

[image: image1]
Mechanism Underlying the Reversal of Drug Resistance in P-Glycoprotein-Expressing Leukemia Cells by Pinoresinol and the Study of a Derivative









	
	ORIGINAL RESEARCH
published: 25 April 2017
doi: 10.3389/fphar.2017.00205





[image: image2]

Mechanism Underlying the Reversal of Drug Resistance in P-Glycoprotein-Expressing Leukemia Cells by Pinoresinol and the Study of a Derivative


María L. González1, D. Mariano A. Vera2†, Jerónimo Laiolo1, Mariana B. Joray1, Mariana Maccioni3, Sara M. Palacios1, Gabriela Molina1, Priscila A. Lanza2, Samanta Gancedo3, Vivian Rumjanek4† and María C. Carpinella1*†


1Fine Chemical and Natural Products Laboratory, School of Chemistry, Catholic University of Córdoba, Córdoba, Argentina

2Department of Chemistry, QUIAMM–INBIOTEC–CONICET, College of Exact and Natural Sciences, National University of Mar del Plata, Mar del Plata, Argentina

3Immunology, Department of Biochemical Chemistry, CIBICI-CONICET, School of Chemical Sciences, National University of Córdoba, Córdoba, Argentina

4Institute of Medical Biochemistry, Federal University of Rio de Janeiro, Rio de Janeiro, Brazil

Edited by:
Thomas Efferth, Johannes Gutenberg-Universität Mainz, Germany

Reviewed by:
Linlin Lu, International Institute for Translational Chinese Medicine, China
 Chuan-jiang Zhu, Peking Union Medical College Hospital, China

* Correspondence: María C. Carpinella, ceciliacarpinella@ucc.edu.ar

†These authors have contributed equally to this work.

Specialty section: This article was submitted to Ethnopharmacology, a section of the journal Frontiers in Pharmacology

Received: 12 January 2017
 Accepted: 31 March 2017
 Published: 25 April 2017

Citation: González ML, Vera DMA, Laiolo J, Joray MB, Maccioni M, Palacios SM, Molina G, Lanza PA, Gancedo S, Rumjanek V and Carpinella MC (2017) Mechanism Underlying the Reversal of Drug Resistance in P-Glycoprotein-Expressing Leukemia Cells by Pinoresinol and the Study of a Derivative. Front. Pharmacol. 8:205. doi: 10.3389/fphar.2017.00205



P-glycoprotein (P-gp) is a membrane protein associated with multidrug resistance (MDR) due to its key role in mediating the traffic of chemotherapeutic drugs outside cancer cells, leading to a cellular response that hinders efforts toward successful therapy. With the aim of finding agents that circumvent the MDR phenotype mediated by P-gp, 15 compounds isolated from native and naturalized plants of Argentina were screened. Among these, the non-cytotoxic lignan (±) pinoresinol successfully restored sensitivity to doxorubicin from 7 μM in the P-gp overexpressed human myelogenous leukemia cells, Lucena 1. This resistance-reversing effect was confirmed by competitively increasing the intracellular doxorubicin accumulation and by significantly inhibiting the efflux of doxorubicin and, to a lesser extent, that of rhodamine 123. The activity obtained was similar to that observed with verapamil. No such results were observed in the sensitive parental K562 cell line. To gain deeper insight into the mode of action of pinoresinol, its effect on P-gp function and expression was examined. The docking simulations indicated that the lignan bound to P-gp at the apex of the V-shaped transmembrane cavity, involving transmembrane helices 4, 5, and 6, and partially overlapped the binding region of tariquidar, which was used as a positive control. These results would shed some light on the nature of its interaction with P-gp at molecular level and merit further mechanistic and kinetic studies. In addition, it showed a maximum 29% activation of ATP hydrolysis and antagonized verapamil-stimulated ATPase activity with an IC50 of 20.9 μM. On the other hand, pinoresinol decreased the presence of P-gp in the cell surface. Derivatives of pinoresinol with improved activity were identified by docking studies. The most promising one, the non-cytotoxic 1-acetoxypinoresinol, caused a reversion of doxorubicin resistance from 0.11 μM and thus higher activity than the lead compound. It also caused a significant increase in doxorubicin accumulation. Results were similar to those observed with verapamil. The results obtained positioned these compounds as potential candidates for effective agents to overcome P-gp-mediated MDR, leading to better outcomes for leukemia chemotherapy.
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INTRODUCTION

The P-glycoprotein (P-gp) transporter (ABCB1/MDR1) encoded by the MDR-1 gene is a protein located in the cell membranes of various tissues involved in the traffic of substrates outside the cells (Sharom, 2011; Silva et al., 2015). In a considerable number of cancers, high levels of MDR-1 expression provide the most commonly encountered mechanism of multidrug resistance (MDR) (Shin et al., 2006), representing a major obstacle to the success of chemotherapy (Siarheyeva et al., 2010).

P-glycoprotein (P-gp) is comprised of two homologous transmembrane domains (TMDs). Each half consists of six transmembrane α-helices (TMHs) and one cytoplasmic nucleotide-binding domain (NBD), which fuel the energy from ATP hydrolysis, leading to conformational changes that result in the extrusion of a set of structurally and functionally unrelated chemotherapy drugs against their concentration gradient (Sharom, 2011). As a consequence, P-gp keeps intracellular drug accumulation low, leading to a cellular responsiveness known as classical MDR (Krishna and Mayer, 2000). This phenomenon and the broad spectrum of substrates removed from cells, such as paclitaxel, etoposide, teniposide, vinblastine, vincristine, doxorubicin, daunorubicin, and imatinib among others (Kathawala et al., 2015), makes this pump one of the most significant transporters in pharmacology (Saeed M. E. M. et al., 2015).

Almost half of human tumors show the ability to express P-gp (Fu and Arias, 2012). Not only failures in chemotherapy but also poor overall prognosis are strongly linked to increased levels of the MDR-1 product in many cancers (Loo and Clarke, 1999), including certain types of leukemia (Szakacs et al., 2006; Vasconcelos et al., 2011; Rumjanek et al., 2013). Leukemia is a malignant disorder with a significant number of deaths annually (Lin et al., 2011). Based on GLOBOCAN, about 352,000 new cases of leukemia and 265,000 deaths occurred worldwide in 2012 (Ferlay et al., 2015). Overexpression of P-gp was detected in about 50% of patients with chronic myelogenous leukemia (CML) unresponsive to chemotherapy with Vinca alkaloids and anthracyclines (Kuwazuru et al., 1990).

Strategies to overcome MDR include the development of P-gp function inhibitors that may act by blocking the substrate binding to the protein, by interacting with an allosteric region of P-gp preventing the efflux or by interfering with the ATP hydrolysis. Alternatively, inhibitors may act by indirect mechanisms, like hindering P-gp phosphorylation or disturbing the integrity of the cell membrane lipids (Wink, 2012; Silva et al., 2015). Interference with the surface expression of P-gp is proposed as another valid strategy for restoring drug effectiveness (Ferrándiz-Huertas et al., 2011; Fu and Arias, 2012).

Although some of the reversal agents submitted to clinical trials succeed in some patients (List et al., 2001), most of them failed in many aspects to prove their effectiveness as MDR reversers (Wink, 2012; Lei et al., 2013), particularly in their adverse effects, interactions with the drug administered in parallel and inadequate trial designs (List et al., 2001; Szakacs et al., 2006; Steinbach and Legrand, 2007; Wu et al., 2011; Xia et al., 2015).

A great deal of research therefore focuses on the search for agents devoid of these undesired effects and able to reverse the MDR/P-gp phenotype.

Plants constitute an important source of bioactive molecules with a significant contribution to cancer chemotherapy (Gosh et al., 2009) including P-gp inhibitors (Palmeira et al., 2012a). The exceptional structural diversity of plant-derived metabolites offers a great range of possibilities for finding novel modulators of this target. As observed with substrates, P-gp chemosensitizers can be structurally distinct (Eid et al., 2015), with a diversity of plant compounds belonging to different chemical families that are capable of suppressing P-gp-mediated transport (Efferth et al., 2002; Katayama et al., 2007; Nabekura et al., 2008; Han et al., 2011; Wink, 2012; Eid et al., 2013; Lei et al., 2013; Sun and Wink, 2014; Zeino et al., 2015). These entities, together with compounds from other natural sources, are known as fourth-generation inhibitors (Wu et al., 2011).

Even though many compounds with medicinal properties have been obtained from Argentine flora (Chiari et al., 2010, 2011; Carpinella et al., 2011; Joray et al., 2011, 2013), this resource is far from being completely explored, especially for compounds with MDR reversal properties. It is considered that only 1% of the 9,690 species of Argentine vascular flora have been studied. Among these species, mainly belonging to Asteraceae, Poaceae and Fabaceae, 1,200 are known to possess medicinal properties (Zuloaga et al., 1999; Alonso and Desmarchelier, 2015).

With this in mind, we screened a panel of bioactive metabolites obtained from native and naturalized plants from central Argentina on P-gp overexpressed leukemia cells. Assays were performed focused on the modes of action of the most effective compound, pinoresinol, including studies of the binding site of this active principle on P-gp by molecular modeling. The lignan (±)-pinoresinol was previously isolated in our laboratory from the naturalized tree, Melia azedarach as an antifungal compound (Carpinella et al., 2003). It was able to decrease the effective concentrations of the synthetic antifungal agents mancozeb and carboxin, even when these were applied at 5 and 3% of their corresponding minimum inhibitory concentrations (Carpinella et al., 2005). Pinoresinol also showed anti-inflammatory, antioxidant, neuroprotective, and hypoglycemic properties (López-Biedma et al., 2016) and exhibited different levels of cytotoxic effect depending on the tumor cells (Moon et al., 2008; López-Biedma et al., 2016). Few in vivo studies have been performed and these have concentrated on the anti-inflammatory, antioxidant, antitumor, and neuroprotective effect of the lignan (Torres-Sanchez et al., 2009; Kim et al., 2010; Lapi et al., 2015).

In addition, a pinoresinol derivative, showing improved activity in relation to pinoresinol in docking simulations, showed experimentally an outstanding reversing activity on P-gp transport, with higher effectiveness than the lead compound.

MATERIALS AND METHODS

Chemicals, Equipment, and Reagents

3-(4,5-Dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide (MTT), vinblastine sulfate (VLB, 96%), cyclosporine A (CsA, 98.5%), trifluoperazine dihydrochloride (TFP, 99.0%), histopaque 1077, rhodamine 123 (Rho 123), and lectin from Phaseolus vulgaris (PHA) were purchased from Sigma-Aldrich Co (St Louis, MO). Doxorubicin hydrochloride (DOX, 99.8%, Synbias Pharma Ltd.) was obtained from Nanox Release Technology (Buenos Aires, Argentina) and was used dissolved in bi-distilled water. Verapamil hydrochloride 98% was provided by Parafarm (Buenos Aires, Argentina) and was used as the reference P-gp inhibitor dissolved in ethanol at 30 μM. RPMI-1640 and Gibco® cell culture reagents were purchased from Invitrogen Life Technologies (Carlsbad, CA). Sterile plastic material was purchased from Greiner Bio-One (Frickenhausen, Germany). All solvents were HPLC grade.

