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Castration-resistant prostate cancer (CRPC) is a clinical challenge in treatment because of its aggressive nature and

resistance to androgen deprivation therapy. Topoisomerase II catalytic inhibitors have been suggested as a strategy to

overcome these issues. We previously reported AK-I-190 as a novel topoisomerase II inhibitor. In this study, the

mechanism of AK-I-190 was clarified using various types of spectroscopic and biological evaluations. AK-I-190 showed

potent topoisomerase II inhibitory activity through intercalating into DNA without stabilizing the DNA-enzyme cleavage

complex, resulting in significantly less DNA toxicity than etoposide, a clinically used topoisomerase II poison. AK-I-190

induced G1 arrest and effectively inhibited cell proliferation and colony formation in combination with paclitaxel in an

androgen receptor–negative CRPC cell line. 
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1. Introduction

Prostate cancer (PCa) is one of the most common types of cancer in elderly men . This type of cancer is driven by the

androgen receptor (AR) signaling pathway, and therefore AR-targeting drugs in androgen-deprivation therapy are

currently the primary therapeutic option for PCa . AR-targeting treatment results in significant reduction of tumoral

growth and progression at all stages of PCa . However, in a few cases, the tumor adapts to AR suppression through

persistent activation of AR signaling without ligand or complete elimination in AR expression, leading to recurrent and

metastatic cancer .

After exposure to androgen-deprivation therapy, AR-positive PCa cells undergo lineage plasticity and epigenetic

reprograming . During this process, the development of stem cell likeness transforms PCa cells to gain androgen

independence in cellular growth, so-called castration resistance . Castration-resistant prostate cancer (CRPC) has

emerged as a major obstacle in PCa treatment. It is strongly believed that alternative oncogenic signaling pathways are

activated to bypass androgen dependency, which leads to CRPC development. Therefore, to overcome castration

resistance and effectively manage PCa, a therapeutic strategy involving additional targets in addition to targeting AR

signaling is required.

Topoisomerase II is an enzyme that resolves topological issues in the process of replication, transcription, recombination,

chromosomal condensation and segregation . Because of the highly proliferative nature of cancer cells, topoisomerase

II inhibitors, such as etoposide, doxorubicin and mitoxantrone, have long been used in diverse types of solid tumors.

These topoisomerase II inhibitors have also been suggested for PCa treatment. Mitoxantrone was approved by the FDA in

1996 for the treatment of PCa, and several studies have shown clinical benefits of etoposide in combination regimens for

the treatment of patients with CRPC .

In our previous study, we synthesized 172 new halogenated 2,4-diphenyl Indeno[1,2-b]pyridinol derivatives as

topoisomerase inhibitors . Among the inhibitors, AK-I-190, 2-(3-trifluorophenyl)-4-(3-hydroxyphenyl)-5H-indeno[1,2-

b]pyridin-6-ol, showed potent topoisomerase II inhibition with anti-proliferative activity in the DU145 AR-negative PCa cell

line (Figure 1). In this study, we clarified the molecular mechanism of AK-I-190 as a DNA intercalating catalytic inhibitor of

topoisomerase II. We further evaluated the anti-proliferative and pro-apoptotic activities of AK-I-190 in AR-independently

growing PCa cells. Our results suggest the clinical relevance and efficacy of the topoisomerase II catalytic inhibitor in AR-

negative PCa.
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Figure 1. The structure and topoisomerase II inhibitory and anti-proliferative activities of AK-I-190 (2-(3-trifluorophenyl)-4-

(3-hydroxyphenyl)-5H-indeno[1,2-b]pyridin-6-ol) in DU145 prostate cancer cells.

