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Apigenin Combined With Gefitinib Blocks Autophagy Flux and Induces Apoptotic Cell Death Through Inhibition of HIF-1α, c-Myc, p-EGFR, and Glucose Metabolism in EGFR L858R+T790M-Mutated H1975 Cells
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Cancer cells are characterized by abnormally increased glucose uptake and active bio-energy and biosynthesis to support the proliferation, metastasis, and drug resistant survival. We examined the therapeutic value of the combination of apigenin (a natural small-molecule inhibitor of Glut1 belonging to the flavonoid family) and gefitinib on epidermal growth factor receptor (EGFR)-resistant mutant non-small cell lung cancer, to notably damage glucose utilization and thus suppress cell growth and malignant behavior. Here, we demonstrate that apigenin combined with gefitinib inhibits multiple oncogenic drivers such as c-Myc, HIF-1α, and EGFR, reduces Gluts and MCT1 protein expression, and inactivates the 5′ adenosine monophosphate-activated protein kinase (AMPK) signaling, which regulates glucose uptake and maintains energy metabolism, leading to impaired energy utilization in EGFR L858R-T790M-mutated H1975 lung cancer cells. H1975 cells exhibit dysregulated metabolism and apoptotic cell death following treatment with apigenin + gefitinib. Therefore, the combined apigenin + gefitinib treatment presents an attractive strategy as alternative treatment for the acquired resistance to EGFR-TKIs in NSCLC.
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INTRODUCTION

Due to the high number of tobacco consumers in China, i.e., over 300 million male smokers and more than 740 million people exposed to second-hand smoke (Yang et al., 2015). By 2015, the number of newly diagnosed cases of lung cancer had reached 0.73 million (Chen et al., 2015). Non-small cell lung cancer (NSCLC), comprising 80–85% of lung cancer, is the major histological subtype of this cancer (Meza et al., 2015).

The mutation rate of epidermal growth factor receptor (EGFR) in mainland China population has reached 50.2%, and the activating mutation rate is 48.0% (Shi et al., 2015). In all EGFR mutations of NSCLC patients, deletion of EGFR exon 19 and mutation of EGFR L858R exon 21 account for 85–90%. NSCLC patients have high response rates to EGFR tyrosine kinase inhibitors (EGFR-TKIs) (Rotow and Bivona, 2017). However, acquired resistance to these EGFR-TKIs frequently develops after 9–13 months exposure, and mutation of EGFR T790M accounts for 60% of this acquired resistance associated with progressive disease after first response to TKIs (Janne et al., 2015). Thus, a new effective strategy is urgently needed.

Cancer cells have high rates of glucose metabolism, which is regulated primarily by c-Myc, HIF-1α (Phan et al., 2015), and the glucose transporter 1 (Glut1) (Adekola et al., 2012). The reason for this is that c-Myc and HIF-1α directly activate the transcription of glycolytic enzymes (Denko, 2008; Phan et al., 2015). Cross-talk between oncogenic pathways and glucose metabolism may provide opportunities for therapeutic strategies against TKI resistance in NSCLC. Studies have shown that Glut1 over-expression is associated with drug resistance (Shimanishi et al., 2013) and poor overall survival (Tan et al., 2017). EGFR-TKIs such as gefitinib inhibit glucose uptake in vitro (Makinoshima et al., 2014) and models of EGFR mutant NSCLC in vivo (Su et al., 2006). However, earlier studies found that TKIs such as erlotinib do not sufficiently reduce the nuclear HIF-1α and c-Myc protein levels in PC-9 (EGFR exon 19 deletion) xenograft mouse model when used alone, but a combination of erlotinib + cisplatin produced significant nuclear HIF-1α and c-Myc downregulation and tumor size inhibition (Lee and Wu, 2015). This demonstrates the importance and efficacy of combination treatment in cancer. So far, the regulation of HIF-1α and c-Myc in glucose metabolism in the context of TKI resistance in NSCLC has not been well researched, and hence, the regulatory mechanisms involved remain obscure.

The prevailing evidence indicates that flavonoids, which are present in many grains, fruits, and vegetables, may reduce the risk of cancer through its antioxidant effects and by eliminating free radicals derived from DNA damage and inflammation (Sung et al., 2016). Apigenin, a 4′,5,7-trihydroxyflavone compound, is a natural flavone mainly derived from Apium genus such as Chinese celery and parsley (Sung et al., 2016). Previous studies have demonstrated that apigenin reduces both mRNA and protein expression of Glut1 in a concentration and time-dependent pattern (Melstrom et al., 2008); hence, it is involved in the control of glucose uptake (Park, 1999). At present, the anti-tumor mechanism of apigenin has been shown to involve the induction of autophagy, apoptosis, immune response, inhibition of cell cycle, migration, and invasion of cancer cells (Yan et al., 2017). Studies have shown that apigenin reduces nuclear c-Myc and intracellular HIF-1α protein level in a dose-dependent manner, which leads to significant tumor inhibition (Liu et al., 2005; Shukla et al., 2007). Moreover, the combination of apigenin + paclitaxel presents a synergistic effect that increases cancer cell apoptosis (Xu et al., 2011). Whether targeting both c-Myc and HIF-1α to regulate glucose utilization changes the dynamics of the apoptotic mechanism in EGFR mutant intrinsic TKIs resistance in NSCLC is unknown. Here, we hypothesized that a combination of apigenin + gefitinib might provide a superior pharmacological effect for killing the NSCLC cells with intrinsic TKI resistance.

In this study, we emphasized the necessity and effectiveness of combined use in resistant cancer treatment and, for the first time, revealed that apigenin + gefitinib combination inhibits AMPK signaling pathway and oncogenic drivers c-Myc, HIF-1α, and EGFR and damages the glucose uptake and utilization on EGFR mutant-resistant NSCLC cells. Apigenin + gefitinib is a very clinically promising combination use.

MATERIALS AND METHODS

Cell Culture and Reagents

Human EGFR-TKIs resistant NSCLC cell line NCI-H1975 (#No. CRL-5908TM) was purchased from ATCC (American type culture collection; Manassas, VA, USA). Immortalized human epithelial cell line BEAS-2B was also obtained from ATCC. Human lung squamous cell carcinoma and immortalized human liver cell line 95-D and HL7702, respectively, were purchased from Shanghai cell bank affiliated to the Chinese Academy of Sciences (Shanghai, China). H1975 and HL7702 cells were maintained in RPMI-1640 medium (Sigma, St. Louis, MO, USA) containing 10% fetal bovine serum (FBS, Gibco, USA). BEAS-2B and 95-D cells were cultured in Dulbecco’s modified Eagle’s medium (DMEM, Sigma, St. Louis, MO, USA) supplemented with 5 and 10% fetal bovine serum, respectively, in a humidified atmosphere containing 5% CO2 at 37°C.

