & Kagan, V. E. Targeting mitochondria. Acc. Chem. Res. 41, 87–97 (2008).
48. Fromenty, B. & Pessayre, D. Impaired mitochondrial function in microvesicular steatosis effects of drugs, ethanol, hormones and 

cytokines. J. Hepatol. 26, 43–53 (1997).
49. Wang, X. The expanding role of mitochondria in apoptosis. Genes Dev. 15, 2922–2933 (2001).
50. Smiley, S. T. et al. Intracellular heterogeneity in mitochondrial membrane potentials revealed by a J-aggregate-forming lipophilic 

cation JC-1. Proc. Natl. Acad. Sci. 88, 3671–3675 (1991).
51. Hartwell, L. H. & Kastan, M. B. Cell cycle control and cancer. Science 266, 1821–1828 (1994).
52. Lu, C.-D., Altieri, D. C. & Tanigawa, N. Expression of a novel antiapoptosis gene, survivin, correlated with tumor cell apoptosis and 

p53 accumulation in gastric carcinomas. Cancer Res. 58, 1808–1812 (1998).
53. Vartdal, F. et al. HLA class I and II typing using cells positively selected from blood by immunomagnetic isolation‐a fast and reliable 

technique. Tissue antigens 28, 301–312 (1986).
54. Vermes, I., Haanen, C., Steffens-Nakken, H. & Reutellingsperger, C. A novel assay for apoptosis flow cytometric detection of 

phosphatidylserine expression on early apoptotic cells using fluorescein labelled annexin V. J. Immunol. Methods 184, 39–51 (1995).
55. Bhattacharjee, R. N. et al. VP1686, a Vibrio type III secretion protein, induces toll-like receptor-independent apoptosis in 

macrophage through NF-κ B inhibition. J. Biol. Chem. 281, 36897–36904 (2006).
56. Puckett, C. A. & Barton, J. K. Methods to explore cellular uptake of ruthenium complexes. J. Am. Chem. Soc. 129, 46–47 (2007).
57. Liu, Z., Habtemariam, A., Pizarro, A. M., Clarkson, G. J. & Sadler, P. J. Organometallic Iridium(III) Cyclopentadienyl Anticancer 

Complexes Containing C,N-Chelating Ligands. Organometallics 30, 4702–4710 (2011).
58. Féghali, E. et al. Cyclometalation of (2R,5R)-2,5-Diphenylpyrrolidine and 2-Phenyl-2-imidazoline Ligands with Half-Sandwich 

Iridium(III) and Rhodium(III) Complexes. Organometallics 32, 6186–6194 (2013).
59. Brabec, V. & Nováková, O. DNA binding mode of ruthenium complexes and relationship to tumor cell toxicity. Drug Resist. Updates 

9, 111–122 (2006).

Acknowledgements
This work was supported by the 973 Program (No. 2015CB856301), the National Science Foundation of China 
(Nos. 21172273, 21171177, 21471164, and 21525105), and Program for Changjiang Scholars and Innovative 
Research Team in University of China (No. IRT1298).

Author Contributions
H.C. conceived the idea and directed the work. L.Z. performed the experiments with help from Y.C., J.L., H.H., 
R.G. and L.J. All authors contributed to data analysis and manuscript writing.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Zeng, L. et al. Ruthenium(II) Complexes with 2-Phenylimidazo[4,5-f][1,10]
phenanthroline Derivatives that Strongly Combat Cisplatin-Resistant Tumor Cells. Sci. Rep. 6, 19449; 
doi: 10.1038/srep19449 (2016).

http://www.nature.com/srep


www.nature.com/scientificreports/

13Scientific RepoRts | 6:19449 | DOI: 10.1038/srep19449

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://creativecommons.org/licenses/by/4.0/

	Ruthenium(II) Complexes with 2-Phenylimidazo[4,5-f][1,10]phenanthroline Derivatives that Strongly Combat Cisplatin-Resistan ...
	Results
	Syntheses and Characterization. 
	Cytotoxicity in 2D Cancer Cell Cultures. 
	Cytotoxicity in a 3D MCTS cancer model. 
	Cellular Uptake and Localization. 
	Thioredoxin Reductase Inhibition. 
	Intracellular reactive oxygen species. 
	Mitochondrial Dysfunction. 
	Cell cycle assay. 
	Cellular Apoptosis. 

	Discussion
	Methods
	General Procedures. 
	Purity Analyses. 
	Synthesis of 1-(4-tert-butylphenyl)-2-(4-(trifluoromethyl)phenyl)imidazo[4,5-f][1,10]phenanthroline (tbtfpip). 
	Synthesis of Ru(phen)2(tbtfpip)(PF6)2 (3). 
	Synthesis of Ru(phen)(bzq)(tbtfpip)(PF6) (4). 
	Distribution coefficient studies. 
	Cell line and culture conditions. 
	Generation and analysis of MCTSs. 
	Cytotoxicity assay. 
	Cytotoxicity test on MCTSs. 
	Cell uptake studies. 
	Real-time cell growth and proliferation assay. 
	Subcellular distribution studies. 
	Measurement of intracellular reactive oxygen species. 
	Cell cycle analysis. 
	Annexin V/PI double staining. 
	Analysis of MMP. 
	TrxR activity assay in A549R cells. 
	Western blot analysis. 

	Acknowledgements
	Author Contributions
	Figure 1.  The chemical structures of Ru(II) complexes 1–4.
	Figure 2.  Kinetics of cytotoxicity responses for complex 4 in A549R cells monitored by the xCELLigence system.
	Figure 3.  Growth inhibition of drug-treated A549R MCTSs.
	Figure 4.  (a) The uptake of complexes in cell lines.
	Figure 5.  (a) Down-regulation of TrxR activity in A549R cells by complex 4.
	Figure 6.  Changes of MMP in A549R cells treated with complex 4 with a JC-1 staining kit were observed under a fluorescence microscope (a) and analyzed using flow cytometry (b).
	Figure 7.  (a) Complex 4-treated A549R cells were stained with AO/EB and observed under a fluorescence microscope.
	Table 1.   Cytotoxic activities of complexes 1–5 and their IC50 values (μM)a.



 
    
       
          application/pdf
          
             
                Ruthenium(II) Complexes with 2-Phenylimidazo[4,5-f][1,10]phenanthroline Derivatives that Strongly Combat Cisplatin-Resistant Tumor Cells
            
         
          
             
                srep ,  (2015). doi:10.1038/srep19449
            
         
          
             
                Leli Zeng
                Yu Chen
                Jiangping Liu
                Huaiyi Huang
                Ruilin Guan
                Liangnian Ji
                Hui Chao
            
         
          doi:10.1038/srep19449
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep19449
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep19449
            
         
      
       
          
          
          
             
                doi:10.1038/srep19449
            
         
          
             
                srep ,  (2015). doi:10.1038/srep19449
            
         
          
          
      
       
       
          True
      
   