2. Topoisomerase II Inhibitory Activity of AK-I-190 as a Catalytic Inhibitor

We evaluated the DNA topoisomerase II inhibitory activity of AK-I-190, synthesized as previously reported , using the

kinetoplast DNA (kDNA) decatenation assay. This experimental method is used for the assessment of topoisomerase II-

specific decatenating ability . DNA topoisomerase II, but not DNA topoisomerase I, has the ability to decatenate DNA

due to its ability to cleave DNA double strands simultaneously, which is essential for cells that hyper-proliferate through

the process of mitosis and cytokinesis . Our results showed that AK-I-190 treatment retained kDNA in the catenated

form (Figure 2A). Notably, the same concentration of AK-I-190 (100 μM) showed better or equivalent inhibitory activity

compared with the known topoisomerase II inhibitors etoposide and ellipticine. We next evaluated whether AK-I-190 was

capable of stabilizing the DNA-enzyme complex. Stabilization of the topoisomerase-DNA cleavage complex produces

linear DNA, which is a cause of adverse effects induced by topoisomerase poison, including etoposide . In the

cleavage complex assay, the linear form of DNA was not generated by AK-I-190, whereas etoposide treatment resulted in

a linear DNA band (Figure 2B).

Figure 2. AK-I-190 inhibits topoisomerase II inhibition as a catalytic inhibitor. (A) kDNA decatenation assay of AK-I-190.

The graph on the right shows quantification of the values measured in the gel. (B) Cleavage complex assay. Supercoiled

DNA (pBR322) was pre-incubated with DNA topoisomerase IIα and the indicated compound was added. After incubation

and agarose gel electrophoresis, bands of linear DNA were analyzed. (C) Band depletion assay. Formation of

topoisomerase IIα–DNA cleavage complex was assessed using the band depletion assay. Cells treated with vehicle,

etoposide, or AK-I-190 were lysed with denaturing buffer and centrifuged. DNA-unbound topoisomerase IIα was evaluated

in the supernatant (upper panel). The whole cell lysate in the same experimental condition was used as input. (D) Alkaline

comet assay. Comet slides were electrophoresed at high pH and stained with a SYBR gold solution. The comet tails were

observed by fluorescence microscopy. Quantification of DNA tails was conducted using Komet 5.5 software. The

intensities of comet tails versus comet heads reflected the extent of DNA breaks (n = 50). * p < 0.05 and *** p < 0.001 vs.

control; NS, not significant.

As our results showed that AK-I-190 effectively inhibited enzymatic activity without induction of linearized DNA, a band

depletion assay was conducted to determine whether AK-I-190 was a poison or a catalytic inhibitor. Treatment with

etoposide, but not AK-I-190, resulted in a significant decrease in free topoisomerase IIα level, indicating that

topoisomerase IIα covalently bound to DNA was increased in etoposide-treated cells (Figure 2C). Truncated DNA induced

by stabilization of the enzyme-DNA complex was confirmed by alkaline comet assay (Figure 2D). Unlike etoposide, AK-I-
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190 did not result in an increase in DNA tail compared with controls. Collectively, these results indicate that AK-I-190 is a

catalytic inhibitor of topoisomerase II rather than a poison.

3. DNA Intercalation of AK-I-190

For a deeper understanding of the mechanism of topoisomerase II inhibitory activity, we analyzed AK-I-190 using various

spectroscopic methods. There are several known modes of action of topoisomerase II–targeting drugs, including

stabilizing the cleavage complex, inhibiting ATPase activity of topoisomerase II, chelating metal ions essential for

topoisomerase II function, and inhibiting DNA access to topoisomerase II by binding to DNA. As our results indicate that

AK-I-190 is a catalytic inhibitor of topoisomerase II, we evaluated AK-I-190 activity in each mode of action except for

cleavage complex stabilization. AK-I-190 did not inhibit topoisomerase II ATPase activity and had no chelating ability 

(Supplementary Figure S1). For the evaluation of DNA binding, the absorption spectra of DNA with diverse concentrations

of AK-I-190 were analyzed (Figure 3A). Titrating AK-I-190 in DNA solution increased absorbance, confirming that AK-I-

190 was bound to DNA. The absorbance values of 200 μM calf thymus DNA (ct-DNA) and 200 μM AK-I-190 at 260 nm

wavelength were 0.174 and 0.075, respectively. The absorbance of a mixture of the same concentration of ct-DNA and

AK-I-190 (200 μM each) increased to 0.350 at 260 nm. This result indicates that AK-I-190 interacts with DNA, thereby

attenuating enzymatic activity of topoisomerase II.