Osimertinib (AZD-9291), 10058-F4 (Myc-Max disruptor), and STF-31 (a specific Glut-1 inhibitor) were purchased from MedChem Express (Monmouth Junction, NJ, USA). KC7F2, gefitinib, and cisplatin were obtained from APExBIO (Houston, TX, USA). Chloroquine (CQ) was acquired from Sigma (St. Louis, MO, USA). Rapamycin was obtained from Selleck Chemicals (Houston, TX, USA). Cell Counting Kit-8 (CCK-8) was purchased from Beyotime Biotech (Shanghai, China).

Cell Proliferation and Migration and Colony Formation Assays

The anti-proliferative effect of gefitinib, apigenin (Solarbio, Beijing, China), and the combination of the two compounds was determined by CCK-8 assay. H1975, 95-D, BEAS-2B, and HL7702 were treated with gefitinib, apigenin, and combination at the indicated concentrations and times. Apigenin and gefitinib were reconstituted in dimethyl sulfoxide (DMSO) to 100 and 10 mM stock, respectively, and stored at −20°C in the dark. Absorbance was detected at 450 nm by a Microplate Reader (SpectraMax 190, Molecular Devices, USA).

H1975 cells were grown to reach ~70–80% confluence as a monolayer in six-well plates. A single-layer scratch was created with one abacterial 200 microliter pipette tip across the well center. The well was gently washed twice with a cold medium to remove the adherent cells. Immediately, images from each well were recorded, and the recording was repeated at 72 h to measure the wound process. Cell migration distance to the scratched area was determined by Image J software.

Single H1975 cells were obtained, and totally 250 cells were seeded in each well of six-well plates overnight. The cells were treated with gefitinib, apigenin, and combination at the indicated concentration and time. The media were removed, and then cells were rinsed with 10 ml phosphate buffered saline (PBS) before fixation for 15 min in 75% ethanol. A 0.5% crystal violet solution was added followed by incubation at room temperature (RT) for 2 h to visualize.

Flow Cytometry Analysis of the Cell Cycle and Apoptosis

The cell cycle kit and Annexin V-FITC/propidium iodide (PI) apoptosis kit (4A Biotech, Beijing, China) were used according to the manufacturer’s instructions. H1975 cells were harvested and fixed in 1 ml 75% ethanol for 24 h. The supernatant was discarded, and the cells were re-suspended in 0.5 ml cold PBS containing 10 μg/ml RNase and 20 μg/ml PI stock solution. Subsequently, they were transferred to FACS tubes and incubated in the dark for 30 min at RT. Cell cycle was assayed by flow cytometry (BD, Biosciences) at 488 nm. For apoptosis assay, adherent cells were harvested after 24 h of treatment and re-suspended in 100 μl binding buffer (1 × 106 cells/ml), then incubated with 5 μl Annexin V–FITC for 5 min in the dark at RT. A 10 μl PI (20 μg/ml) and 400 μl binding buffer were added to the cells, which were then immediately analyzed by flow cytometry at 630 and 525 nm.

Lactate Production and ATP Production Assays

For lactate production assay, H1975 cells were plated in 96-well plates at the density of 1 × 104 cells/well and incubated overnight. Then, they were treated with gefitinib, apigenin, and combination at the indicated concentrations for 24 h. All procedures were in accordance with the manufacturer’s protocol for L-Lactate Assay Kit I (Eton Bioscience, San Diego, CA, USA). Absorbance was measured at 490 nm using a SpectraMax 190 microplate reader. For ATP production assay, H1975 cells were seeded in 12-well plates at a density of 8 × 104 cells/well and incubated overnight. Following the manufacturer’s protocol for ATP Assay Kit (Beyotime Biotech, Shanghai, China), absorbance was measured using a Luminescence Microplate Reader (Infinite M200PRO, TECAN). A standard curve was prepared with the given L-Lactate and ATP concentrations and was used to determine the actual concentration of L-Lactate and ATP in the samples.

Determination of Glucose Consumption and Mitochondrial Mass

Glucose consumption and mitochondrial mass in H1975 cells were determined as previously described in the study of Phan et al. (2015). Briefly, H1975 cells were cultured in glucose-free DMEM supplemented with 10% fetal bovine serum and containing 100 μg/ml of green fluorescent glucose analog 2-(N-(7-nitrobenz-2-oxa-1,3-diazol-4-yl) amino)-2-deoxyglucose (2-NBDG, Molecular Probes, Cayman) for a duration spanning from 0 to 30 min. 2-NBDG consumption was analyzed using a flow cytometer, and the data were analyzed by a FlowJo X software. Mitochondrial mass was determined by staining with a green fluorescent dye MitoTracker Green FM (MTG, Molecular Probes, Invitrogen) and then analyzed using a fluorescent microscope (ZEISS, Germany).

Western Blot Analysis

H1975 cells were lysed by a strong RIPA buffer (Beyotime, Shanghai, China) containing PMSF and phosphatase inhibitor (Beyotime, Shanghai, China). Ultrasonic cracking for 10–15 s was performed to complete the lysis of the cells and to break DNA. BCA Protein Assay Kit (Beyotime, Shanghai, China) was used to determine the amount of protein in the supernatant. The samples were boiled with 5× SDS loading buffer for 5 min. Then equal amounts of protein were subjected to SDS-PAGE followed by transfer of the proteins to a PVDF membrane using the wet transfer method. The membranes were blocked with 5% non-fat milk for 1 h at RT. The primary antibodies used in this study included anti-Cdc2 (phospho Thr161), anti-CDK4, anti-Cyclin D1 (Immunoway), anti-E-cadherin, anti-MMP9, anti-Bcl-2 (Bioss), anti-MMP2, anti-BIM, anti-caspase-3, anti-PARP-1, anti-Glut3, anti-MCT1, anti-HIF-1α (Santa Cruz), anti-Bax, anti-GAPDH, anti-Glut1, anti-Glut4, anti-LDHA, anti-PDK1, anti-p-EGFR, anti-c-Myc, anti-p-AMPKα, anti-β-Tubulin (CST), anti-p62, anti-Kras (Proteintech), anti-LC3B (Novus Biologicals), and anti-β-actin (Ray Antibody Biotech). The membranes were incubated with these antibodies at 4°C overnight. Thereafter, they were rinsed in TBST three times each round for 5 min at RT. The membranes were then incubated with diluted horseradish peroxidase (HRP) labeled secondary antibody (CST and Proteintech, respectively) at the recommended dilution (1/2,000 and 1/4,000, respectively) in TBST. Finally, the blots were quantified by ECL Plus detection using a chemiluminescence system (Bio-RAD, USA).