FITC mouse anti-human (P-gp) was purchased from BD (BD Biosciences, USA). MDR1 PREDEASY™ ATPase assay kit was obtained from Solvo Biotechnology (Szeged, Hungary). Flow cytometry was performed in a Becton Dickinson (BD) FACSCanto II flow cytometer (BD Biosciences, USA).

Compounds 1–15 (Figure 1) were previously isolated in the laboratory from native and naturalized plants from Argentina. They were tested at 90% or higher purity, determined by HPLC. The compounds assayed were: vanillin (1) and, 4-hydroxy-3-methoxycinnamaldehyde (2), both isolated from Melia azedarach (Carpinella et al., 2003), ilicol (3) isolated from Flourensia oolepis (Diaz Napal and Palacios, 2013), scopoletin (4) obtained from M. azedarach (Carpinella et al., 2005), (Z,Z)-5-(trideca-4,7-dienyl)-resorcinol (5) isolated from Lithrea molleoides (Carpinella et al., 2011), 2′,4′-dihydroxychalcone (6) and (-)-pinocembrin (7) both obtained from F. oolepis (Diaz Napal et al., 2009; Joray et al., 2015), naringenin (8) isolated from Baccharis salicifolia (Céspedes et al., 2006; del Corral et al., 2012), dalenin (9) obtained from Dalea elegans (Chiari et al., 2011), apigenin (10) isolated from B. salicifolia (del Corral et al., 2012), quercetin (11), 3-O-methylquercetin (12), and 23-methyl-6-O-desmethylauricepirone (13) obtained from Achyrocline satureioides (Joray et al., 2011, 2013) and (±)-pinoresinol (14) and meliartenin (15) both obtained from M. azedarach (Carpinella et al., 2002, 2003). 1-acetoxy-(+)-pinoresinol (16) (Figure 1) was purchased from Chem Faces (Wuhan, PR). The 1H, 13C, 2D-NMR spectra, and HPLC chromatograms of the compounds are available upon request from the authors.
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FIGURE 1. Chemical structures of compounds 1–16.



Cell Lines and Cell Culture

The K562 human CML cell line (Rumjanek et al., 2013) and its MDR counterpart, Lucena 1, were used (Moreira et al., 2014). Lucena 1 was chosen as a well-characterized resistant cell line in which P-gp overexpression is the exclusive mechanism of acquired resistance (Moreira et al., 2014). Real time quantitative PCR analysis for P-gp and MRP1 showed no statistical differences between cells maintained with vincristine and those maintained with doxorubicin. Both lines were routinely maintained in RPMI-1640 medium supplemented with 10% fetal bovine serum, 2 mM L-glutamine, 100 U mL−1 penicillin and 100 μg mL−1 streptomycin in a 5% CO2 humidified atmosphere at 37°C. Cells were subcultured twice a week and used when under 20th passage from frozen stocks. Lucena 1 cells were cultured in the presence of 60 nM of DOX to maintain P-gp overexpression, until 4 days before the experiments, when they were transferred to drug-free medium. These cells displayed a higher superficial P-gp expression than parental K562 cells (see Figure 2). All experiments were performed with the cells in the logarithmic growth phase with cell viabilities above 90% determined by staining with trypan blue.


[image: image]

FIGURE 2. P-gp surface expression in (A) Lucena 1 and (B) K562 cells determined by flow cytometry. Unstained cells are shown with red histogram while FITC-conjugated mouse anti-human P-gp antibody stained cells are shown with blue histogram. Histograms are representative of three independent experiments.



Multidrug Resistance Reversal Assay

Compounds 1–15 and then compound 16, which was selected after demonstrating lower binding energy than its lead compound 14 and other pinoresinol derivatives, were screened by MTT colorimetric assay for their ability to reverse cellular resistance to DOX. Briefly, 5 × 104 Lucena 1 cells per well were seeded in 96-well plates containing RPMI-1640 medium in the presence of DOX alone or in combination with the tested compounds dissolved in ethanol or acetonitrile as appropriate. DOX was added to reach final concentrations of 0.05–431 μM. The compounds were assayed at the highest non-toxic concentration observed in both cell lines (cytotoxicity ≤ 20%, Cytotoxicity (%) = [1-(Optical density treatment-Optical density DMSO)/(Optical density control-Optical density DMSO)] x 100, determined by MTT proliferation assay (Joray et al., 2015); maximum concentration tested 40 μg mL−1). Following the primary screening, compounds 14 and 16 (dissolved in ethanol) were tested at serial dilutions. Negative controls containing only bi-distilled water, ethanol or acetonitrile (1% v/v since no adverse effects were observed at this concentration) were simultaneously run as well as viability controls with no addition of the dissolution solvents. Verapamil was used as a positive control at 30, 0.11 and 0.055 μM. After 48 h incubation at 37°C with 5% CO2, 20 μL of 5 mg mL−1 MTT solution in sterile PBS was added to each well and incubation continued for 4 h. Subsequently, the supernatants were removed and replaced with 100 μL DMSO to solubilize the resulting purple formazan crystals produced from metabolically viable cells. Absorbance was measured with an iMark micro-plate reader (Bio-Rad, USA) at 595 nm.

Half inhibitory concentrations (IC50) represent the concentrations of DOX required to inhibit 50% of cell proliferation (compared to the solvent controls, which showed no differences in comparison to viability controls) and were calculated from the mean values of data from wells.

The same reversal assay was performed in K562 cells, in order to discard a decrease in the IC50 of DOX due to effects other than P-gp inhibition. The reversal fold (RF) values for the tested compounds, which indicate their capacity to reduce resistance to DOX, were calculated by dividing the IC50 of DOX alone by the IC50 of DOX in the presence of the tested compounds (Xu et al., 2014).

The assays were also performed with VLB, which was added, dissolved in DMSO at 2 × 10−5 to 44 μM alone or in combination with 14 at 112 μM. The negative control contained DMSO, while verapamil was used as the reference compound.

Doxorubicin Intracellular Accumulation Assays

The effect of 14 or 16 on DOX intracellular accumulation was further studied.

In order to establish the best assay conditions, 2.5 × 105 Lucena 1 or K562 cells mL−1 were seeded onto 24-well plates and pre-incubated in complete RPMI-1640 medium in the presence of 112 μM of 14 (dissolved in ethanol), verapamil or ethanol (1% v/v) from 0 to 48 h at 37°C with 5% CO2. Following incubation, 5 μM DOX was added and cells were further incubated for 1 h.

Time course of DOX accumulation was investigated by co-incubating 2.5 × 105 Lucena 1 or K562 cells mL−1 with 112 μM of 14 or 1% ethanol in 96-well plates for 1 h at 37°C prior to the addition of 5 μM DOX. The intracellular DOX was measured at increasing periods of time.

To obtain further information about the type of inhibition exerted by compound 14, the kinetic behavior was analyzed by the Lineweaver-Burk double-reciprocal method compared to data obtained in the absence of the inhibitor (ethanol control) (Arnaud et al., 2010). The drug retention rate corresponding to the amount of DOX remaining inside 50,000 Lucena 1 cells after 1 h incubation was plotted vs. DOX concentrations and fitted with the Michaelis-Menten equation, R = Rmax [S]/Km + [S], where R is the drug retention rate, Rmax the maximal drug retention rate, [S] is the substrate concentration and Km the Michaelis constant of DOX efflux (Copeland, 2000; Arnaud et al., 2010).

With the aim of determining the minimum effective concentration (MEC) of 14 or 16, 2.5 × 105 Lucena 1 or K562 cells mL−1 were incubated with 7–112 or 0.027–14 μM of each compound, respectively, for 1 h at 37°C with 5% CO2. Afterwards, 5 μM solution of DOX was added and the plates were further incubated for 1 h. Verapamil or ethanol (1%) were run as positive and negative controls, respectively. Viability controls were included in all the experiments.

After DOX incubation in all the assays described, cells were placed on ice to stop the reactions, followed by washing twice with ice-cold PBS. The intracellular DOX-associated fluorescence of 50,000 individual cells was determined by FACScan flow cytometry. DOX was excited at 488 nm and the emitted light was collected with a 585/42 nm bandpass filter. Dead cells and cell debris were excluded by forward and side scatter gating. Mean fluorescence intensities (MFI) were analyzed with Flowjo software (Tree Star, Inc. Ashland, OR).

The data collected was compared to that obtained with 30 μM verapamil (which was considered as the maximum inhibition) and expressed as the published equation (Huang et al., 2013):
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With the aim of discarding fluorescence by the compounds themselves, flow cytometry of 14 or 16 was performed at the maximum concentration tested in the absence of DOX. No fluorescence due to these compounds was observed.

Doxorubicin Efflux Assay

To determine the effect on DOX efflux, 2.5 × 105 Lucena 1 or K562 cells mL−1 were first pre-incubated in 24-well plates in the presence of 14, dissolved in ethanol at 112 μM, verapamil or ethanol (1% v/v) for 1 h at 37°C with 5% CO2. After incubation, DOX 5 μM was added to the reaction mixture and further incubated for 1 h. Subsequently, cells were washed with cold PBS and incubated for different times with 14, verapamil or ethanol in DOX-free medium to allow dye extrusion. With the aim of determining the minimum effective concentration (MEC) of 14, 2.5 × 105 Lucena 1 cells were incubated with 7–112 μM of the lignan, for 1 h at 37°C with 5% CO2. Afterwards, 5 μM solution of DOX was added and the plates were further incubated for 1 h. After washing, cells were incubated for 30 min with 14. Verapamil or ethanol (1%) were run as positive or negative controls, respectively. Cells were then washed with ice-cold PBS and the intracellular DOX-associated MFI of 50,000 individual cells was determined by flow cytometry as previously described.

Rhodamine 123 Efflux Assay

Rho 123, a P-gp fluorescent substrate, is frequently employed as an indicator of P-gp activity and it was therefore used in an additional efflux study. Briefly, Lucena 1 or K562 cells at a density of 2.5 × 105 mL−1 were pre-incubated with 14 dissolved in ethanol at 112 μM (2 × MEC), TFP (8 μM), verapamil or ethanol (1% v/v) for 1 h at 37°C with 5% CO2. Subsequently, cells were incubated with 500 ng mL−1 of Rho 123 for 30 min. After incubation, the medium was removed and the cells were incubated in Rho 123-free medium with 14, verapamil, TFP and ethanol, for a further 30 min to allow Rho 123 extrusion. After washing twice with cold PBS, the amount of Rho 123 remaining in 10,000 individual cells after the efflux period was quantified by FACScan flow cytometry. Excitation was performed with a laser operating at 488 nm and the emitted fluorescence was collected through a 530/30 nm pass filter.

Determination of ATPase Activity

The ATPase activity of P-gp was determined using the PREDEASY™ ATPase assay kit as per the manufacturer's recommendation. In the activation assay, increasing concentrations of 14 (0.27–600 μM) or verapamil (0.14–300 μM), both dissolved in DMSO (2% final concentration), were pre-incubated in ATPase assay buffer with membrane preparations from Spodoptera frugiperda ovarian cells (Sf9) containing human P-gp and 10 mM MgATP for 10 min at 37°C. For monitoring the inhibition of the substrate stimulated-ATPase activity, verapamil (40 μM) was added to the incubation mixture as an ABC transporter-related ATPase activator. The ATPase reaction was subsequently stopped and the inorganic phosphate (Pi) produced was measured colorimetrically at 630 nm. DMSO was used as a solvent control and CsA (final concentration of 40 μM) was used as reference inhibitor in the inhibition assay.

