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Voltage-gated potassium channel Kv1.3 is an integral membrane protein, which is selectively permeable for potassium ions and is activated upon a change of membrane potential. Channel activation enables transportation of potassium ions down their electrochemical gradient. Kv1.3 channel is expressed in many cell types, both normal and cancer. Activity of the channel plays an important role in cell proliferation and apoptosis. Inhibition of Kv1.3 channel may be beneficial in therapy of several diseases including some cancer disorders. This review focuses on Kv1.3 channel as a new potentially attractive molecular target in cancer therapy. In the first part, changes in the channel expression in selected cancer disorders are described. Then, the role of the channel activity in cancer cell proliferation and apoptosis is presented. Finally, it is shown that some low molecular weight organic inhibitors of the channel including selected biologically active plant-derived polycyclic compounds may selectively induce apoptosis of Kv1.3-expressing cancer cells while sparing normal cells and healthy organs. These compounds may be promising candidates for putative application in therapy of some cancer disorders, such as melanoma, pancreatic ductal adenocarcinoma (PDAC), or B-type chronic lymphocytic leukemia (B-CLL).
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INTRODUCTION

Voltage-gated potassium channels (Kv) are integral membrane proteins, which are selectively permeable for potassium ions and are activated upon a change of cell membrane voltage. Activation of these channels provides transportation of potassium ions across cell membrane down their electrochemical gradient. Kv channel of the Kv1.3 type was firstly discovered in the plasma membrane of human T lymphocytes (1, 2). Activation of Kv1.3 channel in the plasma membrane provides an efflux of potassium ions out of the cell and stabilization of the resting membrane potential (2, 3). Kv1.3 channel is expressed in human T and B lymphocytes, macrophages, fibroblasts, platelets, macrophages, osteoclasts, microglia, oligodendrocytes, brain (e.g., olfactory bulb, hippocampus, and cerebral cortex), lung, islets, thymus, spleen, lymph nodes, and testis (3). Kv1.3 channel is also expressed in the inner mitochondrial membrane (mito Kv1.3) of normal human T lymphocytes and cancer cells, such as human leukemic T cell line Jurkat, prostate cancer PC-3 cells and breast cancer MCF-7 cells (4, 5). Recently published data demonstrate that Kv1.3 channel is also expressed in the nuclei of cancer cells, such as Jurkat T cells, breast cancer MCF-7, lung cancer A549 and gastric cancer SNU-484 cells as well as in human brain tissues (6). Moreover, Kv1.3 channel was also discovered in the cis-Golgi apparatus membrane in rat cancer astrocytoma C6 cells as well as in non-cancerous CTX TNA2 astrocyte cell line and in rat primary astrocytes (7). Activity of Kv1.3 channel plays an important role in cell proliferation and apoptosis (3, 5, 8–14). The channel activity is inhibited by many chemically unrelated compounds: heavy-metal cations, small-molecule organic compounds and venom-isolated oligopeptides (3, 8–14). The most potent specific inhibitors inhibit the channel at subnanomolar concentrations (3, 8–14). Inhibition of Kv1.3 channel by specific inhibitors may be beneficial in therapy of T-lymphocyte-mediated autoimmune diseases (e.g., sclerosis multiplex, type I diabetes mellitus, rheumatoid arthritis, psoriasis), chronic renal failure, asthma, obesity, type II diabetes mellitus, cognitive disabilities, and some cancer disorders (8–15). This review paper is focused on Kv1.3 channel as a new, potentially attractive molecular target in cancer therapy. In the first section the changes in Kv1.3 channel expression in cancer cells are described. Then, a role of activity of Kv1.3 channel in cancer cell proliferation and apoptosis is reviewed. It is pointed out how inhibition of Kv1.3 channel may inhibit uncontrolled cancer cell proliferation and induce apoptosis of cancer cells. In the last section, inhibitors of Kv1.3 channel that may be promising candidates for a putative application in therapy of some cancer disorders are presented.

CHANGES IN EXPRESSION OF KV1.3 CHANNEL IN CANCER

Several studies have demonstrated an altered expression of Kv1.3 channel in case of some cancer disorders when compared to normal tissues (15–19). However, no general pattern of these changes is known at the present. The changes depend on the type and the stage of the disease. In cancer tissues these channels may be up-regulated or down-regulated (Table 1). An up-regulated expression of the channel was discovered in breast or colon cancer, in smooth muscle (leiomyosarcoma), skeletal muscle (alveolar rhabdomyosarcoma), lymph node cancer (15–19), and in mature neoplastic B cells in chronic lymphocytic leukemia (B-CLL) (20).


Table 1. Changes in the expression of Kv1.3 channels in selected cancer disorders.
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In case of B-CLL it was shown that these cancer cells express significantly more channels than normal human B lymphocytes (20). This up-regulation may be due to a haploinsufficiency of the potassium channel regulating gene (KCNRG), which causes suppression of potassium channel expression and activity (20). Moreover, it was shown that inhibition of B-RAF kinase by a potent anti-proliferative and pro-apoptotic compound PLX-4720 significantly reduced the expression of Kv1.3 channel in cancer B-CLL, but not in normal B cells (20). A similar reduction of Kv1.3 channel expression upon application of PLX-4270 was also observed in case of human leukemic Jurkat T cells (20). These results suggest that B-RAF activity is involved in up-regulation of Kv1.3 channel in leukemic B and T cells. This B-RAF-dependent increased expression of Kv1.3 channel in cancer cells may be related to a pro-proliferative effect on these cells (20). A significantly up-regulated expression of Kv1.3 channel that was positively correlated with tumor aggressiveness was recently observed in case of a leiomyosarcoma and alveolar rhabdomyosarcoma (19, 31).

In case of breast cancer, a significantly up-regulated expression of Kv1.3 channel mRNA in cancer cells was already observed in the I-st stage of the disease (23). Moreover, it was observed that tumorigenic mammary epithelial M13SV1R2 and M13SV1R2-N1 cells expressed significantly more channel proteins than normal human mammary epithelial cells M13SV1 (23). Among cancer cells, the channel expression was significantly higher in highly tumorigenic M13SV1R2-N1 cells than in weakly tumorigenic M13SV1R2 cells (23). On the other hand, a markedly reduced expression of Kv1.3 channel at both mRNA and protein levels was detected in case of breast adenocarcinoma and an inverse correlation between the channel expression and grade of the disease was obtained (24).

A significantly reduced expression of the channel was also observed in cancer of kidney, bladder, pancreas, lung, brain (astrocytoma, oligodendroglioma, and glioblastoma), stomach and prostate (15–19, 24, 25, 28). In case of prostate cancer there was a significant inverse correlation between expression of the channel in the epithelium of human prostate tissue and grade (p = 0.003) and stage (p = 0.001) of the tumor. However, no correlation was observed between expression of Kv1.3 channel and race or age of the patients (25). Overall, immunostaining studies showed a strong (staining score 4 or 5) expression of Kv1.3 channel in the prostate epithelium in the whole control group, in almost all (17/18) patients with benign prostatic hyperplasia (BPH), but only in 52% (77/147) specimens with primary human prostate cancer (Pca) (25). Furthermore, the highest (5) staining score was observed in 60% (6/10) of controls, 67% (12/18) of BPH patients and only in 20% (29/147) of Pca specimens (25). Moreover, in prostate cancer, the channel expression is significantly higher in weakly metastatic LNCaP and AT-2 cell lines than in strongly metastatic PC3 and Mat-LyLu cell lines (26, 27). A significant reduction of the expression of Kv1.3 channel was also observed in case of pancreas adenocarcinoma, especially in patients with metastasis (28). It was shown that the reduction of channel expression in the case of breast and pancreas adenocarcinoma was a consequence of methylation of the promoter region of Kv1.3-encoding gene in cancer cells. This process was enhanced in patients with metastasis (24, 28). In case of breast adenocarcinoma, it was shown that Kv1.3 gene promoter was methylated only in 12.5% (2/16) of patients with the Grade I of the disease (SBR Histological Grade), but in 52.2% (12/23) and in 53.9% (7/13) of patients with the Grade II and III, respectively (24). There was a positive correlation between the gene methylation and the grade of the disease, but a negative correlation was obtained between the grade of disease and expression of Kv1.3 mRNA and channel protein (24). Moreover, Kv1.3 gene promoter was methylated in MCF-7 breast carcinoma cell line whereas the methylation was absent in a primary culture of normal breast cells (HMEpC) (24). The gene methylation was also detected in case of 76.9% (20/26) of patients with pancreas cancer metastasis, but only in 40% (2/5) of patients without metastasis (28). The survival distribution function showed that the gene methylation reduced the expected mean survival time for patients suffering from pancreas cancer from more than 2 years to about 1 year (28). Recently published data showed that the complete gene methylation was responsible for lack of expression of Kv1.3 channel in colorectal cancer cell lines: RKO, DLD-1, SW-620, HCT-116, and HT-29 (30). On the other hand, the channel was expressed in LoVo and SW-480 cells, where the gene methylation occurred only partially (30). Moreover, it was shown that application of the gene demethylation agent: 5-aza-2'-deoxycytidine (DAC) restored the channel expression in RKO, DLD-1, SW-620, HCT-116, and HT-29 cells (30). Clinical tests showed that the gene methylation occurred in case of 76.9% (112/147) of primary colorectal cancer, whereas no methylation was detected in normal colorectal mucosa (30). It was shown that Kv1.3 channel expression was reduced in 76.7% (23/30) of colorectal cancer patients; in almost all cases (22/23) it was due to the gene methylation (30). The gene methylation also reduced 5-year overall survival rate (OS) of colorectal cancer patients from 80 to 64.3% (30). Thus, both expression of Kv1.3 channel and Kv1.3 gene promoter methylation may serve as diagnostic and prognostic marker in case of breast, pancreas, and colorectal cancer. However, in case of some disorders, such as in brain tumors (astrocytoma, oligodendroglioma, and glioblastoma) a clear correlation between the channel expression and stage of the disease is still not established (19).