RESULTS

A Combination of Apigenin With Gefitinib Inhibited EGFR L858R-T790M Mutant H1975 Cells

EGFR-TKI insensitive cell line NCI-H1975 contains mutations of L858R, ∆E746-A750, and T790M at exon 20 (Wang et al., 2016b). These cells are highly insensitive to EGFR-TKIs. For example, for gefitinib and erlotinib, IC50 is 12 μM; however, sensitive cell lines such as PC9 have an extremely low IC50 of 4 nM (Sharma et al., 2007). Here, we initially tested the survival of cells after treatment with different concentrations of gefitinib, apigenin, and cisplatin for 72 h, using osimertinib as the positive control. Significant cytotoxic activity was observed in H1975 cells in all compounds except cisplatin (Figure 1A). Then, we further determined whether apigenin would synergize with gefitinib to decrease the cell viability. We tested increasing doses of apigenin and gefitinib alone or in combination with the cells (Figure 1B) and also tested increasing doses of apigenin and cisplatin alone or in combination with H1975 cells (Figure 1C). Results of the combined index showed that apigenin synergized with gefitinib in the H1975 cells (Figure 1B). However, this synergy was not observed when apigenin was combined with cisplatin, since even high concentrations of these combinations could not completely kill the cells (Figure 1C). Next, we tested the effect of different application sequences of apigenin and gefitinib on the proliferation of H1975 cells. Analysis of the cell viability tests showed that sequential dosing of apigenin and gefitinib did not have significant effects on proliferation (Figure 1D). We similarly used the human high metastatic lung squamous cancer cell line 95-D, which is an EGFR mutant wild type, to determine the effect of increasing doses of apigenin and gefitinib alone or in combination. Analysis of the results of the combination index revealed that apigenin did not synergize with gefitinib in 95-D cells (Figure 1E). In addition, analysis of cell toxicity of apigenin, gefitinib, and cisplatin showed that apigenin toxicity was much less than that of gefitinib and cisplatin in BEAS-2B and HL7702 cell lines (Figure 1F). These findings show that apigenin combined with gefitinib selectively induces a beneficial response in EGFR L858R-T790M mutant H1975 cells.
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FIGURE 1. Apigenin and gefitinib combination reduces the growth of EGFR mutant resistance H1975 cells. (A) H1975 cells were cultured with apigenin, gefitinib, and cisplatin at the indicated concentrations for 72 h, and osimertinib was used as a positive control. (B) H1975 cells were incubated with apigenin, gefitinib, and combination at the indicated concentrations for 48 h and combination index for H1975 cells incubated with apigenin + gefitinib. (C) H1975 cells were treated with apigenin, cisplatin, and combination at the indicated concentrations for 72 h and combination index for H1975 cells incubated with apigenin + cisplatin. (D) H1975 cells were incubated with apigenin and gefitinib at the indicated concentrations for 24 h, and then gefitinib and apigenin were added at the indicated concentrations for 48 h, respectively. (E) 95-D cells were treated with apigenin, gefitinib, and combination at the indicated concentrations for 72 h and combination index for 95-D cells treated with apigenin + gefitinib. (F) BEAS-2B and HL7702 cell lines were incubated with apigenin, gefitinib, and cisplatin at the indicated concentrations for 72 h. Cell viability was measured using CCK-8 kit, and absorbance was measured by a Microplate Reader at 450 nm. Combination index (CI) was calculated according to the Chou-Talalay method (Chou and Talalay, 1984), and CI values < 1 represent a synergistic drug-drug interaction. Statistical analysis (*p < 0.05) was performed using the GraphPad Prism 7.0 and unpaired Student’s t test. All data are presented as the mean ± SD. Error bars indicate ± SD.
 

A Combination of Apigenin and Gefitinib Induces the G0/G1 Cell Cycle Arrest and Cell Metastasis in H1975 Cells

We then postulated that a combination of apigenin and gefitinib may have an additive effect and induce alterations to the cell cycle progression, cell proliferation, and migration in H1975 cells. To test these, we determined cell cycle arrest after treatment with apigenin, gefitinib, and a combination of the two at the indicated concentration for 24 h. Analysis of the cell cycle was performed by using flow cytometry. As shown (Figure 2A), treatment with a combination of the compounds induced H1975 cell cycle arrest in G0/G1 phase. To further explore the molecular mechanisms involved in the cell cycle arrest, we performed western blot analysis. We found that the G0/G1 phase arrest of the cell cycle following treatment of cells with compound combinations was accompanied with significant downregulation of Cyclin D1 and CDK4. p-Cdc2 (T161) is one of the protein marker associated with G2/M phase (Morgan, 1995). In this study, western blot analysis showed no difference in p-Cdc2 (T161) expression (Figure 2B). A colony formation assay was used to investigate cell proliferation, and the results showed that a combination of the compounds remarkably inhibited colony formation (Figure 2C). To understand the role of combined treatment on NSCLC metastasis, we carried out a scratch wound assay. Migration of H1975 cells into the wound area was measured by acquiring images at time intervals ranging from 0 to 72 h. The results showed that apigenin, gefitinib, and the combination inhibited cell migration, but the combination induced much higher cell migration inhibition than individual compounds leading to cell death (Figure 2D). We therefore investigated the molecular mechanisms responsible for this observation. Western blot analysis indicated that all these compounds induced a decrease in E-cadherin, MMP2, and MMP9 expression, and the decrease was the highest in the compound combination group (Figures 2B, E). Collectively, these results demonstrate that the combined use of apigenin + gefitinib induces H1975 cell cycle arrest in G0/G1 phase and reduces cell proliferation and metastasis.
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FIGURE 2. Treatment with apigenin and gefitinib combination causes the cell cycle arrest in the G0/G1 phase and inhibits proliferation and metastasis of H1975 cells. (A) H1975 cells were incubated with apigenin, gefitinib, and combination at the indicated concentrations for 24 h, followed by PI staining and flow cytometry analysis for the cell cycle progression. (B) Cells treated with apigenin, gefitinib, and combination at the indicated concentrations for 24 h were lysed and used for western blot analysis with antibodies against cell cycle-related proteins and metastasis-associated proteins, including Cyclin D1, CDK4, p-Cdc2 (T161), E-cadherin, MMP2, and MMP9. (C) The blots clearly showed that treatment with apigenin, gefitinib, and the combination for 8 days inhibited cell colony formation, but the compound combination induced a significant anti-clonogenic effect than others. (D) Representative phase contrast images from H1975 live cell recordings of each condition are shown at 0 and 72 h. Images were acquired with an inverted phase-contrast microscope at 100× magnification for photomicrograph. Cell scratch assay images were analyzed by ImageJ software. (E) Apigenin + gefitinib treatment significantly downregulated E-cadherin, MMP2, and MMP9 expression at 24 h. Statistical significance (*p < 0.05; **p < 0.01; ***p < 0.001, ****p < 0.0001) was analyzed using GraphPad Prism 7.0 with unpaired Student’s t test. All data are presented as the mean ± SD. Error bars indicate ± SD. (Veh: vehicle; Api: apigenin; Gef: gefitinib; Api + Gef: apigenin + gefitinib).
 