All experiments were performed in the absence or presence of 1.2 mM of sodium orthovanadate, an ABC transporter-related ATPase inhibitor, in order to measure the vanadate-sensitive portion of the total ATPase activity. ATPase activities were determined as Activity (%) = (A − B) – (E − F) × 100/(C − D) – (E − F), where A is the activity in the presence of 14 alone or with verapamil as activator in the inhibition study, B is the activity in the presence of 14 alone or with verapamil in the inhibition study, in the presence of vanadate (background activity), C is the maximum activation value due to verapamil and D is the same value as C but with the addition of vanadate (background activity), E is the activity of control with DMSO while F is the activity of DMSO in the presence of vanadate. Membranes from Sf9 cells expressing defective P-gp were used as controls.

Molecular Modeling

The structural model of the P-gp used for the docking studies was a homology model of the human P-gp previously proposed in Jara et al. (2013). In this work, this model was subject to stochastic molecular dynamics for obtaining average inter-residue distances in good agreement with the experimental distances and challenged to reproduce the right activity order of a pool of known inhibitors, as well as to find binding sites in good agreement with those proposed on computational and experimental bases in the literature (Jara et al., 2013).

The following probe ligands were docked in the structural models of the P-gp:

• pinoresinol derivatives, such as 1-acetoxy-(+)-pinoresinol (16), 1-acetoxy-(−)-pinoresinol (16a), 1-hydroxy-(+)-pinoresinol, phylligenin, pinoresinol diglucoside and (+)-pinoresinol 4-glucoside submitted to docking to establish whether their activity improved with respect to 14.

• compound 2, which was found to be inactive, was used as a negative control and the powerful inhibitor tariquidar (XR9570) (Jara et al., 2013) run as positive control, even though it was not experimentally studied.

• Verapamil, a known inhibitor used as a reference in the experiments.

• DOX and Rho 123 used as model substrates in the experiments.

The structures of these ligands were obtained by performing a conformational search (when relevant) and a full geometry optimization at the semiempirical PM6 level of theory, characterizing the structures as minima by diagonalizing the Hessian matrix and ensuring the absence of negative eigenvalues; next, a refinement was made at the PBE0/6-31G* level using the Gaussian 09 (Rev. B01) package (http://www.gaussian.com). The Autodock 4.2.6 package (Morris et al., 2009) was used for the docking simulations, precomputing a grid in the interior of the whole TMD. Considering the large size of the docking region, 2,000 runs of Lamarckian genetic algorithm were performed for each ligand (Morris et al., 1998, 2009). The population was set at 150 individuals, up to 105 generations with 1 survivor per generation and a limit of 6 × 106 energy evaluations and the remaining algorithm control parameters set to program defaults. The cluster analysis was made with 2.5Å of RMSD. Molecular graphics rendering was performed using VMD 1.9.2 (Humphrey et al., 1996).

Besides the main grid box including the transmembrane region, molecular docking on the NBDs was carried out to obtain preliminary information about the presence of direct binding of 14 to the NBDs.

Study on the Surface Expression of P-Gp

To determine the effect of 14 on P-gp surface expression, Lucena 1 or K562 cells at a density of 5 × 104 cells mL−1 were incubated in the presence of 14, dissolved in ethanol at 112 μM (maximum non-cytotoxic concentration, in order to ensure the presence of the effect) or 1% ethanol (control) for 24 and 48 h. Then, cells were washed with cold PBS and labeled for 30 min at 4°C in the dark with FITC-conjugated mouse anti-human P-gp antibody, which binds to an external epitope of P-gp, according to the manufacturer's instructions. Finally, cells were washed and suspended with ice-cold PBS and fluorescence intensity was determined in 10,000 individual cells by FACScan flow cytometry. FITC fluorescence was measured at an excitation wavelength of 488 nm and emitted light was collected with a 530/30 nm bandpass filter.

Cytotoxicity on Peripheral Blood Mononuclear Cells (PBMC)

The cytotoxicity of 14 and 16 on peripheral blood mononuclear cells (PBMC) was evaluated by MTT assay (Joray et al., 2015). PBMC were collected from fresh heparinized blood and separated by density gradient centrifugation (Ficoll®) as described by Rennó et al. (2008). As the current study required samples from healthy human volunteer donors, ethical approval was provided by the Catholic University of Córdoba Research Ethics Board. Signed informed consents were obtained from donors. For the cytotoxicity assay, 1 × 105 PBMC/well were incubated in duplicate in 96-well plates with PHA 10 μg mL−1, in the presence of increasing concentrations of 14 (28–560 μM), 16 (3.5–315 μM) (both dissolved in ethanol) or 1% ethanol for 48 h. Absorbance (Abs) and percentage of cytotoxicity were determined as described above and the IC50 values were calculated. The experiment was carried out in two separate stages.

Statistical Analysis

The results are expressed as mean ± SE. Data were analyzed using Student's t-test or two-way analysis of variance (ANOVA) using GraphPad Prism software (Graphpad Prism 5.0, Graphpad Software, Inc., CA, USA), with p ≤ 0.05 as statistically significant. All experiments were performed in duplicate or triplicate at least three times. The 50% inhibitory concentrations (IC50) were calculated by log-Probit analysis responding to at least seven concentrations at the 95% confidence level with upper and lower confidence limits. The curves from the ATPase assays were fitted to the relative activity vs. compound 14 concentrations plot using non-linear regression. Top (maximal response) and bottom (maximally inhibited response) values were not constrained to constant values 100 and 0, respectively.

RESULTS

Multidrug Resistance Reversal Assay

Since there is no common pharmacophore determining that a compound behaves as a P-gp reverser (Yuan et al., 2012) and due to the wide diversity of chemical structures that interact with this transporter (Robert and Jarry, 2003) as well as the lack of information on metabolites from Argentinian flora as P-gp chemosensitizers, we decided to investigate this effect in 15 plant-derived compounds belonging to different chemical families obtained from plants from central Argentina (Carpinella et al., 2002, 2003, 2005; Diaz Napal et al., 2009; Chiari et al., 2010, 2011; Joray et al., 2011, 2013, 2015; del Corral et al., 2012; Diaz Napal and Palacios, 2013). Compounds 1–15 were studied by an MTT assay, in order to evaluate the potentiation of DOX cytotoxicity in insensitive Lucena 1 cells, which were 35-fold more resistant to this drug [IC50 = 40.78 (16.60–100.18) μM] than their parental cell line K562 [IC50 = 1.16 (0.52–2.58) μM]. The combination of the maximum non-toxic concentrations of the tested compounds with DOX showed the flavonoid 9 and the lignan 14 as the most effective, enabling the IC50 value of DOX in Lucena 1 cells to be decreased by a factor of 3.2 and 9.4, respectively (Table 1). The latter value is similar to that obtained with verapamil 30 μM (p > 0.05). When 14 was also tested at 28 μM, it caused a 3.4-fold increase in Lucena 1 sensitivity to DOX (Table 1), indicating that this compound was as active as 9 (p > 0.05). Given the highest effect reached by 14 when tested at a higher concentration, due to its low cytotoxicity, we selected 14 as the first compound to be further studied. As shown in Table 1, compound 14 was able to potentiate DOX toxicity in a dose-dependent manner (b = 0.070; p = 0.013; CI 95% = 0.016 to 0.124) from 7 μM (see also Figure 3). The comparison of the dose-response curves of DOX alone and in combination with 14 clearly showed the enhancement in DOX cytotoxicity (Figure 3). It is worth noting that 14 did not increase DOX sensitivity in K562 (Table 1 and Figure 3), while compounds 6 and 9 caused a decrease in DOX IC50, with the former also showing reversing properties in Lucena 1 (Table 1). These results further support the need to first investigate the activity of compound 14.


Table 1. Reversal effects of compounds 1-16 on P-gp mediated resistance of Lucena 1 cells.
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FIGURE 3. Dose-response curves for cytotoxicity of doxorubicin (DOX) in Lucena 1 and K562 cells with and without pinoresinol (14) as determined by the resistance reversal assay. Values are expressed as mean ± SE of at least three independent experiments.



We also studied the reversal property of 14 to VLB resistance in Lucena 1 [VLB IC50 values of 2.49 μM (0.34–18.20) and 0.24 μM (0.04–1.89) in Lucena 1 and K562, respectively]. When 14 was co-administered with VLB, it significantly restored the sensitivity of the MDR cell line to VLB with a reversal fold activity of 60.20 (p < 0.0001), while the RF value in K562 was 9.63 (p < 0.05). Verapamil induced a decrease in the VLB IC50 of 49.17 (p < 0.0001) and 2.35-fold (p < 0.05) in Lucena 1 and K562, respectively.

Doxorubicin Intracellular Accumulation Assay

Based on the results of the reversal assay, we evaluated the capacity of 14 to inhibit the function of P-gp by measuring the intracellular accumulation of DOX by flow cytometry.

To determine the desirable period of incubation, the uptake profile of DOX was first investigated at different periods of pre-incubation with 14. As seen in Figure 4A, a significant increase (p < 0.01) in DOX accumulation by a factor of 1.3-fold was observed in Lucena 1 cells in the absence of pre-incubation compared with ethanol control cells, which showed the same rate of accumulation as untreated cells. The increase in DOX-associated MFI remained till 48 h of pre-incubation achieving a 1.4-fold increase. These values compared favorably with the 1.4 and 1.8-fold increase observed with verapamil at 0 and 48 h, respectively (p > 0.05). The highest difference in DOX accumulation with respect to the negative control was observed at 1 h pre-incubation (p < 0.001), at which time the highest percentage of inhibition related to verapamil was obtained (79% inhibition). Given these results, the selected pre-incubation time for further analysis was set at 1 h. No such increase in MFI was observed in K562 cells treated with 14 or with verapamil (Figure 4B).
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FIGURE 4. Flow cytometric analysis of the effect of pinoresinol (14) on the intracellular accumulation of doxorubicin (DOX). (A) Lucena 1 and (B) K562 cells were pre-incubated at different times with medium containing 14 at 112 μM before 1 h exposure to DOX. Each bar represents the mean ± SE. Significant differences from the ethanol control were determined at each time by using unpaired one-tailed Student's t-test (***p < 0.001, **p < 0.01, *p < 0.05).



The time course of DOX accumulation was further investigated. DOX- associated MFI increased in a time-dependent response in Lucena 1 treated with 14 with significantly higher values than that of Lucena 1 ethanol-treated cells (Figure 5). At 20 min, it was observed that 14 fully restored the presence of DOX within Lucena 1 cells (p < 0.05), reaching the MFI values observed in K562 (p > 0.05). This tendency was maintained over the whole period of time. The highest difference in MFI values in relation to the Lucena 1 ethanol control was observed at 1 h (Figure 5), determining that 1 h incubation with DOX was adequate.
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FIGURE 5. Time course of doxorubicin (DOX) accumulation in Lucena 1 cells treated with pinoresinol (14) at 112 μM or ethanol (control) and in K562 cells treated with ethanol at different periods of time. Data are expressed as mean ± SE. Significant differences at each time were determined by using two way analysis of variance (ANOVA) followed by the Bonferroni test (***, †††p < 0.001, ††p < 0.01, *, †p < 0.05); †: differences between Lucena 1 treated cells and Lucena 1 ethanol control and *: differences between K562 ethanol control and Lucena 1 ethanol control.