ROLE OF KV1.3 CHANNEL IN CANCER CELL PROLIFERATION

It is well-known that the activity of Kv1.3 channel is needed for proliferation of Kv1.3 channel-expressing normal and cancer cells. It was shown that activated human naive and central memory human T lymphocytes (TCM) up-regulate both Kv1.3 channel and calcium-activated potassium channel K(Ca)3.1, whereas effector memory T lymphocytes (TEM) predominantly up-regulate Kv1.3 channel (8–14). Thus, a selective inhibition of Kv1.3 channel can selectively suppress activated TEM cells, whereas activated naive and TCM cells can escape from the suppression due to the up-regulation of K(Ca)3.1 channel (8–14). This is the idea of a “selective immunosuppression,” which is a promising approach in in therapy of T-lymphocyte-mediated autoimmune diseases, such as, for example, sclerosis multiplex, type I diabetes mellitus, rheumatoid arthritis, or psoriasis (8–14). It is known that human leukemic Jurkat T cells express both Kv1.3 channel and apamin-sensitive calcium-activated potassium channel K(Ca)2.2 (21). Recently published results show that both Kv1.3 and K(Ca)3.1 channels are up-regulated in two leukemic cell lines: CEM and MOLT-3 cells (22). Moreover, as it was mentioned above, an over-expression of Kv1.3 channel, in relation to normal human B lymphocytes, occurs also in case of mature neoplastic B cells in chronic lymphocytic leukemia (B-CLL) (20).

Two different models can be applied to describe the role of Kv1.3 channel in regulation of cell proliferation (32). First of the models—the “membrane potential model”—was firstly described in T lymphocytes (Figure 1). In these cells, Kv1.3 channel is a part of the “immune synapse” between T Cell Receptor (TCR) and Antigen Presenting Cell (APC). Activation of TCR leads to an activation of the enzyme phospholipase C (PLC), which catalyzes the production of diacylglycerol (DAG) and inositol-1,4,5-triphosphate (IP3). The later compound binds to its receptor on the endoplasmic reticulum (ER), which is a calcium-selective receptor-gated channel, and thereby promotes release of calcium ions from the ER. The calcium release is followed by a sustained calcium influx due to an activation of voltage-independent calcium release-activated CRAC channel coupled to the ER by a STIM1 protein in the plasma membrane (32). This calcium ions influx is necessary for a subsequent activation of the protein phosphatase calcineurin which de-phosphorylates the Nuclear Factor of Activated T Cells (NFAT). The de-phosphorylated NFAT is translocated to the nucleus, where it binds to the promoter of interleukin-2 (IL-2) gene. This promotes synthesis and release of IL-2, which is a T-lymphocyte growth factor (32, 33). The production of IL-2 provides T lymphocyte proliferation even in the absence of antigen (32). According to the “membrane potential model,” an alternate opening of Kv1.3 and K(Ca)3.1 channels leads to an efflux of potassium ions out of the cell and thereby to a hyperpolarisation of the plasma membrane. Due to alternate channel activation the membrane potential is fluctuating around average value. This fluctuating hyperpolarisation provides a creation of a fluctuating electrochemical “driving force” for calcium influx through CRAC channels. Inhibition of Kv1.3 and K(Ca)3.1 channels causes a depolarisation of the plasma membrane and reduction of the “driving force” for calcium entry. This caused an inhibition of the whole calcineurin-NFAT signaling pathway and inhibition of IL-2 synthesis (33). Inhibition of IL-2 production arrests in turn cell cycle in the G1 phase and thereby inhibits cell proliferation (8–14, 32).
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FIGURE 1. A scheme of the “membrane potential model” for the contribution of Kv1.3 and K(Ca) channels to proliferation of T lymphocytes.



The “membrane potential model” may be oversimplified and not adequate for cells other than lymphocytes. If the role of Kv1.3 channels in cell proliferation would only be associated with stabilization of the cell membrane potential, the same role could also be played by other types of voltage-gated potassium channels, such as for example, Kv1.5 channel, structurally related to Kv1.3 (32). The results obtained with HEK 293 cells demonstrated that transfection of these cells with plasmids containing Kv1.3 channel gene stimulated cell proliferation, whereas the same operation done with Kv1.5 channel gene inhibited the proliferation (34, 35). These results cannot be explained by the “membrane potential model,” since both types of channels have a similar influence on the cell membrane potential. Therefore, another model of the influence of Kv1.3 channel on cell proliferation known as the “voltage sensor model” was elaborated [(32, 34, 35), Figure 2]. According to this model, Kv1.3 channel works as membrane voltage sensor that is sensitive to changes in membrane voltage upon cell stimulation (32). Depolarisation of the cell membrane causes opening of the channels and this opening promotes phosphorylation of intracellular C-terminal tyrosine (Y) and serine (S) residues: Y447, S459, S473, S475, and Y477 (34, 35). The residues are phosphorylated by protein kinases being a part of the MEK-ERK signaling pathway (35). This phosphorylation is required for activation of the MEK-ERK signaling pathway, however, the mechanism of interactions between the phosphorylated channel and the signaling pathway remains to be elucidated.
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FIGURE 2. A scheme of the “voltage sensor model” for the contribution of Kv1.3 channel to proliferation of Kv1.3-transfected HEK293 cells.



Interestingly, according to this model, a key factor necessary to promote cell proliferation is not generation of the “driving force” for calcium influx, but the channel opening. The proliferation is inhibited only if inhibitor prevents the channel from opening (34, 35).

Taking into account these contradictory models one can conclude that the mechanism of participation of Kv1.3 channel in cell proliferation is probably complex and it may contain two components: setting of the cell membrane potential leading to generation of the “driving force” for calcium influx, and an activation of the MEK-ERK signaling pathway.

ROLE OF KV1.3 CHANNEL IN CANCER CELL APOPTOSIS

Kv1.3 channel also participates in induction of apoptosis of normal and cancer cells that express this channel (5, 11–14).

Studies performed on Jurkat T cells showed that activity of Kv1.3 channel in the plasma membrane was up-regulated upon activation of death receptor pathway of apoptosis by Fas ligands (36). The up-regulation of the channel activity occurred via caspase 8-dependent pathway. It generated a sustained efflux of potassium ions out of the cell and cell shrinkage, which is a hallmark of apoptosis (36). It is also known that expression of mito Kv1.3 channel is required to induce the mitochondrial pathway of apoptosis by the pro-apoptotic protein Bax (37). It was shown that Bax, which is cumulated in the outer mitochondrial membrane upon apoptotic stimulation, directly inhibits mito Kv1.3 channel by a peptide toxin-like mechanism (37). The EC50 value for the inhibition by Bax is about 4 nM. This indicates that Bax is among most potent inhibitors of Kv1.3 channel. The inhibition of mito Kv1.3 channel is the first crucial step in the activation of mitochondrial pathway of apoptosis (Figure 3). Since the activation of mito Kv1.3 channel leads to a generation of an inward potassium current, inhibition of this channel would cause a hyperpolarisation of the inner mitochondrial membrane. Experiments performed on isolated mitochondria showed that inhibition of mito Kv1.3 channel by Bax caused a transient hyperpolarisation of the inner mitochondrial membrane and this hyperpolarisation was followed by a pronounced depolarisation (5, 37). It is known that hyperpolarisation of the inner mitochondrial membrane facilitates the production of reactive oxygen species (ROS) by mitochondria (38). Increased production of ROS activates the mitochondrial permeability transition pore (PTP) probably by oxidation of cysteine residues (5, 37). Activation of the PTP leads to a loss of the mitochondrial membrane potential. Moreover, increased ROS level triggers detachment of cytochrome c probably due to oxidation of membrane lipids. Detached cytochrome c is then released from the mitochondrial space through the PTPs in the inner mitochondrial membrane and voltage-dependent anion channels (VDAC) in the outer mitochondrial membrane (39). Release of cytochrome c was also observed upon Bax application in Kv1.3 channel- expressing cells (5, 37). Increased production of ROS, depolarization of the inner mitochondrial membrane, cytochrome c release—all these processes are hallmarks of activation of mitochondrial pathway of apoptosis.
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FIGURE 3. A scheme of the contribution of inhibition of mito-Kv1.3 channel to activation of intracellular (mitochondrial) pathway of apoptosis of Kv1.3 channel expressing cells.



It is well-known that cancer cells may develop resistance to apoptosis. This resistance can be achieved, for example, by down-regulation of Kv1.3 channel, including the mito Kv1.3, due to methylation of the promoter region of Kv1.3-encoding gene. Such a process was enhanced in patients with metastasis (see above). However, it was shown that expression of the channel in colorectal cancer cells was restored upon an application of the gene demethylation agent (30). Restoration of the channel expression may re-sensitize these cells to apoptotic stimuli. This was observed in case of Kv1.3-deficient murine cytotoxic T lymphocyte cell line CTLL-2, which is resistant to the mitochondria-mediated apoptosis (5, 37) Restoration of expression of Kv1.3 channel in these cells by Kv1.3 vector transfection re-sensitized these cells to apoptotic signals (5, 37). Alternatively, cancer cells may become resistant to apoptosis by a down-regulation of pro-apoptotic Bax proteins combined with an up-regulation of anti-apoptotic Bcl proteins. A mutational inactivation-mediated deficiency of pro-apoptotic proteins Bax and Bak, which is often observed in tumor cells, can protect them from mitochondria-mediated apoptosis induced by anticancer drugs such as: etoposide, bleomycin, or cisplatin (40). Nevertheless, the pro-apoptotic effect of Bax in isolated cancer cell mitochondria was mimicked upon application of a potent and selective Kv1.3 channel inhibitor—margatoxin (MgTX) (37). Unfortunately, MgTX cannot block mito Kv1.3 channel in intact cells, because it is membrane-impermeant. Therefore, it is of importance to discover small-molecule, selective and membrane-permeant inhibitors, which can inhibit mito Kv1.3 channel in intact cells.