Apigenin Combined With Gefitinib Induces Apoptosis in H1975 Cells

To examine the level of apoptosis as a process of decreasing the number of cells in proliferation and migration assay, we first observed the changes in each configuration of the treated H1975 cells by inverted phase contrast microscopy. As shown (Figures 3A, B), the majority of H1975 cells were spindle shaped and had pseudopodia. Apigenin treatment resulted in cell morphology changes that were oval shaped and pseudopod elongation. Similarly, gefitinib changed the cell morphology to oval shape and cell detachment, while Hoechst33342 staining showed high nuclear DNA condensation. Apigenin combined with gefitinib showed characteristic apoptotic morphology such as cell shrinkage, round shape, nuclear DNA condensation, marginalization or fragmentation, and detachment. To further investigate the apoptosis rate, we performed flow cytometry analysis using Annexin V-FITC/PI dual staining. The proportion of apoptotic H1975 cells markedly increased after 24 h of combined treatment (Figures 3C, D). Caspase-cleaved PARP is a key effector of apoptosis. The western blotting analysis demonstrated that the combination of compounds significantly increased cleaved-caspase-3 and cleaved-PARP-1 expression after 24 h treatment. In addition, the anti-apoptotic protein Bcl-2 was significantly downregulated, the pro-apoptotic protein BIM was upregulated, and Bax was remarkably increased after gefitinib treatment (Figure 3E). Collectively, these results indicate that apigenin combined with gefitinib significantly induced H1975 cell apoptosis.
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FIGURE 3. Apigenin combined with gefitinib augments apoptotic cell death in H1975 cells. (A) The morphology of the H1975 cells is observed in the vehicle and in each treatment group under the inverted phase contrast microscope after 24 h. (B) H1975 cells apoptotic bodies were determined with each treatment condition at 24 h by fluorescence microscopy after Hoechst33342 staining (100×). (C) H1975 cells were subjected to Annexin-V-FITC/PI dual staining following compound treatment for 24 h. Apoptosis was determined by flow cytometry, and apoptosis rate was measured as shown in (D). (E) The protein expressions of Bcl-2, Bax, BIM, caspase-3, and PARP-1 were analyzed using western blot for 24 h. (Veh: vehicle; Api: apigenin; Gef: gefitinib; Api + Gef: apigenin + gefitinib).
 

Apigenin Combined With Gefitinib Compromises Metabolism in H1975 Cells

We further investigated the effect of the compounds on the metabolism of H1975 cells. In vitro analysis of H1975 cells showed that gefitinib and the compound combination reduced intracellular lactate and ATP production at 24 h (Figures 4A, B). We then monitored the changes in mitochondrial mass in H1975 cells after receiving single and combination treatment. MitoTracker Green is an independent mitochondrial membrane potential fluorescence dye that binds to the mitochondrion. Using the inverted fluorescence microscope, we found that the number of stained mitochondria reduced upon apigenin and combination treatment at 60 h. Simultaneously, the configuration of the cells changed to a pseudopod elongation and mitochondrial perinuclear aggregation compared with the vehicle (Figure 4C). We further used 2-NBDG to measure glucose uptake. Flow cytometry analysis of 2-NBDG at the indicated time points showed a significant decrease in glucose uptake after gefitinib and combination treatment for 48 h (Figure 4D). Additionally, we assayed the indicators of glucose uptake, lactate production, and export using western blotting analysis. We found that gefitinib and the combination markedly downregulated the expression of glucose uptake-associated proteins such as Glut1, Glut3, Glut4, PDK1, and lactate export-associated protein MCT1, but the treatments did not alter lactate production kinase LDHA expression (Figure 4E). Taken together, these findings show that a combination of apigenin and gefitinib notably impairs metabolism in H1975 cells.
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FIGURE 4. Reduced glucose uptake and lactate export caused by compound treatment in H1975 cells. Metabolite analysis of the H1975 cells treated with different compounds. Changes in metabolites levels were plotted for intracellular (A) lactate and for (B) ATP production. (C) H1975 cells were treated with different conditions for 60 h, and inverted fluorescence microscope was used to acquire fluorescent images after staining with Hoechst33342 and MTG. (D) H1975 cells were treated with different conditions for 48 h, and glucose uptake was measured after incubation with 2-NBDG at the indicated time points. 2-NBDG fluorescence intensity was measured using a flow cytometer. (E) Cell lysates were used to test the expression of glucose and lactate metabolism-associated proteins with specific antibodies. Statistical significance (*p < 0.05; **p < 0.01) was analyzed using GraphPad Prism 7.0 with unpaired Student’s t test. All data are presented as the mean ± SD. Error bars indicate ± SD. (Veh: vehicle; Api: apigenin; Gef: gefitinib; Api + Gef: apigenin + gefitinib).
 

Apigenin Combined With Gefitinib Inhibits AMPK Pathway and Autophagy Flux, Leading to Augmented H1975 Apoptotic Cell Death

Biomarker analysis of H1975 cells indicated a strong reduction of oncogenic drivers EGFR and Kras signaling and its downstream metabolic proteins such as Glut1, Glut3, and Glut4, PDK1, and MCT1 (Figures 4E, 5A). As the transcriptional regulators of MCT1 and Glut1 (Pires et al., 2014; Sabnis et al., 2017), we found that all treatments inhibited c-Myc and HIF-1α protein expressions in H1975 cells, especially in the combination treatment (Figure 5A). The data also suggested that combined therapy induced energetic stress in H1975 cells (Figure 4B), which indicated that the AMPK signaling and autophagy were probably activated to support H1975 cell survival. We found that p-AMPKα levels in H1975 cells were decreased when treated with the compounds, especially in the combination treatment (Figure 5A). Furthermore, autophagy flux was blocked after treatment of H1975 cells with gefitinib and the combination as illustrated by the band alteration from LC3-I to LC3-II, suggesting increased expression of lipidated LC3 and p62 (Figure 5A). When treated with the combination of compounds, H1975 cells underwent apoptosis as shown by the increased cleaved-PARP-1 and cleaved-caspase-3 (Figure 3E). Examination of CQ treatment in H1975 cells demonstrated that cell growth was inhibited in a concentration-dependent manner at 48 h (Figure 5B). Furthermore, we analyzed CQ for apigenin + gefitinib combination at 48 h and found that cytotoxicity was enhanced at low concentration of the combination, but it was not observed in Rapamycin combination group (Figures 5C–E). In addition, flow cytometric analysis showed that CQ with apigenin + gefitinib combination at 48 h enhanced apoptosis in a concentration-dependent pattern (Figures 5F, G). Lastly, H1975 cells underwent autophagy flux as CQ increased LC3-II protein levels at 36 h, which were reversed by apigenin + gefitinib and apigenin + gefitinib + CQ (Figure 5H). Taken together, these results indicate that treatment with apigenin + gefitinib combination inhibits the AMPK pathway and autophagy flux, leading to enhanced H1975 apoptotic cell death.
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FIGURE 5. Treatment with apigenin and gefitinib combination inhibits AMPK signaling and autophagy flux, causing H1975 cell death. (A) H1975 cell lysates were used to test autophagy and the expression of oncogenic biomarkers such as p-EGFR, Kras, c-Myc, and HIF-1α with specific antibodies. (B) H1975 cells were incubated with vehicle or increasing concentrations of CQ. (C–E) Cell viability of H1975 cells treated with vehicle and with the indicated concentrations of apigenin + gefitinib, increasing concentrations of CQ or Rapamycin and apigenin + gefitinib + CQ or Rapamycin, respectively. For each group, cell viability was determined 48 h after the addition of compounds. Cell viability was measured using CCK-8 kit. All data are mean values ± SD of three independent experiments. (F,G) H1975 cell apoptosis was tested using flow cytometry, treated as shown in (C) for 48 h. (H) Lysates from H1975 cells treated with vehicle, apigenin 40 μM (A), gefitinib 40 μM (G), CQ 50 μM and apigenin + gefitinib (40 μM) + CQ 50 μM (A + G + CQ) for 36 h were probed with anti-LC3. (Veh: vehicle; Api: apigenin; Gef: gefitinib; Api + Gef: apigenin + gefitinib).
 