To further understand the mechanism of P-gp inhibition, we studied the behavior of 14, monitoring the intracellular retention of DOX by flow cytometry. Increasing the concentrations of 14, the values of MFI remained the same, while the Michaelis-Menten constant (Km) increased, as observed in the family of straight lines passing through the same point of the vertical axis (Figure 6). This plot indicated that 14 was a competitive inhibitor.
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FIGURE 6. Lineweaver-Burk double reciprocal plot for the kinetic analysis of pinoresinol (14). Lucena 1 cells were cultured for 1 h with a series of concentrations of 14 before 1 h exposure to DOX. The lines were drawn using linear least squares fit. Values are expressed as mean ± SE.



Following primary screening, 14 was assayed at serial dilutions to determine its minimum effective concentration (MEC). It significantly increased the intracellular accumulation of the substrate in Lucena 1 from 56 μM onwards (p < 0.05), with no differences with respect to verapamil (p > 0.05) (data not shown). No dose-dependency was observed. At the concentration mentioned and up to the maximum concentrations evaluated, no increase was observed in DOX accumulations in K562 (p > 0.05) (data not shown).

Modulation of Doxorubicin Efflux

Since it was determined that 14 is capable of reversing DOX accumulation deficit, it was investigated whether this effect can be maintained after removing DOX from the medium. Figure 7A shows that 14 clearly increased DOX retention in Lucena 1 cells. At 30 min, the DOX-associated MFI increased 1.8-fold in comparison with control cells (p < 0.05) with similar activity to that observed with verapamil (p > 0.05). The effectiveness of 14 was maintained until the end of the experiment (Figure 7A). Neither 14 nor verapamil showed any significant effect on DOX efflux in K562 cells (Figure 7B).
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FIGURE 7. Flow cytometric analysis of the effect of pinoresinol (14) on the efflux of doxorubicin (DOX) from (A) Lucena 1 and (B) K562 cells. After 1 h pre-incubation with 14 at 112 μM, verapamil or ethanol, cells were exposed to DOX for 1 h. Subsequently, cells were washed and then incubated in the presence of 14 at 112 μM, verapamil or ethanol at various time points in a DOX-free medium. Data points represent the mean ± SE. Significant differences from the control were determined by using unpaired one-tailed Student's t-test (**p < 0.01, *p < 0.05).



The minimum effective concentration (MEC) corresponded to 56 μM (p < 0.01), with significant differences with respect to verapamil (p < 0.01; Figure 8). A dose-dependent effect was observed (b = 0.037; p ≤ 0.0001; CI 95% = 0.023 to 0.051).
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FIGURE 8. Effect of a series of concentrations of pinoresinol (14) on the efflux of doxorubicin (DOX) in Lucena 1 cells. Data points represent the mean ± SE. Significant differences from the control were determined by using unpaired one-tailed Student's t-test (***p < 0.001, **p < 0.01, *p < 0.05).



Modulation of Rhodamine 123 Efflux

The ability of compound 14 to prevent the extrusion of another P-gp substrate, Rho 123, was further evaluated by flow cytometry. As shown in Figure 9A, exposure of Lucena 1 cells to 14 enhanced intracellular Rho 123 intensity 1.5-fold. This effect was significantly different from that observed with verapamil and with TFP, another known P-gp inhibitor (p < 0.01), but to a lesser extent with the latter. Compound 14 did not induce any increase in Rho 123-associated MFI in K562 (Figure 9B).
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FIGURE 9. Flow cytometric analysis of the effect of pinoresinol (14) on the efflux of rhodamine 123 (Rho 123) in (A) Lucena 1 and (B) K562 cells. Both cell lines were pre-incubated with medium containing 14 at 112 μM, verapamil, trifluoperazine (TFP) or ethanol and then allowed to accumulate Rho 123 over 30 min. After washing, cells were incubated in probe-free medium in the presence of the assayed compounds for a further 30 min to allow Rho 123 extrusion. Each bar represents the mean ± SE. Significant differences from the control were determined by using unpaired one-tailed Student's t-test (***p < 0.001, **p < 0.01, *p < 0.05).



Determination of the ATPase Activity

To further characterize the P-gp-resistance reversal properties of 14, its influence on basal and verapamil-stimulated ATPase activity was determined. As observed in Figure 10, compound 14 mildly stimulated P-gp-ATPase activity with a maximum of 29.49 ± 4.55% at 66.7 μM, a lower value than that observed with verapamil. It was also observed that 14 antagonized the verapamil-stimulated ATP hydrolysis with an IC50 of 20.89 μM (17.39–23.61).
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FIGURE 10. Effect of 14 on ATPase activation and inhibition. Data points represent the mean ± SE.



It is worth mentioning that 14 had no effect on the ATPase activity of control membranes up to 600 μM and that a complete inhibition of verapamil-stimulated ATPase hydrolysis was observed with CsA (data not shown).

Molecular Modeling

The estimated free energy of binding and the corresponding inhibition constants obtained for the (+)- and (−)-pinoresinol (14) are summarized in Table 2, together with the values obtained for the model substrate DOX, compound 2, as the negative control and the mild and powerful known inhibitors verapamil and tariquidar. As observed, there is a small difference in the estimated binding energies (0.14 kcal/mol) between (+)- and (−)-pinoresinol. Both enantiomers went to the same site, with slight differences in the pose. The binding mode of the subject compound 14 is shown on Figure 11, revealing as main contacts S222, A223, K234, F303, Y307, V310, L339, and F343, most of which are residues from TMH 4, 5 and 6. Almost all of these are also involved in binding the reference inhibitor verapamil and part of them also to the powerful inhibitor tariquidar. The KI obtained for tariquidar in the sub-nM order (Table 2) is close to that experimentally found [58], while the value obtained for the negative control, 2 is almost 100 μM, which is inactive in practice, matching that observed experimentally.


Table 2. Brief summary of docking results.
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FIGURE 11. Binding mode of the lowest energy conformation of (+)-pinoresinol (14) showing the main contacts of 14 with residues from TMH 4, 5, and 6.



On the other hand, it was observed that the affinity of 14 for the NBD region was substantially lower than that for the region in the TMD.

As also observed in Table 2, compound 16 was found to have the most favorable binding energy among the set of pinoresinol derivatives that were evaluated with the intention of improving the activity of 14. Compound 16 was also found to be 0.45 kcal/mol more favored than its own enantiomer 16a [derivative of the (−)-pinoresinol], showing a still mild but clearer stereospecificity than for the case of 14. This result encouraged the further experimental study of compound 16.

The poses of 14, 16 and tariquidar are superimposed on Figure 12C. Compounds 14 and 16 overlap with the binding region of tariquidar in one of the homolog halves at the top of the inverted “V” formed by the TMHs. This region overlaps with a secondary DOX binding site (0.5 kcal/mol less stable than the main site i.e., the one with the more negative binding energy, reported in Table 2; see also Figures 12A–C). As previously discussed (Jara et al., 2013), the binding of the subject compound seems to be just the first step of a complex process involving long range conformational changes induced in the transporter. In this context, the fact of finding coincidences in the main contacts compared to those observed for known powerful inhibitors would be a promising feature, besides the binding energies themselves.
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FIGURE 12. Two different views of the lowest energy docked structure of 14. (A) Point of view looking to the inverted “V” within the bilayer plane, the same point of view as in Figure 11 and (B) looking from the intracellular side to outside (perpendicular to the bilayer plane). The binding pose of 14 (ball and sticks) is compared to the main and secondary sites of Rhodamine 123 (yellow tubes) and DOX (green tubes). The sites of lowest energy are opposite for Rho 123 and DOX, and the energy difference between the secondary site and the main (reported on Table 2) is below 0.5 kcal/mol in both cases. (C) Superimposition of the lowest energy poses of 14 (orange), 16 (red), and the known inhibitors verapamil (lime) and tariquidar (violet).



Study on the Surface Expression of P-Gp

P-gp expression at the membrane surface was lower in Lucena 1 cells treated with 14 compared to the control group measured at 48 h (Figure 13A).
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FIGURE 13. Effect of pinoresinol (14) on the surface expression of P-glycoprotein by flow cytometric analysis. (A) Lucena 1 and (B) K562 cells were stained with FITC-labeled mouse anti-human P-glycoprotein antibody at 24 and 48 h. Unstained cells are shown with red histogram, stained cells with blue histogram and cells stained and treated with 14 at 112 μM are shown with green histogram. Histograms are representative of three independent experiments.



No suppression of P-gp presence was observed in the outer membrane in K562 cells at the study times (Figure 13B).

In vitro Activity Of 1-Acetoxy-(+)-Pinoresinol (16)

The pinoresinol derivative 16, which showed the most promising activity in silico (in terms of binding energy, Table 2), showed an increase in DOX cytotoxicity by a factor of 22.7 at 14 μM and 1.4 at 0.11 μM (Table 1). There was no significant difference in relation to verapamil at 30 and 0.11 μM with 16 applied at 14 and 0.11 μM, respectively (p > 0.05). At 14 μM, no potentiation was observed in DOX activity in K562 cells (p > 0.05). When tested at the maximum non-toxic concentration (28 μM), it caused a 96.8-fold sensitization to DOX in Lucena 1, while a 17.3-fold activity was observed in K562, meaning that the shift in the IC50 of DOX was not only due to P-gp inhibition. For this reason, this concentration was not used in further assays.

In the accumulation assay, 16 significantly increased the DOX-associated MFI in Lucena 1 from 0.87 μM (p < 0.05) with no difference with respect to verapamil (p > 0.05; Figure 14). As also occurred with 14, no dose-dependency and no increase in DOX accumulation were observed in K562 (p > 0.05) (data not shown) at the MEC and up to the maximum concentration evaluated.
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FIGURE 14. Effect of a series of concentrations of 1-acetoxy-(+)-pinoresinol (16) on the accumulation of doxorubicin (DOX) in Lucena 1 cells. Significant differences from the control were determined by using unpaired one-tailed Student's t-test (***p < 0.001, **p < 0.01, *p < 0.05).



Cytotoxicity on Peripheral Blood Mononuclear Cells (PBMC)

To determine whether 14 or 16 were toxic on non-tumoral human cells, PBMC were obtained. These cells were considered the most adequate in relation to the type of tumor cells evaluated in this study. An MTT assay showed that 14 and 16 displayed IC50 values of 216.25 μM (125.93–371.35) and 102.57 μM (48.60–216.45), respectively.