KV1.3 CHANNEL AS A TARGET IN CANCER THERAPY. ROLE OF SMALL-MOLECULE MEMBRANE-PERMEANT INHIBITORS

There are several specific Kv1.3 channel inhibitors that are membrane-permeant small-molecule organic compounds being able to simultaneously inhibit cancer cell proliferation (by inhibition of plasma membrane Kv1.3 channel) and to induce apoptosis of these cells (by inhibition of mito Kv1.3 channel). Two of them: 5-(4-phenylobutoxy) psoralen (Psora-4) (EC50 = 3 nM) and 5-(4-phenoxybutoxy) psoralen (PAP-1) (EC50 = 2 nM) can probably be applied as therapeutics in treatment of autoimmune diseases [(13), Figure 4]. Another promising candidate is N,5-bis(4-chlorophenyl)-3-(1-methylethylimino)-5H-phenazine-2-amine (clofazimine), which is applied in medicine since 1960's as an antibiotic in a treatment of, for example, leprosy and autoimmune disorders [(33), Figure 4]. Research performed during last 10 years provided evidence that clofazimine is also an inhibitor of Kv1.3 channel (EC50 = 300 nM) (33).
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FIGURE 4. Chemical structure of PAP-1 (A), Psora-4 (B), clofazimine (C), and of “mitochondriotropic” compounds: PAPTP (D), PCARBTP (E), and PCTP (F). The formula of PAPOH—the product of hydrolysis of PCARBTP and PCTP is shown in the section (G).



It was shown that an application of Psora-4, PAP-1 and clofazimine, induced apoptosis of Kv1.3 -expressing cancer cells but not of Kv1.3 channel- lacking cancer cells [(41, 42), Table 2]. The apoptosis of Kv1.3-expressing cancer cells occurred by an activation of the intracellular (mitochondrial) pathway of this process due to the inhibition of mito Kv1.3 channel in these cells (41, 42). This involved an increase of mitochondrial reactive oxygen species (ROS) production, depolarisation of the inner mitochondrial membrane, release of mitochondrial cytochrome c and cleavage of poly-ADP ribose-polymerase (PARP), followed by an activation of caspase-9 and caspase-3 (41, 42). On the other hand, membrane-impermeant peptide inhibitors, such as MgTX or ShK, were ineffective (41, 42). This would confirm that inhibition of mito Kv1.3 channel was required to induce the apoptosis of Kv1.3-expressing cancer cells (41). The ability to induce apoptosis of cancer cells was significantly augmented when the inhibitors were co-applied with inhibitors of membrane multidrug resistance transporters (MRP) (41, 42). This would prevent the inhibitors' molecules to be removed from cancer cells by MRP. Interestingly, although clofazimine is 100-times less potent Kv1.3 channel inhibitor than the other compounds mentioned above, it was the most effective inducer of apoptosis of Kv1.3-expressing cancer cells (41). This was probably due to ability to block MRP by clofazimine (41). Importantly, obtained results demonstrate that these inhibitors could induce apoptosis of Kv1.3-expressing cancer cell lines even in absence of Bax or Bak pro-apoptotic proteins, such as in case of Bax/Bak-deficient human leukemic Jurkat T cells and murine embryonic fibroblasts (MEF DKO cells) (41). Therefore, membrane-permeant Kv1.3 channel inhibitors might offer a novel option in a treatment of chemotherapeutics-resistant malignancies, by mimicking the action of pro-apoptotic proteins often down-regulated in cancer cells. However, an abundant expression of Kv1.3 channel in cancer cells is necessary to make such a treatment work. Studies performed on ten cancer cell lines of different origins: myeloid leukemia (OCIAML-3, HL-60, K562, ML-1, MOLM-13), breast adenocarcinoma (MCF-7, MDA-MB-231), colon carcinoma (DLD-1, Colo205) and neuroblastoma (SHSY5Y), showed a negative correlation between cancer cell survival upon the inhibitor application and Kv1.3 channel expression in these cells (43). In case of clofazimine such a correlation was statistically significant (43). Importantly, such a correlation was absent in case of other examined potassium channels, both Kv1.3-family related (Kv1.1) and unrelated (KCa3.1 and Kv11.1) (43). Thus, the pro-apoptotic effect of clofazimine in cancer cells is really focused on inhibition of Kv1.3 channel and it requires the expression of this channel to take place (43).


Table 2. Anti-cancer activities of small-molecule membrane-permeant specific inhibitors of Kv1.3 channels.
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Finally, experiments performed on syngenic C57BL/6 mice showed that inhibition of Kv1.3 channel by clofazimine applied in vivo prevented growth of induced melanoma and reduced a tumor size by 90% after 6 days of treatment (41). Histological examination and studies on cell apoptosis showed no significant abnormalities in the function of brain, heart, lungs, small intestine, kidney, liver, and spleen tissues in clofazimine-treated mice (41). In accordance to these results, an application of the inhibitors caused a selective apoptosis of leukemic B-CLL cells without affecting T lymphocytes from patients and B and T lymphocytes from healthy donors (42). It was also shown that application of the inhibitors caused a selective apoptosis of B-CLL cells in 29 patients regardless of the stage of the disease and despite of increased expression of anti-apoptotic Bcl-2 proteins in B-CLL cells in most cases (42).

Another cancer disorder that can be targeted with clofazimine is the pancreatic ductal adenocarcinoma (PDAC) (29). Studies performed applying the real time PCR and Western blot showed up-regulated expression of Kv1.3 channel in following PDAC cell lines: AsPC-1, Capan-1, Panc-1, Mia PaCa 2, BxPC-3, and Colo357 as compared to non-tumoral human pancreatic ductal epithelial (HPDE) cells (29). An application of 10 μM clofazimine significantly reduced cell survival in case of all cancer cell lines mentioned above, but not in non-tumoral HPDE and in human umbilical vein endothelial cells (HUVEC) (29). The effect of clofazimine in AsPC-1, BxPC-3 and Colo357 cancer cells was abrogated when Kv1.3 channel was down-regulated due to transfection of the cells with Kv1.3 siRNA. These results suggest that the expression of Kv1.3 channel was necessary to induce apoptosis of PDAC cell lines (29). Membrane-impermeant inhibitors of Kv1.3 channel such as ShK and MgTX did not affect cell survival of cancer Colo357, BxPC-3, AsPC-1, and Panc-1 cells. These results indicate that mito Kv1.3 channel was the molecular target for clofazimine.

Experiments performed in vivo with severe combined immunodeficient (SCID) beige mice model bearing orthotopically xenotransplantated human PDAC Colo357 cells showed that after 20 days of treatment using intraperitoneally injected clofazimine at concentration of 10 nmol/g of body weight (gbw) a decrease of the tumor weight by more than 50% was observed as compared to untreated mice (29). Tissue accumulation analysis showed that clofazimine was accumulated in pancreas much more than in kidneys, spleen, lung, liver, heart, brain, and blood (29).

Recently, two derivatives of PAP-1 that can preferentially accumulate in mitochondria were synthesized. Both compounds contain a lipophilic, positively charged triphenylphosphonium (TPP+) group, which is linked to the psoralen backbone (44–46). The compounds' names are abbreviated as PAPTP and PCARBTP (Figure 4). Because of the positive charge within a lipophilic group, both compounds can accumulate inside mitochondria, which have a negative electric potential on the inner membrane (Δψm = −180 mV), more efficiently than uncharged molecules of PAP-1 (44). These “mitochondriotropic” properties of both compounds are responsible for their preferential inhibition of mito Kv1.3 channel (44, 45). PCARBTP applied under physiological conditions undergoes a hydrolysis to another uncharged PAP-1 derivative, PAPOH (44). PAPTP inhibits Kv1.3 channel with the EC50 value equal to 31 nM. PAPOH inhibits the channel with the EC50 value of 6.5 nM (44).

Both PAPTP and PCARBTP activate the mitochondrial pathway of apoptosis in cancer cells with expression of mito Kv1.3 channel but not in normal cells (Table 2). These compounds act more efficiently than previously applied PAP-1, clofazimine, and synthesized PAPOH (44–46).

Studies performed in vivo with employment of orthotropic mouse B16F10 melanoma model showed that an intraperitoneal injection of each compound caused a significant decrease of the tumor volume after 16 days since tumor cell inoculation (44). Immunohistochemical studies showed that application of PAPTP and PCARBTP did not affect healthy tissues such as brain, heart, liver, spleen, and kidney (44). Importantly, application of PAPTP and PCARBTP augmented the antitumor effect of cisplatin in murine model of melanoma (44).

Finally, the therapeutic potential of the compounds was also tested in PDAC applying a severe combined immunodeficient (SCID) beige mice model. The mice were orthotopically xenotransplantated with human PDAC Colo357 cells. The results showed that after 20 days of treatment, PAPTP and PCARBTP intraperitoneally injected at concentrations of 5 and 10 nmol/gbw, respectively, significantly reduced the tumor weight. The effect of PCARBTP on tumor weight was more pronounced than in case of clofazimine (44).

Another recently synthesized “mitochondriotropic” PAP-1 derivative with a TPP+ group attached to the molecule is PCTP [(47), Figure 4]. This compound is structurally related to PCARBTP (44). Similarly, to PCARBTP, PCTP also undergoes a hydrolysis that produces PAPOH (44, 47). Thus, PCARBTP and PCTP are both “prodrugs” for an actual inhibitor of mito Kv1.3 channel, which is PAPOH in both cases (44, 47). Importantly, all the compounds selectively eliminate cancer cells while sparing normal ones.