Regulation of p-EGFR, c-Myc, HIF-1α, and Glucose Metabolism Form the Mechanism by Which Apigenin Combined With Gefitinib Increases H1975 Cell Death

Based on its ability to inhibit glucose metabolism and oncogenes, we reasoned that a combination of apigenin + gefitinib may serve as an effective strategy for EGFR-TKI resistance. Therefore, c-Myc expression was decreased by using 10058-F4 treatment and that specifically prevents the c-Myc-Max interaction and inhibits transactivation of c-Myc target gene expression. We found that 1005-F4 changed the morphology of H1975 to a more spindle-shaped and decreased p-EGFR, HIF-1α, and c-Myc expression but upregulated Glut1 protein expression (Figures 6A, B). Cell viability was significantly decreased when apigenin + gefitinib was combined with a high concentration of 10058-F4 (Figure 6C). Next, we blocked Glut1 using STF-31, a specific inhibitor of Glut1. The results showed that STF-31 treatment changed the cell morphology and markedly downregulated p-EGFR and Glut1 but did not change c-Myc and HIF-1α expression (Figures 6D, E). Cell viability following treatment with apigenin + gefitinib combined with STF-31 was decreased in a STF-31concentration-dependent manner (Figure 6F). Lastly, we blocked HIF-1α using KC7F2, a potent HIF-1 pathway inhibitor. The results revealed that KC7F2 led to a spindle-shaped morphology accompanied with a significant inhibition of HIF-1α expression and an increase in c-Myc expression. However, KC7F2 failed to downregulate p-EGFR and Glut1 expression (Figures 6G, H). Cell viability following treatment with apigenin + gefitinib combined with KC7F2 was decreased in a KC7F2 concentration-dependent manner (Figure 6I). Interestingly, western blotting analysis demonstrated that apigenin + gefitinib combination inhibited p-EGFR, HIF-1α, c-Myc, Glut1, and MCT1 in a concentration and time-dependent manner and simultaneously induced cell apoptosis through inhibition of Bcl-2 and increase in Bax expression (Figures 6J, K). These data sets indicate that selective inhibition of p-EGFR, HIF-1α, c-Myc, and glycolysis may not rescue EGFR-TKI resistance.
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FIGURE 6. Targeting of multiple oncogenes and glycolysis increases H1975 apoptotic cell death. (A) The morphology of the H1975 cells is shown for the vehicle and following compound treatment at the indicated concentrations of 10058-F4, STF-31 (D), and KC7F2 (G) for 24 h under inverted phase contrast microscope. (B,E,H,J,K) H1975 cells were treated with different conditions, and cell lysates were used to test protein expression using specific antibodies. (C,F,I) Cell viability recordings for the indicated protocols for 36 h as quantified using CCK-8 assay. Statistical significance (ns: not significant; **p < 0.01; ***p < 0.001; ****p < 0.0001) was analyzed using GraphPad Prism 7.0 with unpaired Student’s t test. All data are presented as the mean ± SD. Error bars indicate ± SD.
 

Glut1, c-Myc, EGFR, and HIF-1α High Expression Are Associated With Lung Adenocarcinoma a Poor Prognosis

Bioinformatics analysis showed that c-Myc was correlated with HIF-1α in normal lung tissues (NORM), but it was not correlated with EGFR and Glut1. Besides, the expression of HIF-1α, EGFR, and Glut1 was not related to each other in the NORM (Figure 7A). However, in lung adenocarcinoma (LUAD), c-Myc expression was correlated with HIF-1α and Glut1, and the expression of HIF-1α, EGFR, and Glut1 was related to each other in LUAD (Figure 7A). Moreover, Glut1 expression was significantly upregulated in LUAD and lung squamous carcinoma (LUSC) compared to normal tissues, but c-Myc was upregulated in LUSC but not in LUAD. However, HIF-1α and EGFR expression were similar in LUAD and LUSC compared with their normal tissues (Figure 7B). These results indicated that Glut1 may act as a tumor suppressor in NSCLC. Further analysis of the relationship between the clinical stage and gene expression of the above proteins showed that c-Myc, HIF-1α, and Glut1 are highly expressed in the advanced clinical stages of LUAD (stages II–IV), but there was no significant relationship between EGFR expression and the stage of LUAD (Figure 7C). Finally, Kaplan-Meier curves of overall survival showed that high expression of HIF-1α, Glut1, c-Myc, and EGFR was significantly correlated with shorter overall survival in LUAD (Figure 7D).
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FIGURE 7. Glut1, c-Myc, EGFR, and HIF-1α high expression are associated with lung adenocarcinoma a poor prognosis. (A) The correlation between c-Myc, HIF-1α, EGFR, and Glut1 expression based on TCGA data in GEPIA (Tang et al., 2017) and LUAD tumor tissues as analyzed by Pearson’s correlation coefficient. (B) HIF-1α, c-Myc, EGFR, and Glut1 expression patterns and transcripts per million (TPM) of HIF-1α, c-Myc, EGFR, and Glut1 RNA in 483 LUAD tissues (T), 347 normal tissues (N), 486 LUSC tissues (T), and 347 normal tissues (N), respectively. Data based on GEPIA, *p < 0.05. (C) Glut1 and c-Myc exhibited high expression level in advanced clinical stages of LUAD (stages II–V) (F value = 6.55, p = 0.00024 and F value = 2.77, p = 0.0413). HIF-1α and EGFR showed no difference in expression level in advanced clinical stages of LUAD (stages II–V) (F value = 2.39, p = 0.0679 and F value = 0.471, p = 0.702). Data based on GEPIA, *p < 0.05. (D) Survival analysis of four hub genes in LUAD (HIF-1α and Glut1 based on TCGA data in GEPIA, c-Myc and EGFR was obtained from http://kmplot.com/analysis/. Statistical significance was quantified by the log-rank test). Red line symbolized the samples with highly expressed genes, and blue or black line represented the lowly expressed genes. HR: hazard ratio.
 

DISCUSSION

In the current study, as shown in Figure 8, we show that a combination of apigenin + gefitinib in EGFR-mutated, TKI-resistant NSCLC will induce metabolic stress and energetic disturbance in H1975 cells, which lead to apoptotic cell death. We show that the combination effectively decreased expression of oncogenic drivers HIF-1α, c-Myc, and their downstream targets p-EGFR and Glut1, both of which are involved in intracellular signaling (Figures 5A, 6B, E, H). Importantly, combining the two compounds decreased HIF-1α, c-Myc, p-EGFR, and Glut1 expression in a concentration and time-dependent manner (Figures 6J, K), which was accompanied with decreased Bcl-2 and increased Bax expression (Figures 6J, K).