DISCUSSION

P-gp modulation is gaining more and more ground in drug discovery due to the clinical importance of this pump owing to its association with MDR (Loo and Clarke, 1999). With the aim of finding novel inhibitors of P-gp function, we screened 15 bioactive plant-derived principles obtained in the laboratory. Compound 14 (Figure 1) showed the highest effectiveness in the reversal assay, potentiating DOX cytotoxicity in Lucena 1 cells from 7 μM (Table 1). When applied at 112, 28 and 14 μM, it showed a comparable effect in circumventing the MDR phenotype to that of verapamil at 30 μM (p > 0.05). When the combination of 14 and DOX was evaluated on the sensitive K562 cell line, no decrease was seen in the inhibitory value of the chemotherapeutic drug, and thus any other interaction between these compounds different from P-gp inhibition was discarded. It was remarkable that compounds 8 and 10 did not cause any effect in DOX toxicity, while 11 decreased DOX sensitivity (p < 0.01). Although these compounds have been described as P-gp inhibitors (Deferme and Augustijns, 2003; Ofer et al., 2005; Borska et al., 2012; Saeed M et al., 2015), in some assays no activity or stimulatory activity was found (Deferme and Augustijns, 2003; Khantamat et al., 2004; Katayama et al., 2007; Wu et al., 2016), which agrees with our findings. These contradictory observations have been previously reported by other authors (Di Pietro et al., 2002; Deferme and Augustijns, 2003) and could be due to the different concentrations used in the experiments (Yuan et al., 2012), the type of cancer cells tested (Di Pietro et al., 2002) and differences in the interactions between the flavonoids and P-gp depending on the substrate used in the experiments (Di Pietro et al., 2002; Eid et al., 2015). On the other hand, the chalcone 6 was capable of potentiating DOX toxicity, not only by interfering with P-gp, as was previously determined (Chieli et al., 2012), but also and mainly, by some additional mechanism as deduced by the RF observed in K562 (Table 1).

The effective compound 14 also potentiated the cytotoxicity of VBL in Lucena 1 cells (RF = 60) and in K562 to a lesser extent (RF = 9). The RF of 14 was comparable to that of verapamil (RF = 49) (p > 0.05), which also decreased VLB IC50 in K562 (RF = 2). These results showed that, besides the inhibition on P-gp mediated transport, which seems predominant, 14 and verapamil also induce another kind of interaction. It was previously reported that verapamil enhanced the cytotoxicity of VLB not only in the resistant P388/VCR cell line but also in the sensitive cell line P388 (Tsuruo et al., 1981).

The activity demonstrated by 14 in the MTT assay was confirmed by examining the intracellular accumulation of DOX, which specifically reflects the reversion of drug transport out of cells. As seen in Figure 4A, compound 14 showed a clear increase in intracellular DOX-associated fluorescence in the absence of pre-incubation, an effect that remained till the end of the study. Huang et al. (2013) established that compounds with an activity >30% of the maximal activity exerted by verapamil were considered as P-gp inhibitors. In our results, 14 showed inhibitory activity throughout the course of the study (inhibition at 0 and 48 h = 60 and 55%, respectively), with a maximum effect at 0.5 and 1 h of experiment (73 and 79% of inhibition, respectively). These values showed that the activity of 14 is particularly noteworthy, and the long-term effectiveness suggested that the lignan was not inactivated by cellular metabolism. It is important to note that a decrease in the superficial expression of the pump was observed at 48 h, meaning that at this time a sum of events could influence the results. On the other hand, 14 showed no effect on DOX accumulation when tested in K562 cells (Figure 4B). This strongly supports the proposition that 14 reverses the efflux of DOX out of the cells specifically by interfering with P-gp function. It has been previously described that (+)-pinoresinol increased the intracellular accumulation of calcein-AM when applied at 50 and 100 μM (Tamaki et al., 2008). However, no additional information about the P-gp-mediated resistance-reversing effect of this compound has been reported and there is no evidence showing the mechanism underlying this property. As far as we know, there are no reports evaluating the racemic mixture.

The time course study showed that 14 was effective at retaining DOX in Lucena 1 cells at 20 min from the beginning (p < 0.05; Figure 5), showing that short-term treatment with the modulator leads to effectiveness. The fact that the intracellular DOX fluorescence intensities obtained in Lucena 1 treated with 14 were similar to those obtained in K562 (p > 0.05) showed the potency of 14 for fully blocking the efflux of the drug.

To obtain further information about the type of inhibition exerted by 14, the kinetic behavior of DOX accumulation was analyzed by the Lineweaver-Burk double reciprocal method (Figure 6), which showed that the lignan was a competitive inhibitor of P-gp.

The addition of 14 from 56 μM significantly enhanced cellular DOX accumulation compared to control cells with an 80% inhibition with respect to verapamil. This MEC differs from that obtained in the resistance reversal assay, in which it was observed that 14 was active from 7 μM (Table 1). This discrepancy, also reported by other authors (Schuurhuis et al., 1989; Lan et al., 1996), seems not to be related to the different incubation periods or DOX concentrations used in both experiments, since it was previously demonstrated that these parameters did not influence the results (Pereira and Garnier-Suillerot, 1994; Lan et al., 1996). Lan et al. (1996) explained this discrepancy stating that the amplitude of the reversion of DOX resistance exerted by a compound was higher than the increase of its intracellular accumulation. This difference would be supported by previous findings regarding subcellular DOX localization (Schuurhuis et al., 1989, 1993; Pereira and Garnier-Suillerot, 1994; Lan et al., 1996). In the accumulation assays, flow cytometry measures all the DOX inside the cell, including that sequestered inside cytoplasmic vesicles attributable to the pumping of the drug into them by P-gp (Lan et al., 1996; Munteanu et al., 2006; Yu et al., 2008), while the phenomenon of cell killing is only influenced by the presence of DOX in the nucleus (Yu et al., 2008). In the absence of 14, a small concentration of the cytotoxic agent trapped in the vesicles will be considered in the measurements of fluorescence, resulting in a lower difference in comparison to the treatment. The possible effect of 14 in blocking both plasma and vesicular membrane P-gp would lead to an increase of DOX in the nucleus, as is also observed with verapamil (Schuurhuis et al., 1993). In this situation, the change in DOX toxicity will be greater. These observations indicated that 14 increased not only DOX accumulation but also its toxicity.

Although a dose- response relationship was not clearly seen in the accumulation assay, this could be seen in the reversal and efflux assays, indicating that the behavior of compound 14 was dose-dependent. Similar results were previously obtained with some thioxanthones for the reversal and accumulation assays (Palmeira et al., 2012b).

The results obtained in the efflux assays showed that compound 14 increased the accumulation of DOX to a slightly higher extent than that of Rho 123 [retention increased 1.8 (Figure 7A) and 1.5 times (Figure 9A), respectively at 30 min of experiment]. This suggested that 14 is a P-gp inhibitor which shows a different level of potency depending on the substrate used. Rho 123 binds to the R site (Loo and Clarke, 2014), while the binding site for DOX is predominantly located at the H-site (Zeino et al., 2015). Overlapping but distinct drug specificities of these sites (Shapiro and Ling, 1997) would explain the different level of effectiveness exerted by 14. Docking studies (Figure 12C) showed that 14, 16 and tariquidar bind to P-gp in the H binding site, located on TMH 4, 6, 10, 11, and 12 (Gutmann et al., 2010), agreeing with previous findings reported for tariquidar (Li et al., 2015). However, due to the similarity in the binding energies of both substrates and the small differences in the affinities of the main and secondary sites, the docking results seem not to shed light on this issue.

It has been previously reported that other lignans, such as schisandrin A (Huang et al., 2008; Xia et al., 2015), schisandrin B (Qiangrong et al., 2005; Huang et al., 2008), schizandrol A (Huang et al., 2008), nirtetralin, niranthin, phyllanthin, and phyltetralin (Leite et al., 2006), arctigenin, arctiin, matairesinol, (iso)lappaol A, lappaol C and lappaol F (Nabekura et al., 2008; Su et al., 2015) showed an inhibitory effect against P-gp activity. It is worth noting that the closely related lignan (-)-sesamin increased the accumulation of daunorubicin from a concentration of 50 μM in KB-C2 cells overexpressing P-gp (Nabekura et al., 2008).

To gain deeper insight into the characteristics of the reversal activity of 14 on the functional aspect of P-gp, its effects on P-gp-ATPase activity were investigated as well as its binding mode to the glycoprotein. Examining the effects of 14 on P-gp ATPase, it was observed that it slightly activated the basal ATP hydrolysis and antagonized verapamil-stimulated ATPase activity (Figure 10). The latter effect arose from docking analysis.

In silico analysis determined that 14 binds to P-gp in the apex of the V-shaped transmembrane barrels, a site proposed as key for substrate/inhibitor recognition. As seen in Figure 11, 14 binds to the aromatic aminoacids located in TMH 4, 5 and 6. This region also found for 16, clearly overlaps with that found for verapamil and for contacts of tariquidar with one of the homolog halves of the TMB (Figure 12). Most of the residues involved in the binding of 14 were also contacts of this last reference inhibitor. Most of these residues were proposed as relevant in the binding of inhibitors in experimental and computational bases, as previously discussed (Jara et al., 2013). These results would shed some light on the nature of its interaction with P-gp at molecular level and merit further mechanistic and kinetic studies.

The effect of 14 on the surface expression of P-gp was determined by flow cytometry. The experiments showed that treatments with 14 resulted in less P-gp at the Lucena 1 cell membrane at 48 h. These results would indicate that 14 countered drug resistance, not only by modulating P-gp function but also by interfering with the presence of P-gp in the cell surface, which also prevents drug efflux (Loo and Clarke, 1997, 2000).

Considering compound 14 as a promising lead compound, virtual derivatives with pinoresinol scaffold were submitted to molecular modeling studies. Based on the results obtained, compound 16 deserved further evaluation since its estimated free energy of binding (−9.17 kcal/mol) was similar to or even better than that of verapamil (−9.01 kcal/mol). The result showed that 16 was 64 times more effective than 14 according to the MECs obtained by the reversal (0.11 and 7 μM, respectively) and the accumulation assays (0.87 and 56 μM, respectively), thus demonstrating outstandingly improved activity. The same explanation of the discrepancy in the MECs of 14 obtained by the reversal and accumulation assays could also be applied to explain the difference obtained with 16. At the minimum concentration that increased intracellular DOX, 16 showed 62% activity compared to verapamil while it showed superior activity to the reference compound (141%) when cells were exposed to 14 μM (Figure 14). The absence of an increase in DOX accumulation in K562 indicated that 16 specifically blocked efflux mediated by P-gp. Further analyses are needed to characterize the activity and the mechanism of action of 16 in more detail.

The IC50 of 216.2 and 102.6 μM displayed by 14 and 16, respectively, on PBMC indicated an absence of cytotoxicity, based on the statement of the US National Cancer Institute plant screening program which established as cytotoxic those pure compounds with mean toxicity values below 10 μM (Kuete et al., 2014). It is important to note that the IC50 values obtained were much higher than the effective concentrations observed for both lignans. In addition to the presence of 14 in Melia azedarach (Carpinella et al., 2003), this compound and also 16 are present, in considerable proportions, in virgin olive oil which is an important component of the diet (Fini et al., 2008; López-Biedma et al., 2016). A case-control study of the protective role of pinoresinol in breast cancer risk demonstrated that the median daily consumption of 14 was 60 μg (Torres-Sanchez et al., 2009).

CONCLUSION

Our findings demonstrated that compound 14 and its derivative 16 are likely to be promising P-gp chemosensitizers. This property, the low cytotoxicity demonstrated by these lignans and its presence in the daily diet, position them as potential candidates for developing compounds to use in combination with anticancer drugs, which could lead to significant advances in leukemia therapies.

AUTHOR CONTRIBUTIONS

MC contributed to the experimental design and was in charge of setting up all the assays and the writing of the manuscript. DV contributed to the experimental design and was in charge of the molecular modeling studies. MG, JL, and MJ conducted the experiments, while PL and SG performed the in silico determinations. MM and SP advised on the experimental aspects and on writing, respectively. GM advised on the statistical analysis. VR contributed to the experimental design and the writing of the manuscript. All authors contributed to revising the draft and approved the final version of the paper.