Besides of clofazimine and PAP-1, there are other small-molecule organic compounds applied in medicinal therapy, which may exert anti-proliferative and pro-apoptotic effects on cancer cells due to inhibition of Kv1.3 channel. It was shown that trifluoperazine (TFP) (Figure 5), a phenothiazine derivative, which is well-known antagonist of dopamine receptors in central nervous system applied in therapy of schizophrenia, inhibits Kv1.3 channel in normal human T lymphocytes in a concentration-dependent manner (48). Almost all channels were blocked at the concentration of 50 μM (48). Interestingly, tamoxifen (TMX) (Figure 5), which is a well-known agonist of estrogenic receptors, currently used for treatment of both early and advanced estrogenic receptor-positive (ER+) breast cancer in pre- and post-menopausal women, also inhibits Kv1.3 channel in human T cells (48). It was shown that application of TMX at concentration of 20 μM caused inhibition of the channels to about 60% of the control activity (48). The inhibitory effect of TMX was similar to the effect observed upon application of TFP (48).
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FIGURE 5. Chemical structure of trifluoperazine (A), tamoxifen (B), pravastatin (C), lovastatin (D), and simvastatin (E).



Other small-molecule organic compounds applied in medicinal therapy, which are inhibitors of Kv1.3 channel, are statins (Figure 5). These compounds are known as inhibitors of 3-hydroxy-3-methylglutaryl coenzyme A (HMG-CoA) reductase. Inhibition of this reductase potently inhibits the biosynthesis of cholesterol and isoprenoid metabolites. Therefore, statins are widely applied in the treatment of hypercholesterolemia and atherosclerosis (49). These compounds also exert anti-inflammatory and immunomodulatory effects that reduce the risk of cardiovascular events (49). It was shown that statins—mevastatin and simvastatin exert antiproliferative, pro-apoptotic, and reversing drug resistance effect in human colon adenocarcinoma cell line LoVo and its doxorubicin-resistant subline LoVo/Dx (49). Electrophysiological studies applying the “patch-clamp” technique showed that pravastatin, lovastatin, and simvastatin are inhibitors of Kv1.3 channel in murine thymocytes (50). A more detailed study performed on lovastatin (51) showed that this compound inhibits Kv1.3 channel expressed both in normal human T lymphocytes and in Jurkat T cells. It was shown that lovastatin inhibited Kv1.3 channel in a concentration- dependent manner (51). Moreover, it was shown that lovastatin inhibited proliferation of both normal human T lymphocytes and Jurkat T cells, in a concentration-dependent manner (51). Besides of Jurkat T cells, lovastatin inhibits proliferation and induces apoptosis of many other Kv1.3-expressing cancer cells, such as myeloid leukemia (OCIAML-3), breast adenocarcinoma (MCF-7 and MDA-MB-231), colon carcinoma (LoVo and SW-480), glioblastoma (U87), and prostate cancer (LNCaP) (52). Studies performed in vivo applying a mice model showed that lovastatin synergistically potentiated doxorubicin-induced cytotoxicity in colon and breast carcinoma (52). Interestingly, similarly to what was observed in the case of PAPTP and PCARBTP, lovastatin augmented antitumor effects of cisplatin in cellular and murine models of melanoma (52).

THE INHIBITION OF KV1.3 CHANNEL BY BIOLOGICALLY ACTIVE PLANT-DERIVED POLYCYCLIC COMPOUNDS—A PUTATIVE ROLE IN ANTI-PROLIFERATIVE AND PROAPOPTOTIC ACTIVITY ON CANCER CELLS

There are many other Kv1.3 channel inhibitors that are membrane-permeant small-molecule organic compounds. To this group belong among others some biologically-active plant-derived polycyclic compounds from the groups of flavonoids, chalcones, and substituted stilbenes and some of their natural and synthetic derivatives (Figure 6, Table 3). These plant-derived compounds are present in everyday diet products and share anti-proliferative and pro-apoptotic effects on cancer cells. These effects are combined with a low cytotoxicity against normal cells.


[image: image]

FIGURE 6. Chemical structure of genistein (A), resveratrol (B), naringenin-4′,7-dimethylether (C), naringenin-7-methylether (D), tetramethoxy- piceatannol (E), acacetin (F), chrysin (G), and prenyl derivatives: 6-prenylnaringenin (H), xanthohumol (I), isoxanthohumol (J), and 8-prenylnaringenin (K).




Table 3. Inhibition of Kv1.3 channels by non-prenylated and prenylated flavonoids and substituted stilbenes.
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Genistein, a plant-derived isoflavone, and a substituted stilbene—resveratrol, a natural anti-cancer agent present at highest concentrations in red grapes and wine, both appeared to be inhibitors of Kv1.3 channel in human T lymphocytes. The channel inhibition occurred in a concentration-dependent manner (53, 54). It was shown in preliminary investigations that resveratrol also inhibits Kv1.3 channel in Jurkat T cells (Gasiorowska-unpublished results). The inhibition of Kv1.3 channel by genistein and resveratrol may be related to anti-proliferative and pro-apoptotic effects of these compounds on cancer cells (60, 61), however, more studies are needed to elucidate this problem in detail.

Moreover, in contrast to the precursor compounds, two synthetic methoxy- derivatives of a flavonoid naringenin (4′, 7-dimethylether and 7-methylether) and one synthetic tetramethoxy- derivative of a substituted stilbene- piceatannol also inhibit Kv1.3 channel in normal human T lymphocytes (55). Both methoxy- derivatives of naringenin also inhibit Kv1.3 channel in Jurkat T cells in a concentration-dependent manner (Gasiorowska—unpublished results). Interestingly, most of the tested compounds, like genistein, and synthetic methoxy-derivatives of naringenin and piceatannol also inhibit the activity of membrane multidrug resistance proteins MRP1 (62–64). A simultaneous inhibition of Kv1.3 channel and MRP1 proteins could facilitate pro-apoptotic effects of the compounds on Kv1.3- expressing cancer cells (55).

Another plant-derived flavonoid which inhibits Kv1.3 channel in normal human T lymphocytes and in Jurkat T cells is a methoxyflavone—acacetin (56). It was shown that acacetin inhibits Kv1.3 channel in a concentration- and time-dependent manner (56). The inhibition of Kv1.3 channel may also be involved in proapoptotic activities of acacetin (65).

Recent studies provide evidence that a natural hops-derived prenyl- derivative of naringenin−8-prenylnaringenin (8-PR) also inhibits Kv1.3 channel in Jurkat T cells in a concentration-dependent manner (58). Interestingly, 8-PR is a more potent inhibitor than non-prenylated compounds, including both synthetic methoxy—derivatives of naringenin (55, 58). The ability to inhibit Kv1.3 channel in Jurkat T cells is shared by two other hops and beer-derived prenylated compounds: a chalcone xanthohumol and a flavonoid—isoxanthohumol (59, 66, 67). In this case the channel inhibition also occurs in a concentration-dependent manner (59). The inhibitory effect of xanthohumol and isoxanthohumol was much more potent than the one exerted by non-prenylated compounds, such as genistein or resveratrol (59). These results may confirm our hypothesis that presence of prenyl group in a molecule is a factor that facilitates inhibition of Kv1.3 channel by flavonoids and chalcones (59).

The inhibition of Kv1.3 channel in Jurkat T cells by 8-PR, xanthohumol and isoxanthohumol may be involved in anti-proliferative and pro-apoptotic effects in this cancer cell line (68–72), however, more studies are needed to elucidate mechanisms of their actions.

In order to further compare the influence of prenylated and non-prenylated flavonoids on activity of Kv1.3 channel we have recently performed a study with other selected flavonoids, both prenylated and non-prenylated ones (57). The prenylated compound was another beer-derived prenylated naringenin derivative−6-prenylnaringenin (6-PR). In this study as non-prenylated flavonoids were used: acacetin, chrysin, baicalein, wogonin, and luteolin. All these compounds were tested on the same model system—Jurkat T cells at comparable concentrations using the same experimental protocol (57). Since all of the selected compounds were cytotoxic to various cancer cell lines, cytotoxic effect of these compounds against Jurkat T cells was also determined (57). Obtained results provide evidence that 6-PR inhibited Kv1.3 channel in Jurkat T cells (57). The inhibitory effect was concentration-dependent. An application of 6-PR at the highest concentration (30 μM) caused a reduction of the channel activity to ca. 12% of the control value (57). Among non-prenylated flavonoids, only acacetin and chrysin applied at 30 μM concentration inhibited the channel to about 50 and 54% of the control activity, respectively, whereas other compounds were ineffective at this concentration (57). The magnitude of the inhibitory effect exerted by acacetin and chrysin was significantly lower than in case of 6-PR application (57). These results are in accordance with our hypothesis that presence of prenyl group in a molecule facilitates inhibition of Kv1.3 channel by compounds from the group[image: image] of flavonoids and chalcones (57, 59). Results of studies on cytotoxic effect of the examined compounds showed that inhibition of Kv1.3 channel in Jurkat T cells by 6-PR, acacetin and chrysin was not related to cytotoxicity of these compounds (57).

Altogether, available results demonstrate that some biologically-active plant-derived polycyclic compounds from the groups of flavonoids, chalcones, substituted stilbenes and some of their natural and synthetic derivatives inhibit Kv1.3 channel both in normal human T lymphocytes and in Jurkat T cells. Ability to inhibit Kv1.3 channel is not a common property of these compounds, since resveratrol-related substituted stilbene, piceatannol, as well as flavonoids: naringenin, aromadendrin, baicalein, wogonin, and luteolin do not inhibit Kv1.3 channel in human normal T lymphocytes and Jurkat T cells (55, 57). The presence of prenyl group is a factor that facilitates ability of flavonoids and chalcones to inhibit Kv1.3 channel (57–59). However, a contribution of inhibition of Kv1.3 channels to the total anti-proliferative and pro-apoptotic effects of these compounds (68–74) needs further studies to be determined.