[image: image]

FIGURE 8. Apigenin + gefitinib combination decreases intracellular signaling and suppresses cell survival in TKI resistant H1975 cells. (A: apigenin; G: gefitinib).
 

Potential explanations for the ability of the compound combination to increase cell death include modulation of cell cycle progression, apoptosis, and autophagy. To determine these possibilities, we first tested the cell cycle progression and found that the compound combination induced cell cycle arrest at the G0/G1 phase through inhibition of Cyclin D1 and CDK4 expression (Figures 2A, B) thereby reducing cell proliferation. In the previous study, we showed that malignancy inhibition was caused by G0/G1 cell cycle arrest (Wang et al., 2016a). We also found that combining the compounds markedly downregulated MMP-2, MMP-9, and E-cadherin expression (Figure 2B), which correlated with reduced cancer cell migration and invasion (Figures 2C, D). Clinical data indicate that high BIM expression decreases the risk of mortality and progression in EGFR-mutant NSCLC patient (Karachaliou et al., 2015). In addition, suppression of BIM expression causes NSCLC TKI resistance (Tetsu et al., 2016), whereas PARP-1 inhibitor presents a therapeutic strategy for TKI resistance in NSCLC (Li et al., 2016). Next, we investigated the mechanism of apoptosis in each treatment group of H1975 cells and found that combination therapy induced apoptosis by activating caspase-3, inactivating PARP-1, increasing BIM, and reducing Bcl-2 expression (Figure 3E).

Autophagy is a survival pathway that involves the recycling of cellular components for cellular repair and homeostasis (Mizushima and Komatsu, 2011). We found that the compound combination caused significant energetic stress by reducing intracellular ATP production (Figure 4B), glucose uptake (Figure 4D), and Gluts protein expression (Figure 4E). The failure of Glut1 inhibitor apigenin alone to suppress the growth of H1975 cells (Figures 1B, 2C) may be due to disappointedly decreased glucose uptake (Figure 4D), c-Myc, and HIF-1α expression (Figure 6E). These findings highlight the vital role of combination treatment that targets oncogenic drivers c-Myc, HIF-1α, and their downstream glycolysis-associated proteins such as Glut1, EGFR, and MCT1. These results were supported by the bioinformatics analysis, which showed that Glut1 was correlated with HIF-1α, c-Myc, and EGFR expression in LUAD (Figure 7A), although another specific Glut1 inhibitor WZB117 did not show any effect on tumor growth in LUAD A549 and H1299 xenografts of mouse model (Goodwin et al., 2017). Moreover, bioinformatics analysis showed that c-Myc expression was lower in LUAD than the normal tissues (Figure 7B), and inhibition of c-Myc resulted in increased Glut1 expression in H1975 cells (Figure 6B). The Myc/Max interaction inhibitor 10058-F4 (30 mg/kg) did not have a significant inhibitory effect on the human prostate cancer xenograft model in vivo (Guo et al., 2009). The HIF-1α expression is associated with TKI resistance (Minakata et al., 2012). Here, inhibition of HIF-1α resulted in increased c-Myc but no effect on p-EGFR and Glut1 expression in H1975 cells (Figure 6H). Tirapazamine is a hypoxia-activated cytotoxic prodrug, and nitroglycerin is known to block hypoxia. Yet, both drugs failed to show a survival advantage in advanced NSCLC (stages IIIB–IV) when combined with chemotherapy in a randomized phase III trials (Salem et al., 2018).

We further determined that the severe energetic stress effect of combination treatment caused the inactivation of the AMPK pathway and blocking autophagy flux. In addition, autophagy was essential to the elementary growth and survival of H1975 cells (Figure 5B), and H1975 cells experienced autophagy flux as CQ induced LC3-II expression (Figure 5H). Apoptotic cell death caused by combination treatment was enhanced by CQ in H1975 cells (Figures 5F,G). Previous studies have also shown that a combination of CQ and gefitinib, which enhances the inhibition of autophagy, is more effective in reducing the TKI resistance tumor growth (Tang et al., 2015). Based on a large number of preclinical evidence, there are many clinical trials recently present the safety and efficiency of hydroxychloroquine (HCQ), a less toxic drug than CQ, combined with TKIs or anti-angiogenesis or chemotherapy in NSCLC (NCT00977470, NCT00809237, NCT00933803, and NCT01649947).

CONCLUSION

Our findings present a basis for the clinical assessment of combined targeting of oncogene-driven glycometabolism (such as inhibition of c-Myc, HIF-1α, and EGFR) and Glut1 in patients with resistance TKIs of NSCLC. Combinatorial compound led to severe energetic crisis accompanied by AMPK inactivation and the blockage of autophagy flux that resulted in metabolic stress and thereby apoptotic cell death in H1975. These types of tactic may enable the recognition of effective drug combinations and novel beneficial targets and also the project of dissimilar types of clinical trials to learn the killing of oncogene-driven cancers by drug-induced energetic-related signaling pathways.

AUTHOR CONTRIBUTIONS

ZC carried out all the in vitro studies and wrote the manuscript. DT, YZ, JX, XL, WC, QL, YC, DL, and LZ contributed to reagents, materials, and analysis tools. SC superintended the study and supplied ideas for the amendment of the manuscript.

FUNDING

This work was supported equally both by Chronic Airways Diseases Laboratory, Nanfang Hospital, Guangzhou and by Department of Respiratory Medicine, The Sixth Affiliated Hospital of Guangzhou Medical University, Qingyuan. The authors also thank them.

REFERENCES

Adekola, K., Rosen, S. T., and Shanmugam, M. (2012). Glucose transporters in cancer metabolism. Curr. Opin. Oncol. 24, 650–654. doi: 10.1097/CCO.0b013e328356da72 

Chen, W., Zheng, R., Zeng, H., and Zhang, S. (2015). Epidemiology of lung cancer in China. Thorac. Cancer 6, 209–215. doi: 10.1111/1759-7714.12169 

Chou, T. C., and Talalay, P. (1984). Quantitative analysis of dose-effect relationships: the combined effects of multiple drugs or enzyme inhibitors. Adv. Enzym. Regul. 22, 27–55. doi: 10.1016/0065-2571(84)90007-4 

Denko, N. C. (2008). Hypoxia, HIF1 and glucose metabolism in the solid tumour. Nat. Rev. Cancer 8, 705–713. doi: 10.1038/nrc2468 

Goodwin, J., Neugent, M. L., Lee, S. Y., Choe, J. H., Choi, H., Jenkins, D., et al. (2017). The distinct metabolic phenotype of lung squamous cell carcinoma defines selective vulnerability to glycolytic inhibition. Nat. Commun. 8:15503. doi: 10.1038/ncomms15503 