FUNDING

This research project was conducted with the support from Roemmers Foundation, Catholic University of Córdoba, MINCyT Córdoba (GRF 2008; PID 2012 Call 2013) CONICET (PIP 11220100100236), PICT 2014-1594 and FAPERJ-CONICET (E-26/110.059/2014-Argentina. Programa Edital 26/2013). MG, JL, and MJ acknowledge receipt of a Scholarship from CONICET.

ACKNOWLEDGMENTS

We thank Joss Heywood for revising the English language. MC, DV, MM, and SP are staff members of the National Research Council of Argentina (CONICET).

ABBREVIATIONS

P-gp, P-glycoprotein; MDR, multidrug resistance; TMD, transmembrane domains; TMH, transmembrane α-helices; CML, chronic myelogenous leukemia; MTT, 3-(4,5-Dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide; VLB, vinblastine sulfate; CsA, cyclosporine A; TFP, trifluoperazine; DOX, doxorubicin; MEC, minimum effective concentration; Rho 123, rhodamine 123; NBD, nucleotide-binding domain; PBMC, peripheral blood mononuclear cells.

REFERENCES

 Alonso, J., and Desmarchelier, C. (2015). Plantas Medicinales Autóctonas de la Argentina: Bases cientÍficas Para su Aplicación en Atención Primaria de la Salud. Buenos Aires: Corpus Editorial y Distribuidora.

 Arnaud, O., Koubeissi, A., Ettouati, L., Terreux, R., Alamé, G., Grenot, C., et al. (2010). Potent and fully noncompetitive peptidomimetic inhibitor of multidrug resistance P-glycoprotein. J. Med. Chem. 53, 6720–6729. doi: 10.1021/jm100839w

 Borska, S., Chmielewska, M., Wysocka, T., Drag-Zalesinska, M., Zabel, M., and Dziegiel, P. (2012). In vitro effect of quercetin on human gastric carcinoma: targeting cancer cells death and MDR. Food Chem. Toxicol. 50, 3375–3383. doi: 10.1016/j.fct.2012.06.035

 Carpinella, C., Ferrayoli, C., Valladares, G., Defago, M., and Palacios, S. (2002). Potent limonoid insect antifeedant from Melia azedarach. Biosci. Biotechnol. Biochem. 66, 1731–1736. doi: 10.1271/bbb.66.1731

 Carpinella, M. C., De Bellis, L., Joray, M. B., Sosa, V., Zunino, P. M., and Palacios, S. M. (2011). Inhibition of development, swarming differentiation and virulence factors in Proteus mirabilis by an extract of Lithrea molleoides and its active principle (Z,Z)-5-(trideca-4',7'-dienyl)-resorcinol. Phytomedicine 18, 994–997. doi: 10.1016/j.phymed.2011.03.003

 Carpinella, M. C., Ferrayoli, C. G., and Palacios, S. M. (2005). Antifungal synergistic effect of scopoletin, a hydroxycoumarin isolated from Melia azedarach L. Fruits. J. Agric. Food Chem. 53, 2922–2927. doi: 10.1021/jf0482461

 Carpinella, M. C., Giorda, L. M., Ferrayoli, C. G., and Palacios, S. M. (2003). Antifungal effects of different organic extracts from Melia azedarach L. on phytopathogenic fungi and their isolated active components. J. Agric. Food Chem. 51, 2506–2511. doi: 10.1021/jf026083f

 Céspedes, C. L., Marín, J. C., Domínguez, M., Avila, J. G., and Serrato, B. (2006). Plant growth inhibitory activities by secondary metabolites isolated from Latin American flora. Adv. Phytomed. 2, 373–410. doi: 10.1016/S1572-557X(05)02021-0

 Chiari, M. E., Joray, M. B., Ruiz, G., Palacios, S. M., and Carpinella, M. C. (2010). Tyrosinase inhibitory activity of native plants from central Argentina: isolation of an active principle from Lithrea molleoides. Food Chem. 120, 10–14. doi: 10.1016/j.foodchem.2009.09.061

 Chiari, M. E., Vera, D. M. A., Palacios, S. M., and Carpinella, M. C. (2011). Tyrosinase inhibitory activity of a 6-isoprenoid-substituted flavanone isolated from Dalea elegans. Bioorg. Med. Chem. 19, 3474–3482. doi: 10.1016/j.bmc.2011.04.025

 Chieli, E., Romiti, N., Catiana Zampini, I., Garrido, G., and Inés Isla, M. (2012). Effects of Zuccagnia punctata extracts and their flavonoids on the function and expression of ABCB1/P-glycoprotein multidrug transporter. J. Ethnopharmacol. 144, 797–801. doi: 10.1016/j.jep.2012.10.012

 Copeland, R. A. (2000). “Reversible inhibitors,” in Enzymes: A Practical Introduction to Structure, Mechanism, and Data Analysis, ed R. A. Copeland (New York, NY: Wiley-VCH Inc.), 266–304.

 Deferme, S., and Augustijns, P. (2003). The effect of food components on the absorption of P-gp substrates: a review. J. Pharm. Pharmacol. 55, 153–162. doi: 10.1211/002235702603

 del Corral, S., Cuffini, S. L., Cardoso, S. G., Bortoluzzid, A. J., and Palacios, S. M. (2012). Phytotoxic halimanes isolated from Baccharis salicifolia (Ruiz &amp; Pad.) Pers. Phytochem. Lett. 5, 280–283. doi: 10.1016/j.phytol.2012.02.001

 Diaz Napal, G. N., Carpinella, M. C., and Palacios, S. M. (2009). Antifeedant activity of ethanolic extract from Flourensia oolepis and isolation of pinocembrin as its active principle compound. Bioresour. Technol. 100, 3669–3673. doi: 10.1016/j.biortech.2009.02.050

 Diaz Napal, G. N., and Palacios, S. M. (2013). Phytotoxicity of secondary metabolites isolated from Flourensia oolepis S.F.Blake. Chem. Biodivers. 10, 1295–1304. doi: 10.1002/cbdv.201200204

 Di Pietro, A., Conseil, G., Pérez-Victoria, J. M., Dayan, G., Baubichon-Cortay, H., Trompier, D., et al. (2002). Modulation by flavonoids of cell multidrug resistance mediated by P-glycoprotein and related ABC transporters. Cell Mol. Life Sci. 59, 307–322. doi: 10.1007/s00018-002-8424-8

 Efferth, T., Davey, M., Olbrich, A., Rücker, G., Gebhart, E., and Davey, R. (2002). Activity of drugs from traditional chinese medicine toward sensitive and MDR1- or MRP1-overexpressing multidrug-resistant human CCRF-CEM Leukemia Cells. Blood Cells. Mol. Dis. 28, 160–168. doi: 10.1006/bcmd.2002.0492

 Eid, S. Y., El-Readi, M. Z., Eldin, E. E. M. N., Fatani, S. H., and Wink, M. (2013). Influence of combinations of digitonin with selected phenolics, terpenoids, and alkaloids on the expression and activity of P-glycoprotein in leukaemia and colon cancer cells. Phytomedicine 21, 47–61. doi: 10.1016/j.phymed.2013.07.019

 Eid, S. Y., El-Readi, M. Z., Fatani, S. H., Nour Eldin, E. E. M., and Wink, M. (2015). Natural products modulate the multifactorial multidrug resistance of cancer. Pharmacol. Pharm. 6, 146–176. doi: 10.4236/pp.2015.63017

 Ferlay, J., Soerjomataram, I., Dikshit, R., Eser, S., Mathers, C., Rebelo, M., et al. (2015). Cancer incidence and mortality worldwide: sources, methods and major patterns in GLOBOCAN 2012. Int. J. Cancer 136, E359–E386. doi: 10.1002/ijc.29210

 Ferrándiz-Huertas, C., Fernández-Carvajal, A., and Ferrer-Montiel, A. (2011). Rab4 interacts with the human P-glycoprotein and modulates its surface expression in multidrug resistant K562 cells. Int. J. Cancer 128, 192–205. doi: 10.1002/ijc.25310

 Fini, L., Hotchkiss, E., Fogliano, V., Graziani, G., Romano, M., Edward, B., et al. (2008). Chemopreventive properties of pinoresinol-rich olive oil involve a selective activation of the ATM–p53 cascade in colon cancer cell lines. Carcinogenesis 29, 139–146. doi: 10.1093/carcin/bgm255

 Fu, D., and Arias, I. M. (2012). Intracellular trafficking of P-glycoprotein. Int. J. Biochem. Cell Biol. 44, 461–464. doi: 10.1016/j.biocel.2011.12.009

 Gosh, M., Thapliyal, M., and Gurumurthi, K. (2009). “Anticancer compounds of plant origin,” in Novel Therapeutic Agents from Plants, eds M. C. Carpinella and M. Rai (Enfield: Science Publisher), 1–35.

 Gutmann, D. A., Ward, A., Urbatsch, I. L., Chang, G., and van Veen, H. W. (2010). Understanding polyspecificity of multidrug ABC transporters: closing in on the gaps in ABCB1. Trends Biochem Sci. 35, 36–42. doi: 10.1016/j.tibs.2009.07.009

 Han, Y.-L., Yu, H.-L., Li, D., Meng, X.-L., Zhou, Z.-Y., Yu, Q., et al. (2011). Inhibitory effects of limonin on six human cytochrome P450 enzymes and P-glycoprotein in vitro. Toxicol. In Vitro 25, 1828–1833. doi: 10.1016/j.tiv.2011.09.023

 Huang, M., Jin, J., Sun, H., and Liu, G. (2008). Reversal of P-glycoprotein-mediated multidrug resistance of cancer cells by five schizandrins isolated from the Chinese herb Fructus Schizandrae. Cancer Chemother. Pharmacol. 62, 1015–1026. doi: 10.1007/s00280-008-0691-0

 Huang, X.-C., Sun, Y.-L., Salim, A. A., Chen, Z.-S., and Capon, R. J. (2013). Parguerenes: marine red alga bromoditerpenes as inhibitors of P-glycoprotein (ABCB1) in multidrug resistant human cancer cells. Biochem. Pharmacol. 85, 1257–1268. doi: 10.1016/j.bcp.2013.02.005

 Humphrey, W., Dalke, A., and Schulten, K. (1996). VMD: visual molecular dynamics. J. Mol. Graph. 14, 33–38. doi: 10.1016/0263-7855(96)00018-5

 Jara, G. E., Vera, D. M. A., and Pierini, A. B. (2013). Binding of modulators to mouse and human multidrug resistance P-glycoprotein. A computational study. J. Mol. Graph. Model. 46, 10–21. doi: 10.1016/j.jmgm.2013.09.001

 Joray, M. B., del Rollán, M. R., Ruiz, G. M., Palacios, S. M., and Carpinella, M. C. (2011). Antibacterial activity of extracts from plants of central Argentina—Isolation of an active principle from Achyrocline satureioides. Planta Med. 77, 95–100. doi: 10.1055/s-0030-1250133

 Joray, M. B., Palacios, S. M., and Carpinella, M. C. (2013). Understanding the interactions between metabolites isolated from Achyrocline satureioides in relation to its antibacterial activity. Phytomedicine 20, 258–261. doi: 10.1016/j.phymed.2012.10.015

 Joray, M. B., Trucco, L. D., González, M. L., Diaz Napal, G. N., Palacios, S. M., Bocco, J. L., et al. (2015). Antibacterial and cytotoxic activity of compounds isolated from Flourensia oolepis. Evid. Based Complement. Alternat. Med. 2015, 11. doi: 10.1155/2015/912484

 Katayama, K., Masuyama, K., Yoshioka, S., Hasegawa, H., Mitsuhashi, J., and Sugimoto, Y. (2007). Flavonoids inhibit breast cancer resistance protein-mediated drug resistance: transporter specificity and structure–activity relationship. Cancer Chemother. Pharmacol. 60, 789–797. doi: 10.1007/s00280-007-0426-7

 Kathawala, R. J., Gupta, P., Ashby, C. R. Jr., and Chen, Z.-S. (2015). The modulation of ABC transporter-mediated multidrug resistance in cancer: a review of the past decade. Drug Resist. Updat. 18, 1–17. doi: 10.1016/j.drup.2014.11.002

 Khantamat, O., Chaiwangyen, W., and Limtrakul, P.-N. (2004). Screening of flavonoids for their potential inhibitory effect on P-glycoprotein activity in human cervical carcinoma KB cells. Chiang Mai Med. Bull. 43, 45–56.