HOW CAN SMALL-MOLECULE ORGANIC INHIBITORS OF KV1.3 CHANNEL SELECTIVELY KILL CANCER CELLS WITHOUT AFFECTING NORMAL ONES?

The answer to that interesting question is very important. It is likely that killing selectivity is a result of up-regulation of Kv1.3 channel in these cells, which is observed, for example, in B-CLL cells (20). In case of PDAC cell lines an inverse correlation between the EC50 values for the induction of apoptosis by PAPTP and PCARBTP and expression of Kv1.3 channel was obtained (44). This is in agreement with a negative correlation between survival of cancer cells upon application of clofazimine and expression of Kv1.3 channel in these cells (43). However, it must be pointed out that in contrast to what was observed for Jurkat T cells, normal human T lymphocytes, even effector memory T cells (TEM), which predominantly up-regulate Kv1.3 channel upon activation, did not undergo the apoptosis upon an application of the compounds (44). Therefore, selective apoptosis of cancer cells cannot be solely due to the up-regulation of Kv1.3 channel. Interestingly, the pro-apoptotic effect of the compounds on cancer cells was abolished upon application of anti-oxidants, such as, for example, N-acetyl cysteine (NAC) (44). This indicates that the production of ROS is also involved in a mechanism of the pro-apoptotic activity of the compounds. It is well-known that ROS are produced by mitochondria both in normal and in cancer cells. However, their basal concentration in mitochondria of normal cells is low. Superoxide anion-radicals ([image: image]) are either oxidized to molecular oxygen (O2) or reduced to hydrogen peroxide (H2O2) by the enzyme superoxide dismutase (SOD2) (75). H2O2 is then reduced to H2O by the enzymes—glutathione peroxidases (GPX) and peroxiredoxins, which use reduced glutathione (GSH) as a ROS- reducing agent. The ROS- oxidized glutathione (GSSG) is then reduced to GSH by the enzyme glutathione reductase (75). On the other hand, since ROS are needed for cancer development and metastasis, their basal level in cancer cell mitochondria is significantly higher than in normal cells. This is due to increased ROS production combined with a reduced ability for ROS degradation (75). Elevated ROS release to the cytosol promotes, in turn, cancer development, and metastasis by an activation of the hypoxia-inducible factor 1α (HIF1α) (75). On the other hand, it is known that inhibition of mito Kv1.3 channel causes a transient hyperpolarisation of the inner mitochondrial membrane and this hyperpolarisation facilitates the production of ROS by mitochondria (37). Taking into account that cancer cells, such as B-CLL cells, up-regulate Kv1.3 channel, including mito Kv1.3 channel, one can assume that this mito Kv1.3 channel inhibition- induced hyperpolarisation is more pronounced in cancer cells than in normal ones. Thus, one can assume that the mito Kv1.3 channel inhibition- induced ROS production (mito Kv1.3—ROS) is also elevated in cancer cells. The elevated mito Kv1.3—ROS combined with a high basal ROS level in cancer cell mitochondria leads to an excessive “oxidative stress,” which may activate the mitochondrial pathway of apoptosis of cancer cells (75) (Figure 7).


[image: image]

FIGURE 7. A scheme of selective activation of the mitochondrial pathway of apoptosis of Kv1.3 channels' expressing cancer cells.



On the other hand, one can assume that the mito Kv1.3—ROS in normal cells is lower than in cancer cells. The reduced mito Kv1.3—ROS combined with a low basal ROS level in normal cell mitochondria enables a normal cell to avoid the excessive “oxidative stress” leading to the apoptosis (44). Importantly, neither elevated mito Kv1.3—ROS nor high basal ROS level can induce cancer cell apoptosis when acting alone. Therefore, down-regulation of Kv1.3 channel, which reduces the mito Kv1.3—ROS, protects cancer cells from the apoptosis, whereas restoration of the channel expression is enough to re-sensitize these cell to the apoptosis. Alternatively, an application of antioxidants or membrane-permeant ROS scavengers: superoxide dismutase (PEG—SOD) and catalase (PEG—CAT), which reduces the basal ROS level in cancer cells, abolishes the pro-apoptotic effect of inhibition of mito Kv1.3 channel by the compounds (42). On the other hand, a low basal ROS level in normal human T lymphocytes protects these cells from apoptosis even in the case of up-regulation of Kv1.3 channel in activated effector memory T cells (TEM) (44).

In summary, potent, small-molecule membrane-permeant inhibitors of Kv1.3 channel can selectively induce apoptosis of cancer cells by mito Kv1.3 channel inhibition, which activates the mitochondrial pathway of this process. This is due to a combination of elevated mito Kv1.3 channel inhibition- induced ROS production and high basal ROS level in cancer cell mitochondria. Such a situation does not occur in case of normal cells, even in those, which predominantly up-regulate Kv1.3 channel. Therefore, normal cells do not undergo apoptosis upon application of the inhibitors.

PRACTICAL PRECAUTIONS

However, one should be cautious when considering a possible application of small-molecule organic inhibitors of Kv1.3 channel in a clinical practice. The first problem is down-regulation of Kv1.3 channel in cancer cells, which leads to apoptosis resistance. This requires an additional pre-treatment to restore the channel expression and re-sensitize cancer cells to apoptotic signals before the treatment with inhibitors of the channel. It is known that expression of the channel can be restored in cancer cells upon application of the gene demethylation agent (30). However, it remains to be elucidated whether such a restoration leads to a re-sensitization of these cells to apoptotic stimuli. Another problem is the question of applied dose. An application of PAPTP and PCARBTP induced the apoptosis of PDAC cell line PANC-1 with the EC50 values equal to 3.0 and 6.3 μM, respectively (45). On the other hand, an application of each compound at a sub-lethal concentration of 100 nM, which is high enough to inhibit mito Kv1.3 channel, exerted an unexpected stimulatory effect on the proliferation of cancer cells (45). It was shown that the relative number of cells in the S phase, which is a parameter widely used to describe the proliferative capacity of cells, was significantly increased upon an application of PAPTP and PCARBTP (45). On the other hand, an application of a membrane-impermeant peptide inhibitor of plasma membrane Kv1.3 channel—ShK—inhibited proliferation of cancer cells, such as it was expected (45). Moreover, an application of clofazimine at a sub-lethal concentration of 1 μM, which is high enough to inhibit both plasma-membrane and mito Kv1.3 channels, does not change the relative number of cells in the S phase (45). These results suggest that the unexpected pro-proliferative effect of PAPTP and PCARBTP is due to a preferred inhibition of mito Kv1.3 channel. It is well-known that inhibition of mito Kv1.3 channel causes a transient hyperpolarisation of the inner mitochondrial membrane and the hyperpolarisation- induced production of ROS by mitochondria (37). In accordance with this phenomenon, an application of PAPTP and PCARBTP at a concentration of 100 nM stimulated the ROS production by mitochondria of PANC-1 cells (45). This effect was abolished when the cells were pre-incubated with ROS scavengers, such as anti-oxidant N-acetyl cysteine (NAC) or mitochondriotropic Mitotempo (45). Interestingly, pre-incubation with NAC or Mitotempo also abolished the pro-proliferative effect of the compounds (45). This indicates that this pro-proliferative effect is due to the mito-Kv1.3 channel inhibition-induced ROS production (mito Kv1.3—ROS) in PDAC cancer cells. The same mito Kv1.3—ROS phenomenon is responsible for the induction of apoptosis of cancer cells by the same compounds when applied at micromolar concentrations (41, 42, 44, 45). A similar process was also observed in case of other PDAC cell line Colo357 treated with PAPTP and PCARBTP applied at concentrations of 100 and 35 nM, respectively (45). In summary, these results demonstrate that application of the compounds may exert either a pro-proliferative effect (at sub-micromolar concentrations) or a pro-apoptotic effect (at low micromolar concentrations) on cancer cells. In order to assure the prevalence of the desired pro-apoptotic effect, the concentration equal to at least 10 μM is necessary.

The ability of above-mentioned compounds to induce cancer cell apoptosis is not only concentration- but also tissue-dependent. Pharmacokinetic studies provide evidence that PAPTP, PAP-OH (the product of hydrolysis of PCARBTP), and PAP-1 are differently distributed among tissues—they were found in liver, spleen, kidney, blood, heart, and tumor tissues, but they were completely absent in brain (44). This is probably due to inability of these compounds to cross the blood-brain-barrier (44). In accordance to this observation, injections of PAPTP, PCARBTP and clofazimine did not reduce the growth of a brain glioma in the group of glioma-injected mice (46). This inefficiency was not due to absence of Kv1.3 channel. Immunohistochemical studies revealed presence of Kv1.3 channel, both in the plasma membrane and in mitochondria, in murine GL261 and in human A172 and LN308 glioma cell lines (46). Moreover, it was shown that application of PAPTP, PCARBTP and clofazimine at concentrations from 5 to 10 μM caused death of almost all cells from these lines due to activation of the mitochondrial pathway of apoptosis (46). These data indicate that the compounds induce apoptosis of Kv1.3 channel- expressing glioma cell lines as potently as in case of other cancer cell lines expressing Kv1.3 channel (29, 42–47). Nevertheless, since the compounds are unable to cross the blood-brain barrier and reach their molecular targets in the brain, they are ineffective when applied in vivo.