Guo, J., Parise, R. A., Joseph, E., Egorin, M. J., Lazo, J. S., Prochownik, E. V., et al. (2009). Efficacy, pharmacokinetics, tisssue distribution, and metabolism of the Myc-Max disruptor, 10058-F4 [Z,E]-5-[4-ethylbenzylidine]-2-thioxothiazolidin-4-one, in mice. Cancer Chemother. Pharmacol. 63, 615–625. doi: 10.1007/s00280-008-0774-y 

Janne, P. A., Yang, J. C., Kim, D. W., Planchard, D., Ohe, Y., Ramalingam, S. S., et al. (2015). AZD9291 in EGFR inhibitor-resistant non-small-cell lung cancer. N. Engl. J. Med. 372, 1689–1699. doi: 10.1056/NEJMoa1411817 

Karachaliou, N., Codony-Servat, J., Teixidó, C., Pilotto, S., Drozdowskyj, A., Codony-Servat, C., et al. (2015). BIM and mTOR expression levels predict outcome to erlotinib in EGFR-mutant non-small-cell lung cancer. Sci. Rep. 5:17499. doi: 10.1038/srep17499

Lee, J. G., and Wu, R. (2015). Erlotinib-cisplatin combination inhibits growth and angiogenesis through c-MYC and HIF-1alpha in EGFR-mutated lung cancer in vitro and in vivo. Neoplasia 17, 190–200. doi: 10.1016/j.neo.2014.12.008 

Li, N., Feng, L., Liu, H., Wang, J., Kasembeli, M., Tran, M. K., et al. (2016). PARP inhibition suppresses growth of EGFR-mutant cancers by targeting nuclear PKM2. Cell Rep. 15, 843–856. doi: 10.1016/j.celrep.2016.03.070 

Liu, L.-Z., Fang, J., Zhou, Q., Hu, X., Shi, X., and Jiang, B. H. (2005). Apigenin inhibits expression of vascular endothelial growth factor and angiogenesis in human lung cancer cells: implication of chemoprevention of lung cancer. Mol. Pharmacol. 68, 635–643. doi: 10.1124/mol.105.011254

Makinoshima, H., Takita, M., Matsumoto, S., Yagishita, A., Owada, S., Esumi, H., et al. (2014). Epidermal growth factor receptor (EGFR) signaling regulates global metabolic pathways in EGFR-mutated lung adenocarcinoma. J. Biol. Chem. 289, 20813–20823. doi: 10.1074/jbc.M114.575464 

Melstrom, L. G., Salabat, M. R., Ding, X. Z., Milam, B. M., Strouch, M., Pelling, J. C., et al. (2008). Apigenin inhibits the GLUT-1 glucose transporter and the phosphoinositide 3-kinase/Akt pathway in human pancreatic cancer cells. Pancreas 37, 426–431. doi: 10.1097/MPA.0b013e3181735ccb 

Meza, R., Meernik, C., Jeon, J., and Cote, M. L. (2015). Lung cancer incidence trends by gender, race and histology in the United States, 1973–2010. PLoS One 10:e0121323. doi: 10.1371/journal.pone.0121323 

Minakata, K., Takahashi, F., Nara, T., Hashimoto, M., Tajima, K., Murakami, A., et al. (2012). Hypoxia induces gefitinib resistance in non-small-cell lung cancer with both mutant and wild-type epidermal growth factor receptors. Cancer Sci. 103, 1946–1954. doi: 10.1111/j.1349-7006.2012.02408.x 

Mizushima, N., and Komatsu, M. (2011). Autophagy: renovation of cells and tissues. Cell 147, 728–741. doi: 10.1016/j.cell.2011.10.026 

Morgan, D. O. (1995). Principles of CDK regulation. Nature 374, 131–134. doi: 10.1038/374131a0 

Park, J. B. (1999). Flavonoids are potential inhibitors of glucose uptake in U937 cells. Biochem. Biophys. Res. Commun. 260, 568–574. doi: 10.1006/bbrc.1999.0890 

Phan, L., Chou, P. C., Velazquez-Torres, G., Samudio, I., Parreno, K., Huang, Y., et al. (2015). The cell cycle regulator 14-3-3sigma opposes and reverses cancer metabolic reprogramming. Nat. Commun. 6:7530. doi: 10.1038/ncomms8530

Pires, B., Mencalha, A. L., Ferreira, G., Panis, C., Silva, R., and Abdelhay, E. (2014). The Hypoxia-Inducible Factor-1alpha Signaling Pathway and its Relation to Cancer and Immunology. Am. J. Immunol. 10, 215–224. doi: 10.3844/ajisp.2014.215.224

Rotow, J., and Bivona, T. G. (2017). Understanding and targeting resistance mechanisms in NSCLC. Nat. Rev. Cancer 17:637. doi: 10.1038/nrc.2017.84 

Sabnis, H. S., Somasagara, R. R., and Bunting, K. D. (2017). Targeting MYC dependence by metabolic inhibitors in cancer. Genes 8:114. doi: 10.3390/genes8040114

Salem, A., Asselin, M.-C., Reymen, B., Jackson, A., Lambin, P., West, C., et al. (2018). Targeting hypoxia to improve non–small cell lung cancer outcome. J. Natl. Cancer Inst. 110, 14–30. doi: 10.1093/jnci/djx160 

Sharma, S. V., Bell, D. W., Settleman, J., and Haber, D. (2007). Epidermal growth factor receptor mutations in lung cancer. Nat. Rev. Cancer 7, 169–181. doi: 10.1038/nrc2088 

Shi, Y., Li, J., Zhang, S., Wang, M., Yang, S., Li, N., et al. (2015). Molecular epidemiology of EGFR mutations in Asian patients with advanced non-small-cell lung cancer of adenocarcinoma histology–mainland China subset analysis of the PIONEER study. PLoS One 10:e0143515. doi: 10.1371/journal.pone.0143515 

Shimanishi, M., Ogi, K., Sogabe, Y., Kaneko, T., Dehari, H., Miyazaki, A., et al. (2013). Silencing of GLUT-1 inhibits sensitization of oral cancer cells to cisplatin during hypoxia. J. Oral Pathol. Med. 42, 382–388. doi: 10.1111/jop.12028 

Shukla, S., Maclennan, G. T., Flask, C. A., Fu, P., Mishra, A., Resnick, M., et al. (2007). Blockade of β-catenin signaling by plant flavonoid apigenin suppresses prostate carcinogenesis in TRAMP mice. Cancer Res. 67, 6925–6935. doi: 10.1158/0008-5472.CAN-07-0717 

Su, H., Bodenstein, C., Dumont, R. A., Seimbille, Y., Dubinett, S., Phelps, M., et al. (2006). Monitoring tumor glucose utilization by positron emission tomography for the prediction of treatment response to epidermal growth factor receptor kinase inhibitors. Clin. Cancer Res. 12, 5659–5667. doi: 10.1158/1078-0432.CCR-06-0368

Sung, B., Chung, H. Y., and Kim, N. D. (2016). Role of apigenin in cancer prevention via the induction of apoptosis and autophagy. J. Cancer Prev. 21:216. doi: 10.15430/JCP.2016.21.4.216 