Figure 3. DNA intercalation of AK-I-190. (A) Interaction of AK-I-190 with ct-DNA was monitored using UV/vis

spectroscopy. UV/vis spectrum for ct-DNA (200 μM) in the presence of various AK-I-190 concentrations (0–200 μM) in 10

mM Tris buffer (pH 7.4). (B) Fluorescence spectra during titration of AK-I-190 to the complex of ct-DNA with EtBr

(intercalator). The EtBr-DNA complex was excited at 471 nm and emission spectra were recorded from 500 nm to 700

nm. Fluorescence intensity decreased with subsequent addition of AK-I-190 (left) and m-AMSA (right). (C) KI quenching

experiment. Stern–Volmer plot of fluorescence quenching of AK-I-190 (100 μM) by increasing KI concentration (0–9 mM)

in 10 mM Tris buffer (pH 7.4) in the presence (red) and absence (black) of ct-DNA. (D,E) Molecular docking study of AK-I-

190. Docking studies of AK-I-190 were carried out using the X-ray crystal structure of human DNA complexed with

ellipticine as a template (PDB code, 1Z3F) using the Flare program. AK-I-190 potentially binds to DNA double helix by

intercalation between base pairs. Each DNA strand is shown as blue and pink highlighted lines. Residues participating in

the interaction are indicated by bold sticks and AK-I-190 is shown by capped sticks. Both are colored according to atom

(carbon, black or green; oxygen, red; nitrogen, blue; phosphorus, cyan; fluoride, light green). Expected hydrogen bonds

are indicated as green solid lines and π–π interactions are represented as purple solid lines. (F) Two-dimensional

diagram of the interaction between AK-I-190 and the DNA double helical structure. The diagram was created using Pose

View in proteins.plus/ (accessed on 20 August 2021).
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We next examined the binding mode of AK-I-190 to DNA using EtBr displacement and KI quenching assays. AK-I-190 was

confirmed to interact with DNA in an intercalating manner similar to that of m-AMSA, a known DNA intercalating agent

(Figure 3B,C) . The fluorescence quenching ability of iodide ions on AK-I-190 was evaluated in the absence and

presence of DNA co-treatment. The fluorescence of the DNA intercalating agent tends to weaken the fluorescence

quenching ability of iodide ions under the DNA co-treatment condition because of the intercalating action, and thus the

Fo/F ratio value tends to decrease as the KI concentration increases. The Stern–Volmer quenching constant (K ) value

of iodide ion was 52.99 M  in the absence of ct-DNA, whereas its fluorescence-quenching ability was completely

diminished by ct-DNA addition. AK-I-190 was revealed to be a DNA intercalating agent and not a groove binder.

DNA intercalation of AK-I-190 was further analyzed using a docking study (Figure 3D–F). The results revealed that two

hydroxyl groups of AK-I-190 formed hydrogen bonds with each chain of DNA, and the ring structure participated in

multiple π–π interactions with purine and pyrimidine rings of DNA. The flat structure of AK-I-190 was responsible for the

DNA intercalation and the additional hydrogen bonds were for anchorage.

4. Discussion

In this study, we clarified molecular mechanism of AK-I-190 as a DNA intercalating catalytic inhibitor of topoisomerase II.

We first assessed whether AK-I-190 is a poison or catalytic inhibitor of topoisomerase II. AK-I-190 did not generate the

linear form of DNA in cleavage complex assay and sustained DNA-unbound topoisomerase II in band depletion assay.

These results revealed that AK-I-190 is a catalytic inhibitor of topoisomerase II rather than a poison. Interestingly, co-

treatment of AK-I-190 with etoposide reduced linear DNA formation compared to samples treated with etoposide alone in

the cleavage complex assay. This demonstrates that AK-I-190 can be beneficially used in combination with etoposide for

reducing genotoxicity while maintaining the efficacy of inhibiting topoisomerase activity. As a DNA intercalating catalytic

inhibitor of topoisomerase II, AK-I-190 showed potent anticancer activity through G1 arrest and apoptosis induction.

Moreover, AK-I-190 enhanced anti-proliferative activity of paclitaxel, a clinically using chemotherapeutic agent in CRPC.