CONCLUSION REMARKS

Results presented in this review demonstrate that Kv1.3 channel may be useful molecular target in cancer therapy. In order to exert an anti-proliferative and pro-apoptotic effect on cancer cells it is necessary to inhibit the channel expressed both in the plasma membrane and in mitochondria. Therefore, a high lipophilicity of the inhibitors is required. Furthermore, since the anti-cancer therapy may fail due to a multidrug resistance, ability of the compounds to simultaneously inhibit membrane multidrug resistance proteins is also recommended. Finally, ability to cross the blood-brain-barrier is necessary for application of the compounds in therapy of brain tumors. At the present, there are no inhibitors of Kv1.3 channel, which meet all the criteria listed above. On the other hand, it must be pointed out that the channel inhibition offers a possibility to selectively eliminate Kv1.3 channel- expressing cancer cells while sparing normal cells and healthy organs. This advantage may support all the effort to discover new potent inhibitors of Kv1.3 channel, which could be effectively applied in anti-cancer therapy.

AUTHOR CONTRIBUTIONS

AT, AP-L, and KS-P wrote the manuscript and drew the figures. KM critically revised and corrected the manuscript.

FUNDING

Studies on the influence of selected plant-derived polycyclic compounds on the activity of Kv1.3 channels in normal and cancer cells were supported by the Polish Ministry of Research and University Education funds for Wrocław Medical University—project No. ST.A050.18.022.

REFERENCES

 1. Matteson D, Deutsch C. K+ channels in T lymphocytes: a patch-clamp study using monoclonal antibody adhesion. Nature. (1984) 307:468–71. doi: 10.1038/307468a0

 2. Cahalan M, Chandy K, DeCoursey T, Gupta S. A voltage-gated potassium channel in human T lymphocytes. J Physiol. (1985) 358:197–237. doi: 10.1113/jphysiol.1985.sp015548

 3. Gutman G, Chandy KG, Grissmer S, Lazdunski M, McKinnon D, Pardo L, et al. International Union of Pharmacology. LIII. Nomenclature and molecular relationships of voltage-gated potassium channels. Pharmacol Rev. (2005) 67:473–508. doi: 10.1124/pr.57.4.10

 4. Szabo I, Bock J, Jekle A, Soddemann M, Adams C, Lang F, et al. A novel potassium channel in lymphocyte mitochondria. J Biol Chem. (2005) 280:12790–8. doi: 10.1074/jbc.M413548200

 5. Gulbins E, Sassi N, Grassme H, Zoratti M, Szabo I. Role of Kv1.3 mitochondrial potassium channel in apoptotic signalling in lymphocytes. BBA. (2010) 1797:1251–9. doi: 10.1016/j.bbabio.2010.01.018

 6. Jang S, Byun J, Jeon W, Choi S, Park J, Lee B, et al. Nuclear localization and functional characteristics of voltage-gated potassium channel Kv1.3. J Biol Chem. (2015) 290:12547–57. doi: 10.1074/jbc.M114.561324

 7. Zhu J, Yan Y, Thornhill W. The Kv1.3 potassium channels is localized in the cis-Golgi and Kv1.6 is localized to the endoplasmic reticulum in rat astrocytes. FEBS J. (2014) 281:3433–45. doi: 10.1111/febs.12871

 8. Panyi G, Posani D, Rodriguez de la Vega R, Gaspar R, Varga Z. K+ channel blockers: novel tools to inhibit T-cell activation leading to specific immunosuppression. Curr Pharm Des. (2006) 12:2199–220. doi: 10.2174/138161206777585120

 9. Wulff H, Castle N, Pardo L. Voltage-gated potassium channels as therapeutic targets. Nature Rev Drug Discov. (2009) 8:982–1001. doi: 10.1038/nrd2983

 10. Cahalan M, Chandy K. The functional network of ion channels in T lymphocytes. Immunol Rev. (2009) 231:59–87. doi: 10.1111/j.1600-065X.2009.00816.x

 11. Feske S, Wulff H, Skolnik E. Ion channels in innate and adaptive immunity. Annu Rev Immunol. (2015) 33:291–353. doi: 10.1146/annurev-immunol-032414-112212

 12. Perez-Verdaguer M, Capera J, Serrano-Novillo C, Estadella I, Sastre D, Felipe A. The voltage-gated potassium channel Kv1.3 is a promising multitherapeutic target against human pathologies. Exp Opin Therapeut Targets. (2016) 20:577–91. doi: 10.1517/14728222.2016.1112792

 13. Chandy KG, Norton RS. Peptide blockers of Kv1.3 channels in T cells as therapeutics for autoimmune diseases. Curr Opin Chem Biol. (2017) 38:97–107. doi: 10.1016/j.cbpa.2017.02.015

 14. Serrano-Albarras A, Estadella I, Cirera-Rocosa S, Navarro-Perez, Felipe A. Kv1.3: a multifunctional channel with many pathological implications. Exp Opin Therapeut Targets. (2018) 22:101–5. doi: 10.1080/14728222.2017.1420170

 15. Teisseyre A, Gasiorowska J, Michalak K. Voltage-gated potassium channels Kv1.3 – potentially new molecular target in cancer diagnostics and therapy. Adv Clin Exp Med. (2015) 24:517–24. doi: 10.17219/acem/22339

 16. Felipe A, Vincente R, Villalonga N, Roura-Ferrer M, Martinez-Marmol R, Sole L, et al. Potassium chanels: new targets in cancer therapy. Cancer Detect Prevent. (2006) 30:375–85. doi: 10.1016/j.cdp.2006.06.002

 17. Bielanska J, Hernandez-Losa, Perez-Verdaguer M, Moline T, Somoza R, Ramon y Cajal S. Voltage-dependent potassium channels Kv1.3 and Kv1.5 in human cancer. Curr Cancer Drug Targets. (2009) 9:904–14. doi: 10.2174/156800909790192400

 18. Felipe A, Bielanska J, Comes N, Vallejo A, Roig S, Ramon y Cajal S, et al. Targeting the voltage-gated K+ channels Kv1.3 and Kv1.5 as tumor biomarkers for cancer detection and prevention. Curr Med Chem. (2012) 19:661–74. doi: 10.2174/092986712798992048

 19. Comes N, Bielanska J, Vallejo-Garcia A, Serrano-Albarras A, Marruecos L, Gomez D, et al. The voltage-dependent K+ channels Kv1.3 and Kv1.5 in human cancer. Front Physiol. (2013) 4:1–12. doi: 10.3389/fphys.2013.00283

 20. Szabo I, Trentin L, Trimarco V, Semenzato G, Leanza L. Biophysical characterization and expression analysis of Kv1.3 potassium channel in primary human leukemic B cells. Cell Physiol Biochem. (2015) 37:965–78. doi: 10.1159/000430223

 21. Grissmer S, Lewis R, Cahalan M. Ca2+-activated K+ channels in human leukemic T cells. J Gen Physiol. (1992) 99:63–84. doi: 10.1085/jgp.99.1.63

 22. Ville-Reyes S, Valencia-Cruz G, Linan-Rico J, Pottosin I, Dobrovinskaya O. Differential activity of voltage- and Ca2+- dependent potassium channels in leukemic T cell lines: Jurkat cells represent an exceptional case. Front Physiol. (2018) 9:499. doi: 10.3389/fphys.2018.00499

 23. Jang S, Kang K, Ryu P, Lee S. Kv1.3 voltage-gated K+ channel subunit as a potential diagnostic marker and therapeutic target for breast cancer. BMB Rep. (2009) 42:535–9. doi: 10.5483/BMBRep.2009.42.8.535

 24. Brevet M, Haren N, Sevestre H, Merviel P, Ouadid-Ahidouch H. DNA methylation of Kv1.3 potassium channel gene promoter is associated with poorly differentiated breast adenocarcinoma. Cell Physiol Biochem. (2009) 24:25–32. doi: 10.1159/000227810

 25. Abdul M, Hoosein N. Reduced Kv1.3 Potassium channel expression in human prostate cancer. J Membrane Biol. (2006) 214:99–102. doi: 10.1007/s00232-006-0065-7

 26. Laniado M, Fraser S, Djamgoz M. Voltage-gated K+ channel activity in human prostate cancer cell lines of markedly different metastatic potential: distinguishing characteristics of PC-3 and LNCaP cells. Prostate. (2001) 46:262–74. doi: 10.1002/1097-0045(20010301)46:4<262::aid-pros1032>3.0.co;2-f

 27. Fraser S, Grimes J, Diss J, Stewart D, Dolly J, Djamgoz M. Predominant expression of Kv1.3 voltage-gated K+ channel subunit in rat prostate cancer cell lines: electrophysiological, pharmacological and molecular characterisation. Pfluegers Arch. (2003) 446:559–71. doi: 10.1007/s00424-003-1077-0

 28. Brevet M, Fucks D, Chaterlain D, Regimbeau J, Delcenserie R, Sevestre H, et al. Deregulation of 2 potassium channels in pancreas adenocarcinomas – implication of Kv1.3 gene promoter methylation. Pancreas. (2009) 38:649–54. doi: 10.1097/MPA.0b013e3181a56ebf

 29. Zaccagnino A, Manago A, Leanza L, Gontarewitz A, Linder B, Azzolini M, et al. Tumor-reducing effect of the clinically used drug clofazimine in a SCID mouse model of pancreatic ductal adenocarcinoma. Oncotarget. (2017) 8:38276–93. doi: 10.18632/oncotarget.11299

 30. He T, Wang C, Zhang M, Zhang X, Zheng S, Linghu E, et al. Epigenetic regulation of voltage-gated potassium ion channel molecule Kv1.3 in mechanisms of colorectal cancer. Discov Med. (2017) 23:155–62.