 Kim, H.-Y., Kim, J.-K., Choi, J.-H., Jung, J.-Y., Oh, W.-Y., Kim, D. C., et al. (2010). Hepatoprotective effect of pinoresinol on carbon tetrachloride–induced hepatic damage in mice. J. Pharmacol. Sci. 112, 105–112. doi: 10.1254/jphs.09234FP

 Krishna, R., and Mayer, L. D. (2000). Multidrug resistance (MDR) in cancer: mechanisms, reversal using modulators of MDR and the role of MDR modulators in influencing the pharmacokinetics of anticancer drugs. Eur. J. Pharm. Sci. 11, 265–283. doi: 10.1016/S0928-0987(00)00114-7

 Kuete, V., Ango, P., Yeboah, S., Mbaveng, A., Mapitse, R., Kapche, G., et al. (2014). Cytotoxicity of four Aframomum species (A. alboviolaceum, A. kayserianum and A. polyanthum) towards multi-factorial drug resistant cancer cell lines. BMC Complement. Altern. Med. 14:340. doi: 10.1186/1472-6882-14-340

 Kuwazuru, Y., Yoshimura, A., Hanada, S., Ichikawa, M., Saito, T., Uozumi, K., et al. (1990). Expression of the multidrug transporter, P-glycoprotein, in chronic myelogenous leukaemia cells in blast crisis. Br. J. Haematol. 74, 24–29. doi: 10.1111/j.1365-2141.1990.tb02533.x

 Lan, L. B., Ayesh, S., Lyubimov, E., Pashinsky, I., and Stein, W. D. (1996). Kinetic parameters for reversal of the multidrug pump as measured for drug accumulation and cell killing. Cancer Chemother. Pharmacol. 38, 181–190. doi: 10.1007/s002800050468

 Lapi, D., Di Maro, M., Mastantuono, T., Battiloro, L., Sabatino, L., Muscariello, E., et al. (2015). Effects of oleuropein and pinoresinol on microvascular damage induced by hypoperfusion and reperfusion in rat pial circulation. Microcirculation 22, 79–90. doi: 10.1111/micc.12175

 Lei, Y., Tan, J., Wink, M., Ma, Y., Li, N., and Su, G. (2013). An isoquinoline alkaloid from the Chinese herbal plant Corydalis yanhusuo W.T. Wang inhibits P-glycoprotein and multidrug resistance-associate protein 1. Food Chem. 136, 1117–1121. doi: 10.1016/j.foodchem.2012.09.059

 Leite, D. F., Kassuya, C., Mazzuco, T. L., Silvestre, A., De Melo, L. V., Rehder, V. L., et al. (2006). The cytotoxic effect and the multidrug resistance reversing action of lignans from Phyllanthus amarus. Planta Med. 72, 1353–1358. doi: 10.1055/s-2006-951708

 Li, X.-Q., Wang, L., Lei, Y., Hu, T., Zhang, F.-L., Cho, C.-H., et al. (2015). Reversal of P-gp and BCRP-mediated MDR by tariquidar derivatives. Eur. J. Med. Chem. 101, 560–572. doi: 10.1016/j.ejmech.2015.06.049

 Lin, J.-J., Hsu, H.-Y., Yang, J.-S., Lu, K.-W., Wu, R. S.-C., Wu, K.-C., et al. (2011). Molecular evidence of anti-leukemia activity of gypenosides on human myeloid leukemia HL-60 cells in vitro and in vivo using a HL-60 cells murine xenograft model. Phytomedicine 18, 1075–1085. doi: 10.1016/j.phymed.2011.03.009

 List, A. F., Kopecky, K. J., Willman, C. L., Head, D. R., Persons, D. L., Slovak, M. L., et al. (2001). Benefit of cyclosporine modulation of drug resistance in patients with poor-risk acute myeloid leukemia: a southwest oncology group study. Blood 98, 3212–3220. doi: 10.1182/blood.V98.12.3212

 Loo, T. W., and Clarke, D. M. (1997). Correction of defective protein kinesis of human P-glycoprotein mutants by substrates and modulators. J. Biol. Chem. 272, 709–712. doi: 10.1074/jbc.272.2.709

 Loo, T. W., and Clarke, D. M. (1999). Molecular dissection of the human multidrug resistance P-glycoprotein. Biochem. Cell Biol. 77, 11–23. doi: 10.1139/o99-014

 Loo, T. W., and Clarke, D. M. (2000). Blockage of drug resistance in vitro by disulfiram, a drug used to treat alcoholism. J. Natl. Cancer Inst. 92, 898–902. doi: 10.1093/jnci/92.11.898

 Loo, T. W., and Clarke, D. M. (2014). Tariquidar inhibits P-glycoprotein drug efflux but activates ATPase activity by blocking transition to an open conformation. Biochem. Pharmacol. 92, 558–566. doi: 10.1016/j.bcp.2014.10.006

 López-Biedma, A., Sánchez-Quesada, C., Delgado-Rodríguez, M., and Gaforio, J. J. (2016). The biological activities of natural lignans from olives and virgin olive oils: a review. J. Funct. Foods 26, 36–47. doi: 10.1016/j.jff.2016.07.005

 Moon, S.-S., Rahman, A. A., Kim, J.-Y., and Kee, S.-H. (2008). Hanultarin, a cytotoxic lignan as an inhibitor of actin cytoskeleton polymerization from the seeds of Trichosanthes kirilowii. Bioorg. Med. Chem. 16, 7264–7269. doi: 10.1016/j.bmc.2008.06.032

 Moreira, M. A. M., Bagni, C., de Pinho, M. B., Mac-Cormick, T. M., dos Santos Mota, M., Pinto-Silva, F. E., et al. (2014). Changes in gene expression profile in two multidrug resistant cell lines derived from a same drug sensitive cell line. Leuk. Res. 38, 983–987. doi: 10.1016/j.leukres.2014.06.001

 Morris, G. M., Goodsell, D. S., Halliday, R. S., Huey, R., Hart, W. E., Belew, R. K., et al. (1998). Automated docking using a Lamarckian genetic algorithm and an empirical binding free energy function. J. Comput. Chem. 19, 1639–1662. doi: 10.1002/(SICI)1096-987X(19981115)19:14<1639::AID-JCC10>3.0.CO;2-B

 Morris, G. M., Huey, R., Lindstrom, W., Sanner, M. F., Belew, R. K., Goodsell, D. S., et al. (2009). AutoDock4 and AutoDockTools4: automated docking with selective receptor flexibility. J. Comput. Chem. 16, 2785–2791. doi: 10.1002/jcc.21256

 Munteanu, E., Verdier, M., Grandjean-Forestier, F., Stenger, C., Jayat-Vignoles, C., Huet, S., et al. (2006). Mitochondrial localization and activity of P-glycoprotein in doxorubicin-resistant K562 cells. Biochem. Pharmacol. 71, 1162–1174. doi: 10.1016/j.bcp.2006.01.006

 Nabekura, T., Yamaki, T., Ueno, K., and Kitagawa, S. (2008). Inhibition of P-glycoprotein and multidrug resistance protein 1 by dietary phytochemicals. Cancer Chemother. Pharmacol. 62, 867–873. doi: 10.1007/s00280-007-0676-4

 Ofer, M., Wolffram, S., Koggel, A., Spahn-Langguth, H., and Langguth, P. (2005). Modulation of drug transport by selected flavonoids: involvement of P-gp and OCT? Eur. J. Pharm. Sci. 25, 263–271. doi: 10.1016/j.ejps.2005.03.001

 Palmeira, A., Sousa, E., Vasconcelos, M. H., and Pinto, M. M. (2012a). Three decades of P-gp inhibitors: skimming through several generations and scaffolds. Curr. Med. Chem. 19, 1946–2025. doi: 10.2174/092986712800167392

 Palmeira, A., Vasconcelos, M. H., Paiva, A., Fernandes, M. X., Pinto, M., and Sousa, E. (2012b). Dual inhibitors of P-glycoprotein and tumor cell growth: (Re)discovering thioxanthones. Biochem. Pharmacol. 83, 57–68. doi: 10.1016/j.bcp.2011.10.004

 Pereira, E., and Garnier-Suillerot, A. (1994). Correlation between the short-term measurements of drug accumulation in living cells and the long-term growth inhibition. Biochem. Pharmacol. 47, 1851–1857. doi: 10.1016/0006-2952(94)90315-8

 Qiangrong, P., Wang, T., Lu, Q., and Hu, X. (2005). Schisandrin B—a novel inhibitor of P-glycoprotein. Biochem. Biophys. Res. Commun. 335, 406–411. doi: 10.1016/j.bbrc.2005.07.097

 Rennó, M. N., Barbosa, G. M., Zancan, P., Veiga, V. F., Alviano, C. S., Sola-Penna, M., et al. (2008). Crude ethanol extract from babassu (Orbignya speciosa): cytotoxicity on tumoral and non-tumoral cell lines. An. Acad. Bras. Cienc. 80, 467–476. doi: 10.1590/S0001-37652008000300008

 Robert, J., and Jarry, C. (2003). Multidrug resistance reversal agents. J. Med. Chem. 46, 4805–4817. doi: 10.1021/jm030183a

 Rumjanek, V. M., Vidal, R. S., and Maia, R. C. (2013). Multidrug resistance in chronic myeloid leukaemia: how much can we learn from MDR–CML cell lines? Biosci. Rep. 33:e00081. doi: 10.1042/BSR20130067

 Saeed, M., Kadioglu, O., Khalid, H., Sugimoto, Y., and Efferth, T. (2015). Activity of the dietary flavonoid, apigenin, against multidrug-resistant tumor cells as determined by pharmacogenomics and molecular docking. J. Nutr. Biochem. 26, 44–56. doi: 10.1016/j.jnutbio.2014.09.008

 Saeed, M. E. M., Abdelgadir, H., Sugimoto, Y., Khalid, H. E., and Efferth, T. (2015). Cytotoxicity of 35 medicinal plants from Sudan towards sensitive and multidrug-resistant cancer cells. J. Ethnopharmacol. 174, 644–658. doi: 10.1016/j.jep.2015.07.005