AR independence in PCa is an important issue that determines the effectiveness of PCa treatment. At the beginning of

disease, PCa is manageable, as it is sensitive to androgen-deprivation therapy. However, in a considerable proportion of

PCa cases, disease progression with or without prostate serum antigen increase is observed after androgen-deprivation

therapy . These castration-resistant characteristics are closely correlated with metastasis and worse clinical outcome

. Therefore, developing better therapeutic options for CRPC treatment is critical.

Topoisomerase II is an enzyme that is essential for diverse cellular processes, such as transcription, replication,

chromosomal condensation and segregation. As topoisomerase II is indispensable in proliferative cells, it has been

regarded as an effective therapeutic target for the treatment of solid tumors for decades. Topoisomerase II inhibitors fall

into two categories: poisons and catalytic inhibitors . Topoisomerase II poisons act at the stage of DNA cleavage.

This type of inhibitor effectively kills cancer cells by trapping the DNA-enzyme complex and blocking DNA re-ligation and

enzyme release . Most of the clinically used topoisomerase II inhibitors are poisons. Despite their highly potent

anticancer activity, the use of these compounds has limitations because of their mechanism of action. Topoisomerase

poisons stabilize the DNA-enzyme complex, which leads to DNA toxicity. Previous studies have reported that the

genotoxicity induced by topoisomerase II poisons causes serious side effects, such as secondary malignancy .

A role of topoisomerase II in PCa has been reported. Amplification of the TOP2A gene, which encodes topoisomerase II,

was shown to correlate with Gleason score and hormone resistance in PCa . Multivariate analysis of PCa cases with

systemic progression or death within 5 years after radical retropublic prostatectomy suggested several predictive factors

including TOP2A amplification . These previous studies indicated that topoisomerase II is not only a predictive factor,

but also a promising therapeutic target in PCa. A topoisomerase IIβ–cleavage complex stabilized by topoisomerase II

poisons was reported as a possible cause of oncogenic gene fusions, such as TMPRSS2-ERG . TMPRSS2-
ERG is one of the most common genomic alterations in PCa and is detected in up to 60% of PCa cases .

Considering that topoisomerase II inhibitors hardly possess isoform-selectivity between topoisomerase IIα and

topoisomerase IIβ, topoisomerase II inhibition without the generation of unwanted DNA double-strand breaks is a critical

factor in PCa treatment.

To overcome the drawbacks in the clinical use of topoisomerase II poisons, numerous studies have been conducted to

develop catalytic inhibitors with potent activities. Topoisomerase II catalytic inhibitors act at the other steps of the

topoisomerase II catalytic cycle, except for the step of DNA-enzyme complex stabilization . The most important

side effect of a topoisomerase II poison is the DNA truncation that is induced by its mechanism of action. We confirmed

that AK-I-190 did not induce DNA fragmentation in short-term treatment using the alkaline comet assay. Although DNA
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fragmentation is a marker of cellular death, it also represents generation of poison-induced DNA truncation under short-

term treating condition. We then evaluated the DNA interaction with AK-I-190 by titrating AK-I-190 into ct-DNA, which

resulted in induction of hyperchromicity in DNA absorbance spectra. In addition, AK-I-190 replaced EtBr, a DNA

intercalating agent, indicating that AK-I-190 interacted with DNA in an intercalating manner. Molecular docking studies

showed that AK-I-190 fits into DNA between base pairs and generates additional hydrogen bonds with phosphate groups

in the two different chains of DNA. The anticancer activity of AK-I-190 in PCa was also confirmed. AK-I-190 induced G1

arrest and stimulated apoptosis in a dose- and time-dependent manner. Moreover, AK-I-190 combined with paclitaxel, a

clinically used anticancer agent, inhibited CRPC cancer cell growth to a greater extent than the single treatments.

The targeting of additional or alternative therapeutic molecular targets can be a solution to improve treatment of patients

in CRPC treatment. While topoisomerase II inhibitors have been used for PCa patients, there have been limitations in

their clinical use because of their mechanism in stabilizing the DNA-enzyme cleavage complex, producing undesirable

truncated DNA. Our results suggest that AK-I-190 may suppress AR-independent PCa cell growth by its potent inhibitory

activity against topoisomerase II without genotoxicity. Though the results of this study suggest topoisomerase II inhibition

as a realistic alternative for CRPC treatment, the molecular mechanism of how topoisomerase II inhibition affects AR-

independent growth of CRPC cells has not been defined. In addition to our results, further studies are needed to elucidate

the molecular relationship between topoisomerase II and CRPC.