 31. Bielanska J, Hernandez-Losa J, Moline T, Somoza R, Ramon y Cajal S, Condom E, et al. Increased voltage-dependent Kv1.3 and Kv1.5 expression correlates with leiomyosarcoma aggressiveness. Oncol Lett. (2012) 4:227–30. doi: 10.3892/ol.2012.718

 32. Perez-Garcia MT, Cidad P, Lopez-Lopez J. The secret life of ion channels: Kv1.3 potassium channels and proliferation. Am J Physiol Cell Physiol. (2018) 314:C27–42. doi: 10.1152/ajpcell.00136.2017

 33. Ren Y, Pan F, Parvez S, Fleig A, Chong C, Xu J, et al. Clofazimine inhibits human Kv1.3 potassium channel by perturbing calcium oscillation in T lymphocytes. PLoS ONE. (2008) 3:e4009. doi: 10.1371/journal.pone.0004009

 34. Cidad P, Jimenez-Perez L, Garcia-Aribas D, Miguel-Velado E, Tajada S, Ruiz-McDavitt CH, et al. Kv1.3 channels can modulate cell proliferation during phenotypic switch by an ion-flux independent mechanism. Artherioscler Thromb Vasc Biol. (2012) 32:1299–307. doi: 10.1161/ATVBAHA.111.242727

 35. Jimenez-Perez L, Cidad P, Alvarez-Miguel I, Santos-Hipolito A, Torres-Merino R, Alonso E, et al. Molecular determinants of Kv1.3 channels-induced proliferation. J Biol Chem. (2016) 291:3569–80. doi: 10.1074/jbc.M115.678995

 36. Storey N, Gomez-Angelats M, Bortner C, Armstrong D, Cidlowski J. Stimulation of Kv1.3 potassium channels by death receptors during apoptosis in Jurkat T lymphocytes. J Biol Chem. (2003) 278:33319–26. doi: 10.1074/jbc.M300443200

 37. Szabo I, Bock J, Grassme H, Soddemann M, Wilker B, Lang F, et al. Mitochondrial potassium channel Kv1.3 mediates Bax-induced apoptosis in lymphocytes. PNAS. (2008) 105:14861–6. doi: 10.1073/pnas.0804236105

 38. Murphy M. How mitochondria produce reactive oxygen species. Biochem J. (2009) 417:1–13. doi: 10.1042/BJ20081386

 39. Bachmann M, Costa R, Peruzzo R, Prosdocimi E, Chechetto V, Leanza L. Targeting mitochondrial ion channels to fight cancer. Int J Mol Sci. (2018) 19:E2060. doi: 10.3390/ijms19072060

 40. Ionov Y, Yamamoto H, Krajewski S, Reed J, Perucho M. Mutational inactivation of the pro-apoptotic gene BAX confers selective advantage during tumor clonal evolution. PNAS. (2000) 97:10872–7. doi: 10.1073/pnas.190210897

 41. Leanza L, Henry B, Sassi N, Zoratti M, Chandy KG, Gulbins E, et al. Inhibitors of mitochondrial Kv1.3 channels induce Bax/Bak-independent death of cancer cells. EMBO Molecul Med. (2012) 4:577–93. doi: 10.1002/emmm.201200235

 42. Leanza L, Trentin I, Becker K, Frezzato F, Zoratti M, Semenzato G, et al. Clofazimine, Psora-4 and PAP-1, inhibitors of the potassium channel Kv1.3, as a new and selective therapeutic strategy in chronic lymphocytic leukemia. Leukemia. (2013) 27:1782–5. doi: 10.1038/leu.2013.56

 43. Leanza L, O'Reilly P, Doyle A, Venturini E, Zoratti M, Szegezdi E, et al. Correlation between potassium channel expression and sensitivity to drug-induced cell death in tumor cell lines. Curr Pharm Design. (2014) 20:189–200. doi: 10.2174/13816128113199990032

 44. Leanza L, Romio M, Becker K, Azzolini M, Trentin L, Manago A, et al. Direct pharmacological targeting of a mitochondrial ion channel selectively kills tumor cells in vivo. Cancer Cell. (2017) 31:516–31. doi: 10.1016/j.ccell.2017.03.003

 45. Peruzzo R, Mattarei A, Romio M, Paradisi C, Zoratti M, Szabo I, et al. Regulation of proliferation by a mitochondrial potassium channel in pancreatic ductal adenocarcinoma cells. Front Oncol. (2017) 7:239. doi: 10.3389/fonc.2017.00239

 46. Venturini E, Leanza L, Azzolini M, Kadow S, Mattarei A, Weller M, et al. Targeting the potassium channel Kv1.3 kills glioblastoma cells. Neurosignals. (2017) 25:26–38. doi: 10.1159/000480643

 47. Mattarei A, Romio M, Manago A, Zoratti M, Paradisi C, Szabo I, et al. Novel mitochondria-targeted furocoumarin derivatives as possible anti-cancer agents. Front Oncol. (2018) 8:122. doi: 10.3389/fonc.2018.00122

 48. Teisseyre A, Michalak K. The voltage-and time-dependent blocking effect of trifluoperazine on T lymphocyte Kv1.3 Channels. Biochem Pharmacol. (2003) 65:551–61. doi: 10.1016/S0006-2952(02)01561-7

 49. Palko-Łabuz A, Sroda-Pomianek K, Wesołowska O, Kustrzewa-Susłow E, Uryga A, Michalak K. MDR reversal and pro-apoptotic effects of statins and statins combined with flavonoids in colon cancer cells. Biomed Pharmacother. (2019) 109:1511–22. doi: 10.1016/j.biopha.2018.10.169

 50. Kazama I, Baba A, Muruyama Y. HMG-CoA reductase inhibitors: pravastatin, lovastatin and simvastatin suppress delayed rectifier K+-channel currents in murine thymocytes. Pharmacol Rep. (2014) 66:712–7. doi: 10.1016/j.pharep.2014.03.002

 51. Zhao N, Dong Q, Qian Ch, Li S, Wu Q, Ding D, et al. Lovastatatin blocks Kv1.3 channel in human T cells: a new mechanism to explain its immunomodulatory properties. Sci Rep. (2015) 5:17381. doi: 10.1038/srep17381

 52. Gazzerro P, Proto M, Gangemi G, Malfitano A, Ciaglia E, Pisanti S, et al. Pharmacological actions of statins: a critical appraisal in the management of cancer. Pharmacol Rev. (2012) 64:102–46. doi: 10.1124/pr.111.004994

 53. Teisseyre A, Michalak K. Genistein inhibits the activity of Kv1.3 potassium channels in human T lymphocytes. J Membr Biol. (2005) 205:71–9. doi: 10.1007/s00232-005-0764-5

 54. Teisseyre A, Michalak K. Inhibition of the activity of human lymphocyte Kv1.3 potassium channels by resveratrol. J Membr Biol. (2006) 214:123–9. doi: 10.1007/s00232-007-0043-8

 55. Teisseyre A, Duarte N, Ferreira M-J, Michalak K. Influence of the multidrug transporter inhibitors on the activity of Kv1.3 voltage-gated potassium channels. J Physiol Pharmacol. (2009) 60:69–76.

 56. Zhao N, Dong Q, Fu X, Cheng X, Du Y, Liao Y. Acacetin blocks Kv1.3 channels and inhibits human T cell activation. Cell Physiol Biochem. (2014) 34:1359–72. doi: 10.1159/000366343

 57. Teisseyre A, Palko-Labuz A, Uryga A, Michalak K. The influence of 6-Prenylnaringenin and selected non-prenylated flavonoids on the activity of Kv1.3 channels in human Jurkat T cells. J Membrane Biol. (2018) 251:695–704. doi: 10.1007/s00232-018-0046-7

 58. Gasiorowska J, Teisseyre A, Uryga A, Michalak K. Study on the influence of 8-prenylnaringenin on the activity of voltage-gated potassium channels Kv1.3 in human Jurkat T-cells. Cell Mol Biol Lett. (2012) 17:559–70. doi: 10.2478/s11658-012-0029-0

 59. Gasiorowska J, Teisseyre A, Uryga A, Michalak K. Inhibition of Kv1.3 channel in human Jurkat T cells by xanthohumol and isoxanthohumol. J Membrane Biol. (2015) 248:705–11. doi: 10.1007/s00232-015-9782-0

 60. Shon Yun-Hee, Park Sun-Dong, Nam Kyung-Soo. Effective chemopreventive activity of genistein against human breast cancer cells. J Biochem Mol Biol. (2006) 39:448–51. doi: 10.5483/BMBRep.2006.39.4.448

 61. Yu Z, Wenjie L, Fuyun L. Inhibition of proliferation and induction of apoptosis by genistein in colon cancer HT-29 cells. Cancer Lett. (2004) 215:159–66. doi: 10.1016/j.canlet.2004.06.010

 62. Łania-Pietrzak B, Michalak K, Hendrich AB, Mosiadz D, Grynkiewicz G, Motohashi N, et al. Modulation of MRP1 protein transport by plant and synthetically modified flavonoids. Life Sci. (2005) 77:1879–91. doi: 10.1016/j.lfs.2005.04.005

 63. Wesołowska O, Wiśniewski J, Duarte N, Ferreira M-J.U, Michalak K. Inhibition of MRP1 transport activity by phenolic and terpenic compounds isolated from Euphorbia species. Anticancer Res. (2007) 27:4127–34.

 64. Michalak K, Wesołowska O, Motohashi N, Hendrich A.B. The role of the membrane actions of phenothiazines and flavonoids as functional modulators. Top Heterocycl Chem. (2007) 8:223–302. doi: 10.1007/7081_2007_054

 65. Shim H, Park J, Palk H, Nah S, Kim D, Han Y. Acacetin-induced apoptosis of human breast cancer MCF-7 cells involves caspase cascade, mitochondria-mediated death signalling and SAPK/JNK1/2-c-Jun activation. Mol Cells. (2007) 24:95–104.