 Schuurhuis, G., van Heijningen, T., Cervantes, A., Pinedo, H., de Lange, J., Keize, H., et al. (1993). Changes in subcellular doxorubicin distribution and cellular accumulation alone can largely account for doxorubicin resistance in SW-1573 lung cancer and MCF-7 breast cancer multidrug resistant tumour cells. Br. J. Cancer 68, 898–908. doi: 10.1038/bjc.1993.452

 Schuurhuis, G. J., Broxterman, H. J., Cervantes, A., van Heijningen, T. H. M., de Lange, J. H. M., Baak, J. P. A., et al. (1989). Quantitative determination of factors contributing to doxorubicin resistance in multidrug-resistant cells. J. Natl. Cancer Inst. 81, 1887–1892. doi: 10.1093/jnci/81.24.1887

 Shapiro, A. B., and Ling, V. (1997). Positively cooperative sites for drug transport by p-glycoprotein with distinct drug specificities. Eur. J. Biochem. 250, 130–137. doi: 10.1111/j.1432-1033.1997.00130.x

 Sharom, F. J. (2011). The P-glycoprotein multidrug transporter. Essays Biochem. 50, 161–178. doi: 10.1042/bse0500161

 Shin, S. Y., Choi, B. H., Kim, J.-R., Kim, J.-H., and Lee, Y. H. (2006). Suppression of P-glycoprotein expression by antipsychotics trifluoperazine in adriamycin-resistant L1210 mouse leukemia cells. Eur. J. Pharm. Sci. 28, 300–306. doi: 10.1016/j.ejps.2006.03.002

 Siarheyeva, A., Liu, R., and Sharom, F. J. (2010). Characterization of an Asymmetric occluded state of p-glycoprotein with two bound nucleotides: implications for catalysis. J. Biol. Chem. 285, 7575–7586. doi: 10.1074/jbc.M109.047290

 Silva, R., Vilas-Boas, V., Carmo, H., Dinis-Oliveira, R. J., Carvalho, F., de Lourdes Bastos, M., et al. (2015). Modulation of P-glycoprotein efflux pump: induction and activation as a therapeutic strategy. Pharmacol. Ther. 149, 1–123. doi: 10.1016/j.pharmthera.2014.11.013

 Steinbach, D. L., and Legrand, O. (2007). ABC transporters and drug resistance in leukemia: was P-gp nothing but the first head of the Hydra? Leukemia 21, 1172–1176. doi: 10.1038/sj.leu.2404692

 Su, S., Cheng, X., and Wink, M. (2015). Natural lignans from Arctium lappa modulate P-glycoprotein efflux function in multidrug resistant cancer cells. Phytomedicine 22, 301–307. doi: 10.1016/j.phymed.2014.12.009

 Sun, Y. F., and Wink, M. (2014). Tetrandrine and fangchinoline, bisbenzylisoquinoline alkaloids from Stephania tetrandra can reverse multidrug resistance by inhibiting P-glycoprotein activity in multidrug resistant human cancer cells. Phytomedicine 21, 1110–1119. doi: 10.1016/j.phymed.2014.04.029

 Szakacs, G., Paterson, J. K., Ludwig, J. A., Booth-Genthe, C., and Gottesman, M. M. (2006). Targeting multidrug resistance in cancer. Nat. Rev. Drug Discov. 5, 219–234. doi: 10.1038/nrd1984

 Tamaki, N., Matsunami, K., Otsuka, H., Shinzato, T., Aramoto, M., and Takeda, Y. (2008). Rearranged ent-kauranes from the stems of Tricalysia dubia and their biological activities. J. Nat. Med. 62, 314–320. doi: 10.1007/s11418-008-0248-x

 Torres-Sanchez, L., Galvan-Portillo, M., Wolff, M. S., and Lopez-Carrillo, L. (2009). Dietary consumption of phytochemicals and breast cancer risk in Mexican women. Public Health Nutr. 12, 825–831. doi: 10.1017/S136898000800325X

 Tsuruo, T., Iida, H., Tsukagoshi, S., and Sakurai, Y. (1981). Overcoming of vincristine resistance in P388 leukemia in vivo and in vitro through enhanced cytotoxicity of vincristine and vinblastine by verapamil. Cancer Res. 41, 1967–1972.

 Vasconcelos, F. C., Silva, K. L., Souza, P. S., Silva, L. F. R., Moellmann-Coelho, A., Klumb, C. E., et al. (2011). Variation of MDR proteins expression and activity levels according to clinical status and evolution of CML patients. Cytometry B Clin. Cytom. 80, 158–166. doi: 10.1002/cyto.b.20580

 Wink, M. (2012). Secondary metabolites inhibiting ABC transporters and reversing resistance of cancer cells and fungi to cytotoxic and antimicrobial agents. Front. Microbiol. 3:130. doi: 10.3389/fmicb.2012.00130

 Wu, C.-P., Ohnuma, S., and Ambudkar, S. V. (2011). Discovering natural product modulators to overcome multidrug resistance in cancer chemotherapy. Curr. Pharm. Biotechnol. 12, 609–620. doi: 10.2174/138920111795163887

 Wu, X., Ma, J., Ye, Y., and Lin, G. (2016). Transporter modulation by Chinese herbal medicines and its mediated pharmacokinetic herb–drug interactions. J. Chromatogr. B Analyt. Technol. Biomed. Life Sci. 1026, 236–253. doi: 10.1016/j.jchromb.2015.11.024

 Xia, Y.-Z., Yang, L., Wang, Z.-D., Guo, C., Zhang, C., Geng, Y.-D., et al. (2015). Schisandrin A enhances the cytotoxicity of doxorubicin by the inhibition of nuclear factor-kappa B signaling in a doxorubicin-resistant human osteosarcoma cell line. RSC Adv. 5, 13972–13984. doi: 10.1039/C4RA14324H

 Xu, X., Zhang, Y., Li, W., Miao, H., Zhang, H., Zhou, Y., et al. (2014). Wogonin reverses multi-drug resistance of human myelogenous leukemia K562/A02 cells via downregulation of MRP1 expression by inhibiting Nrf2/ARE signaling pathway. Biochem. Pharmacol. 92, 220–234. doi: 10.1016/j.bcp.2014.09.008

 Yu, X. N., Chen, X. L., Li, H., Li, X. X., Li, H. Q., and Jin, W. R. (2008). Reversion of P-glycoprotein-mediated multidrug resistance in human leukemic cell line by carnosic acid. Chin. J. Physiol. 51, 348–356.

 Yuan, J., Wong, I. L. K., Jiang, T., Wang, S. W., Liu, T., Jin Wen, B., et al. (2012). Synthesis of methylated quercetin derivatives and their reversal activities on P-gp- and BCRP-mediated multidrug resistance tumour cells. Eur. J. Med. Chem. 54, 413–422. doi: 10.1016/j.ejmech.2012.05.026

 Zeino, M., Paulsen, M. S., Zehl, M., Urban, E., Kopp, B., and Efferth, T. (2015). Identification of new P-glycoprotein inhibitors derived from cardiotonic steroids. Biochem. Pharmacol. 93, 11–24. doi: 10.1016/j.bcp.2014.10.009

 Zuloaga, F., Morrone, O., and Rodríguez, D. (1999). Análisis de la biodiversidad en plantas vasculares de la Argentina. Kurtziana 27, 17–167.

Conflict of Interest Statement: 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 © 2017 González, Vera, Laiolo, Joray, Maccioni, Palacios, Molina, Lanza, Gancedo, Rumjanek and Carpinella. 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) or licensor 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/fphar-08-00205-g013.gif





OPS/images/fphar-08-00205-g012.gif





OPS/images/fphar-08-00205-t001.jpg
Compounds (g mL=" / M) RF

K562 Lucena 1
1(40/263) 087 +009 059021
2(10/56) 17.00" £ 0.25 128 047
3(40/168) 083£0.12 135" £0.14
4(40/208) 392 283 082" %007
5(10/36) 1634 1.05 093022
6(2.5/10) 348"+ 067 178" £ 022
7(0/78) 1112019 053%0.47
8(40/147) 029008 068010
9(10/28) 1.83" + 052 3.197 £0.24
10 (20/74) 1.00 + 0.01 0.71+0.12
11(6/17) 118 £0.18 047" 004
12(2.5/8) 247" £ 0.64 084 +0.19
13 (20/45) 049" £ 004 1114047
14 (40/112) 141015 9.42" +4.92
(20/56) - £020
(10/28) = +0.86
(6/14) - " =028
(2.57) - ©+018
(1.25/3.5) - " +0.02
15(0.3/0.55) 568" +3.1 " 023
16(12/28) 17.26" £3.17 +4.60
©/14) 1054 0.14 £268
@®m - "+ 059
(1.5/35) - " +027
(0.75/1.75) - "+ 0.48
(0.37/0.87) - " +021
(0.18/0.43) - " £005
(0.00/0.21) - " +0.14
(0.04/0.11) - " £0.14
(0.02/0.055) - " +0.04
Verapamil (15/30) 1.24 +0.49 13.88" + 4.79
0.054/0.11) - 134" £ 006
(0.027/0.055) - 147 £0.47

Reversal Fold (RF) values were calculated as [Cso of DOX alone/ICsp of DOX in the
presence of the tested compounds. Statistical comparisons between ICso of DOX alone
or with compound in each treatment were performed by one-taed paired t-test. Results
represent the mean + SE. *'p < 0.001, **p < 0.01 and *p < 0.05.






OPS/images/fphar-08-00205-g014.gif





OPS/images/fphar-08-00205-g011.gif





OPS/images/fphar-08-00205-g010.gif
Concentration (M)





OPS/images/cover.jpg
’ frontiers
in Pharmacology

Mechanism Underlying the Reversal
of Drug Resistance in
P-Glycoprotein-Expressing Leukemia
Cells by Pinoresinol and the
Study of a Derivative









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
, frontiers
in Pharmacology





OPS/images/fphar-08-00205-g005.gif





OPS/images/fphar-08-00205-g006.gif





OPS/images/fphar-08-00205-g003.gif





OPS/images/fphar-08-00205-g004.gif
A &3 Ethancl control
-
2 Verspami

DOX-assaciated MFI

® 3 Eihanol control
o -
P = Verspamil

DOX-associated MFL

o 2 ]
Pre-incubation time (h)





OPS/images/fphar-08-00205-g009.gif
i) s
H —

i

PR .

.






OPS/images/fphar-08-00205-g007.gif
nnnnnnn






OPS/images/fphar-08-00205-g008.gif





OPS/images/fphar-08-00205-g001.gif





OPS/images/fphar-08-00205-g002.gif
e






OPS/images/math_1.gif
(MEFI of cells treated with 14 or 16 — MFI of negative control)
% of nhibiton [‘ e ’] x 100

(MFI of cells treated with verapamil — MFI of negative control)





OPS/images/fphar-08-00205-t002.jpg
Compounds

1-hydroxy-(+)-pinoresinol
Phyligenin

14 (4)-pinoresinol

14 (--pinoresinol
pinoresinol diglucoside
pinoresinol 4-glucoside
Verapamil

Tariquidar

Estimated free energy
of binding (keal/mol)

-8.13
-808
.66
-9.17
-8.72
-8.59
-884
-853
-839
-826
-855
-9.01
-12.36

Inhibition constant
Ki (nM)

1100
1200
71580
191
402
505
338
540
71
881
540
249
032