References

1. Bray, F.; Ferlay, J.; Soerjomataram, I.; Siegel, R.L.; Torre, L.A.; Jemal, A. Global cancer statistics 2018: GLOBOCAN
estimates of incidence and mortality worldwide for 36 cancers in 185 countries. CA Cancer J. Clin. 2018, 68, 394–424.

2. Shafi, A.A.; Yen, A.E.; Weigel, N.L. Androgen receptors in hormone-dependent and castration-resistant prostate cancer.
Pharmacol. Ther. 2013, 140, 223–238.

3. Sharifi, N.; Gulley, J.L.; Dahut, W.L. Androgen deprivation therapy for prostate cancer. JAMA 2005, 294, 238–244.

4. Chi, K.N.; Bjartell, A.; Dearnaley, D.; Saad, F.; Schröder, F.H.; Sternberg, C.; Tombal, B.; Visakorpi, T. Castration-
resistant prostate cancer: From new pathophysiology to new treatment targets. Eur. Urol. 2009, 56, 594–605.

5. Feng, Q.; He, B. Androgen Receptor Signaling in the Development of Castration-Resistant Prostate Cancer. Front.
Oncol. 2019, 9, 858.

6. Beltran, H.; Hruszkewycz, A.; Scher, H.I.; Hildesheim, J.; Isaacs, J.; Yu, E.Y.; Kelly, K.; Lin, D.; Dicker, A.; Arnold, J.; et
al. The Role of Lineage Plasticity in Prostate Cancer Therapy Resistance. Clin. Cancer Res. 2019, 25, 6916–6924.

7. Kirby, M.; Hirst, C.; Crawford, E.D. Characterising the castration-resistant prostate cancer population: A systematic
review. Int. J. Clin. Pract. 2011, 65, 1180–1192.

8. Champoux, J.J. DNA topoisomerases: Structure, function, and mechanism. Annu. Rev. Biochem. 2001, 70, 369–413.

9. Pommier, Y. Drugging topoisomerases: Lessons and challenges. ACS Chem. Biol. 2013, 8, 82–95.

10. Buonerba, C.; Federico, P.; Bosso, D.; Puglia, L.; Policastro, T.; Izzo, M.; Perri, F.; Vittoria Scarpati, G.D.; Ferro, M.;
Cobelli, O.D.; et al. Carboplatin plus etoposide in heavily pretreated castration-resistant prostate cancer patients.
Future Oncol. 2014, 10, 1353–1360.

11. Laber, D.A.; Chen, M.B.; Jaglal, M.; Patel, A.; Visweshwar, N. Phase 2 Study of Cyclophosphamide, Etoposide, and
Estramustine in Patients With Castration-Resistant Prostate Cancer. Clin. Genitourin. Cancer 2018, 16, 473–481.

12. Kadayat, T.M.; Park, S.; Shrestha, A.; Jo, H.; Hwang, S.Y.; Katila, P.; Shrestha, R.; Nepal, M.R.; Noh, K.; Kim, S.K.; et
al. Discovery and Biological Evaluations of Halogenated 2,4-Diphenyl Indenopyridinol Derivatives as Potent
Topoisomerase IIα-Targeted Chemotherapeutic Agents for Breast Cancer. J. Med. Chem. 2019, 62, 8194–8234.

13. Jeon, K.H.; Shrestha, A.; Jang, H.J.; Kim, J.A.; Sheen, N.; Seo, M.; Lee, E.S.; Kwon, Y. Anticancer Activity of Indeno-
Pyridinol Derivative as a New DNA Minor Groove Binding Catalytic Inhibitor of Topoisomerase IIα. Biomol. Ther. 2021,
29, 562–570.

14. Vos, S.M.; Tretter, E.M.; Schmidt, B.H.; Berger, J.M. All tangled up: How cells direct, manage and exploit
topoisomerase function. Nat. Rev. Mol. Cell Biol. 2011, 12, 827–841.