 66. Stevens J, Page J. Xanthohumol and related prenylflavonoids from hops and beer: to your good health! Phytochemistry. (2004) 65:1317–30. doi: 10.1016/j.phytochem.2004.04.025

 67. Stevens J, Taylor A, Deinzer M. Quantitative analysis of xanthohumol and related flavonoids in hops and beer by liquid chromatography-tandem mass spectrometry. J Chromatogr. (1999) 832:97–107. doi: 10.1016/S0021-9673(98)01001-2

 68. Brunelli E, Pinton G, Chianale F, Graziani A, Appendino G. Moro L. 8-Prenylnaringenin inhibits epidermal growth factor-induced MCF-7 breast cancer cell proliferation by targeting phosphatidylinositol-3-OH kinase activity. J Steroid Biochem Mol Biol. (2009) 113:163–70. doi: 10.1016/j.jsbmb.2008.11.013

 69. Delmulle L, Bellahcene A, Dhooge W, Comhaire F, Roelens F, Huvaere K, et al. Anti-proliferative properties of prenylated flavonoids from hops. (Humulus lupulus) in human prostate cancer cell lines. Phytomedicine. (2006) 13:732–4. doi: 10.1016/j.phymed.2006.01.001

 70. Venturelli S, Burkard M, Biendl M, Lauer UM, Frank J, Busch C. Prenylated chalcones and flavonoids for the prevention and treatment of cancer. Nutrition. (2016) 32:1171–8. doi: 10.1016/j.nut.2016.03.020

 71. Miranda C, Stevens J, Helmrich A, Henderson M, Rodriguez R, Yang Y, et al. Antiproliferative and cytotoxic effects of prenylated flavonoids from hops. (Humulus lupulus) in human cancer cell lines. Food Chem Toxicol. (1999) 37:271–85. doi: 10.1016/S0278-6915(99)00019-8

 72. Delmulle L, Vanden Berghe T, de Keukeleire D, Vandenabeele P. Treatment of PC-3 and DU145 prostate cancer cells by prenylflavonoids from hop. (Humulus lupulus) induces a caspase-independent form of cell death. Phytother Res. (2008) 22:197–203. doi: 10.1002/ptr.2286

 73. Busch Ch, Noor S, Leischner CH, Burkard M, Lauer U, Venturelli S. Anti-proliferative activity of hop-derived prenylflavonoids against human cancer cell lines. Wien Med Wochenschr. (2015) 165:258–261. doi: 10.1007/s10354-015-0355-8

 74. Ryu S, Lim W, Bazer FW, Song G. Chrysin induces death of prostate cancer cells by inducing ROS and ER stress. J Cell Physiol. (2017) 232:3786–97. doi: 10.1002/jcp.25861

 75. Sabharwal S, Schumacker P. Mitochondrial ROS and cancer: initiators, amplifiers or an Achilles' heel? Nat Rev Cancer. (2014) 14:709–21. doi: 10.1038/nrc3803

Conflict of Interest: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2019 Teisseyre, Palko-Labuz, Sroda-Pomianek and Michalak. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fonc-09-00933-g005.gif





OPS/images/fonc-09-00933-g006.gif





OPS/images/fonc-09-00933-g003.gif





OPS/images/fonc-09-00933-g004.gif





OPS/images/fonc-09-00933-t002.jpg
Name of the inhibitor and the
value of ECgy

5-(4-phenylobutoxy)- psoralen
(Psora-4) ECso = 3nM

5-(4-phenoxybutoxy) psoralen
(PAP-1) ECgo = 2nM

N,5-bis (4-chloro
phenyl)-3-(1-methyl ethyiiminc)-
5H-phenazin-2-amine
(clofazimine)

ECsp = 300nM

Triphenylphosphonium PAP-1
derivative -PAPTP
ECgo = 31nM

Triphenylphosphonium PAP-1
derivative -PCARBTP
ECs0 = 6.5nM for the product
of hydrolysis - PAPOH

Triphenylphosphonium PAP-1
derivative -PCTP

ECso = 6.5nM for the product
of hydrolysis—PAPOH

Cancer cell lines affected

Jurkat T, human neoplastic
B-CLL cells, SAOS-2,
BI6F10, CTLL-2-Kv1.3

Jurkat T, human neoplastic
B-CLL cells, SAOS-2,
B16F10, CTLL-2-Kv1.3
Jurkat T, human neoplastic
B-CLL cells, SAOS-2,
BI6F10, As PC-1,
Capan-1, Panc-1, Mia PaCa
2, Bx PC-3, Colo357,
GL261, A172, LN30B.
human neoplastic B-CLL
cells, BI6F10, As PC-1,
Capan-1, Panc-1, Mia PaCa
2,Bx PC-3, Colo57,
GL261, A172, LN30B.

Jurkat T, human neoplastic
B-CLL cells, SAOS-2,
BI6F10, As PC-1,

Capan-1, Panc-1, Mia PaCa
2,Bx PC-3, Colo57,
GL261, A172, LN30B.
Jurkat T, CTLL-2-Kv1.3, As
PC-1, Capan-1, Panc-1, Bx
PC-3.

Mechanisms of
anti-cancer activity

Inhibition of cell prolfferation
‘combined with an induction
of the mitochondiial
pathway of apoptosis

in cancer cells sparing
normal ones.

As mentioned above.

As mentioned above.
Statistically significant
negative correlation
between cancer cells’
survival and the expression
of Kv1.3 channels

Induction of the
mitochondrial pathway of
apoptosis in cancer cells
‘sparing normal ones.

As mentioned above.

As mentioned above.

Maximal percentage of eliminated cancer
cells

Approximately 80% at 50 .M concentration
when co-applied with inhibitors of membrane
multidrug resistance transporters (MRP).

Approximately 80% at 50 .M concentration
when co-applied with inhibitors of membrane
multidrug resistance transporters (MRP).
Approximately 90% at 50 .M concentration,
reduction of tumor size of induced melanoma
by 90% after 6 days of treatment, reduction of
tumor weight of induced pancreatic ductal
adenocarcinoma (PDAC) by more than 50%
after 20 days of treatment.

More than 90% at 10 1M concentration,
reduction of tumor size of induced melanoma
by 80% after 16 days of treatment, reduction of
tumor weight of induced pancreatic ductal
adenocarcinoma (PDAC) by more than 50 %
after 20 days of treatment.

More than 90% at 10 .M concentration,
reduction of tumor size of induced melanoma
by 80% after 16 days of treatment, reduction of
tumor weight of induced pancreatic ductal
adenocarcinoma (PDAC) by more than 60 %
after 20 days of treatment.

More than 90% at 20 M concentration when
co-applied with inhibitors of membrane
multidrug resistance transporters (MRP).
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Type of a cancer disorder

Chronic B lymphocytic
leukemia (B-CLL)
Acute T—cell leukemia

Breast adenocarcinoma

Prostate cancer

Pancreas adenocarcinoma

Colorectal cancer

Changes in the expression of Kv1.3 channels

Up-regulation in mature neoplastic B cells probably due to a haploinsufficiency of the KCNRG
gene and to an up-regulation of B-RAF kinase.

Up-regulation in leukeic celllines: Jurkat T, CEM, and MOLT-3 probably due to an
up-regulation of B-RAF kinase.

Up-regulation in highly tumorigenic M13SV1R2-N1 cells compared to weakly tumorigenic
M13SVAR2 cells and normal marmmary epithelial cells M135V1. Down-regulation in patients.
correlated with the disease’s grade due to the methylation of the gene's promoter region.
Channels’ expression is significantly higher in weakly metastatic LNGaP and AT-2 cell lines than
in strongly metastatic PC3 and Mat-LyLu cells. Down-regulation in patients correlated with the
disease’s grade and stage.

Up-regulation in pancreas ductal adenocarcinoma (PDAC) cell lines: As PC-1, Capan-1,
Panc-1, Mia PaCa 2, Bx PC-3, and Colo857. Down-regulation in patients correlated with the
metastasis due to the methylation of the gene’s promoter region

Down-regulation in patients due to the methylation of the gene's promoter region. Significant
reduction of the 5-year overall survival rate (OS) due to the gene's methylation.
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Name of the compound Model system used for the ECsp value and magnitude of the inhibitory effect References

study
Genistein Human T lymphocytes ECsp = (10-40) pM ©3)
Maximal inhibition—77% at 80 .M concentration
Resveratrol Human T lymphocytes ECso = 40uM )
Maximal inhibition—82% at 200 M concentration
Naringenin- Human T lymphocytes ECso ot estimated ©5)
4, 7-cimethylether Inhibition of 96% of the currents at 30 M Concentration
Naringenin-7-methylether Human T lymphocytes ECso ot estimated ©5)
Inhibition of 71% of the currents at 30 M concentration
Tetramethoxy- piceatannol Human T lymphocytes ECso not estimated Inhibition of 69% of the currents at ©9)
30M concentration
Acacetin Human T lymphocytes and ECso = 21uMand 4 M for the peak and end-of-the-puise currents, (86, 57)
Jurkat T cells respectively.
Maximal inhibition—90% of end-of-the-pulse currents at 100 M
concentration. Inhibition of 0% of peak ramp currents at
30M concentration
Chrysin Jurkat T cells Inhibition of 46% of peak ramp currents at 30 LM concentration ©7)
8-Prenyl-naringenin (8-PR) Human T lymphocytes and ECso = 3uM (58)
Jurkat T cells Maximal inhibition—100% at 10 1M concentration
6-Prenyl-naringenin (6-PR) Jurkat T cells ECsp = 6puM 67
Maximal inhibition—88% at 30 LM concentration
Xanthohurmol Jurkat T cells ECs = 3 M Maximal inhibition—87% at 30 ;1M concentration (59)

Isoxanthohumol Jurkat T cells ECgp = 8 uM Maximal inhibition—87% at 30 uM concentration (59)
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