15. Wu, C.C.; Li, Y.C.; Wang, Y.R.; Li, T.K.; Chan, N.L. On the structural basis and design guidelines for type II
topoisomerase-targeting anticancer drugs. Nucleic Acids Res. 2013, 41, 10630–10640.

16. Wong, Y.N.; Ferraldeschi, R.; Attard, G.; de Bono, J. Evolution of androgen receptor targeted therapy for advanced
prostate cancer. Nat. Rev. Clin. Oncol. 2014, 11, 365–376.



17. Pendleton, M.; Lindsey, R.H., Jr.; Felix, C.A.; Grimwade, D.; Osheroff, N. Topoisomerase II and leukemia. Ann. N. Y.
Acad. Sci. 2014, 1310, 98–110.

18. Pommier, Y.; Leo, E.; Zhang, H.; Marchand, C. DNA topoisomerases and their poisoning by anticancer and
antibacterial drugs. Chem. Biol. 2010, 17, 421–433.

19. Azarova, A.M.; Lyu, Y.L.; Lin, C.P.; Tsai, Y.C.; Lau, J.Y.; Wang, J.C.; Liu, L.F. Roles of DNA topoisomerase II isozymes
in chemotherapy and secondary malignancies. Proc. Natl. Acad. Sci. USA 2007, 104, 11014–11019.

20. Willman, J.H.; Holden, J.A. Immunohistochemical staining for DNA topoisomerase II-alpha in benign, premalignant, and
malignant lesions of the prostate. Prostate 2000, 42, 280–286.

21. Hughes, C.; Murphy, A.; Martin, C.; Fox, E.; Ring, M.; Sheils, O.; Loftus, B.; O’Leary, J. Topoisomerase II-alpha
expression increases with increasing Gleason score and with hormone insensitivity in prostate carcinoma. J. Clin.
Pathol. 2006, 59, 721–724.

22. Tomlins, S.A.; Laxman, B.; Dhanasekaran, S.M.; Helgeson, B.E.; Cao, X.; Morris, D.S.; Menon, A.; Jing, X.; Cao, Q.;
Han, B.; et al. Distinct classes of chromosomal rearrangements create oncogenic ETS gene fusions in prostate cancer.
Nature 2007, 448, 595–599.

23. Rubin, M.A.; Maher, C.A.; Chinnaiyan, A.M. Common gene rearrangements in prostate cancer. J. Clin. Oncol. 2011, 29,
3659–3668.

24. Nelson, W.G.; Haffner, M.C.; Yegnasubramanian, S. The structure of the nucleus in normal and neoplastic prostate
cells: Untangling the role of type 2 DNA topoisomerases. Am. J. Clin. Exp. Urol. 2018, 6, 107–113.

25. Haffner, M.C.; Aryee, M.J.; Toubaji, A.; Esopi, D.M.; Albadine, R.; Gurel, B.; Isaacs, W.B.; Bova, G.S.; Liu, W.; Xu, J.; et
al. Androgen-induced TOP2B-mediated double-strand breaks and prostate cancer gene rearrangements. Nat. Genet.
2010, 42, 668–675.

26. Seth, A.; Watson, D.K. ETS transcription factors and their emerging roles in human cancer. Eur. J. Cancer 2005, 41,
2462–2478.

27. Sørensen, B.S.; Sinding, J.; Andersen, A.H.; Alsner, J.; Jensen, P.B.; Westergaard, O. Mode of action of topoisomerase
II-targeting agents at a specific DNA sequence. Uncoupling the DNA binding, cleavage and religation events. J. Mol.
Biol. 1992, 228, 778–786.

28. Gormley, N.A.; Orphanides, G.; Meyer, A.; Cullis, P.M.; Maxwell, A. The interaction of coumarin antibiotics with
fragments of DNA gyrase B protein. Biochemistry 1996, 35, 5083–5092.

29. Roca, J.; Ishida, R.; Berger, J.M.; Andoh, T.; Wang, J.C. Antitumor bisdioxopiperazines inhibit yeast DNA
topoisomerase II by trapping the enzyme in the form of a closed protein clamp. Proc. Natl. Acad. Sci. USA 1994, 91,
1781–1785.

Retrieved from https://encyclopedia.pub/entry/history/show/35973