Tan, Z., Yang, C., Zhang, X., Zheng, P., and Shen, W. (2017). Expression of glucose transporter 1 and prognosis in non-small cell lung cancer: a pooled analysis of 1665 patients. Oncotarget 8, 60954–60961. doi: 10.18632/oncotarget.17604

Tang, Z., Li, C., Kang, B., Gao, G., Li, C., and Zhang, Z. (2017). GEPIA: a web server for cancer and normal gene expression profiling and interactive analyses. Nucleic Acids Res. 45, W98–W102. doi: 10.1093/nar/gkx247 

Tang, M. C., Wu, M. Y., Hwang, M. H., Chang, Y. T., Huang, H. J., Lin, A. M., et al. (2015). Chloroquine enhances gefitinib cytotoxicity in gefitinib-resistant nonsmall cell lung cancer cells. PLoS One 10:e0119135. doi: 10.1371/journal.pone.0119135 

Tetsu, O., Hangauer, M. J., Phuchareon, J., Eisele, D. W., and McCormick, F. (2016). Drug resistance to EGFR inhibitors in lung cancer. Chemotherapy 61, 223–235. doi: 10.1159/000443368 

Wang, S., Cang, S., and Liu, D. (2016b). Third-generation inhibitors targeting EGFR T790M mutation in advanced non-small cell lung cancer. J. Hematol. Oncol. 9, 34. doi: 10.1186/s13045-016-0268-z

Wang, G., Cao, R., Wang, Y., Qian, G., Dan, H. C., Jiang, W., et al. (2016a). Simvastatin induces cell cycle arrest and inhibits proliferation of bladder cancer cells via PPARγ signalling pathway. Sci. Rep. 6, 35783. doi: 10.1038/srep35783

Xu, Y., Xin, Y., Diao, Y., Lu, C., Fu, J., Luo, L., et al. (2011). Synergistic effects of apigenin and paclitaxel on apoptosis of cancer cells. PLoS One 6:e29169. doi: 10.1371/journal.pone.0029169 

Yan, X., Qi, M., Li, P., Zhan, Y., and Shao, H. (2017). Apigenin in cancer therapy: anti-cancer effects and mechanisms of action. Cell Biosci. 7, 50. doi: 10.1186/s13578-017-0179-x

Yang, G., Wang, Y., Wu, Y., Yang, J., and Wan, X. (2015). The road to effective tobacco control in China. Lancet 385, 1019–1028. doi: 10.1016/S0140-6736(15)60174-X

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 © 2019 Chen, Tian, Liao, Zhang, Xiao, Chen, Liu, Chen, Li, Zhu and Cai. 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/fphar-10-00260-g005.jpg
A

Veh Api

Concentration (40uM)-24h
Gef

Api+Gef

peeore [ s o~ 5]

Kras
c-Myc

HIF-1a

(Relative to vehicle)

H19756

3

83323838
3 8888

H1975

C
140
_® 120
2L 100
§
E; 80
58
e 60
=
35 4w
o
£ 2

E H1975
140
T ™
gs ™
S w
3IZ
33
€ 2
0
S N
&y &s@\g‘}\s S
4 o
é’\\- o s.“’@ @"Q;‘*
& &
& \\\5’& *e‘ﬁ
FEE LS

p62
Lc3
Lcal
GAPDH
G H1975
H1975
50
D 140-
2 40 _® 120
3 22 100
0% zs
= £ 80
] 58
é*zo gg w
< 3IE @
=10 S L,
0 0
S S » » » »
s S S ‘s\@‘*\ B @‘&‘\ ‘\-@e@{ a\?«:‘\\; .\“‘1 93‘:’,\"
\ \ g o~ £ oF
,0\ & a° d\‘oo & ve"ﬂ' o o &t o
& S & S S
¥ & & F
& o‘\ S L&
& & OIS
W @
E Concentration (uM)-48h
2 |30
D e
S| e
2 o e
2 Api+Gef 30 2 Api+Gef 30 ©: "ﬂj}m
= = +CQ 10 i 2

10
IO ———

Api+Gef 30 o2
+CQ 20

03
173

W

Api+Gef 30 92

198 259

+CQ 40

0 2 "
W w0 10

S v v g e ey e vy

a3
979

o o
o 0

Annexin V-FITC-positive(%)





OPS/images/fphar-10-00260-g006.jpg
p-EGFR
HIF-1a

c-Myc

005865018

Glut-1

B-actin

p-EGFR
HIF-1a
8737, 20uM c-Myc

Glut-1

p-actin

AT

- Api+Gef (iM)-24h _z
3
J " 20 30 w0 s IE
p-EGFR e 4
cMyc [ $2
385
HIF-1a cg
Glut-1
McT1
Bel2 | - 4 -
ax | S

120
100

8 3

20

H1975

l T ]

Cc
[ I
g3
<=
22
58
2
38
°e
— ==
Veh 10058-F4 50uM

E
- -
=g
xL
<=
n £:
. =
=
- -5
a3
°e
b S
Veh STF-31 20pM
Veh KC7F2 20uM
H1975
120 —
100
80,
60,
40
20
o
S
e?‘) S S Q\FQ\* 'ﬁ*
S
e
x*‘ &
i@'

0

%\@‘@\@\9@

&“ N ,p*.e R
& o o
TS S S

N
iy
F P S
S &
Al S
o H1975
120
100 —
80 ns
60 —I
40
20

p-EGFR
c-Myc

HIF-

Glul

MCT-1

Bcl

LDHA
GAPDH

B-actin

Api+Gef (40uM)

Oh 24h 48h 60h

- |

L BTN

1a

it-1

1-2

ax






OPS/images/fphar-10-00260-g003.jpg
Concentration (40uM)-24h

veh Api Gef Api+Gef

B Concentration (40pM)-24h

Api Api+Gef

Concentration (40uM)-24h

Veh Api Gef Api+Gef

0 | v P
ast | wg3es 21

Pl-positive(%)

4 03

1 101
g g o oo o o o
W oW e W e

—3 23 3

r a3 |0 o
1 198 | o) qsss 154
B B

W 6w W W w?

E
D
H1975 Bel2
50
Bax
2 40
[ BIM-L
L3 i BIM-S
s
-3
B2 pro-caspase:
o
g 10 Cleaved-caspase-3
0 p Full length PARP-1
S S S N ull leng -
¢ & &S Cleaved-PARP-1
A s A
i & Kod p-actin






OPS/images/fphar-10-00260-g004.jpg
A H1975 B H1975 E Concentration (40uM)-24h
Se0 Lt Veh Api  Gef Api+Gef
I oS B PDK1 ! — S
2 S
g 40 £ MCT1 | e s =
3 -
2 g Glutd ib TR ad
S22 ° _
Eﬂl g Gluts |- — -
E £ Glut1 ' —_— ' —
£ o
PN oy W ew
e & @\\“ & LDHA -
W & &
¢ & B-Tubulin | MEEE NS SN SN
D .
Veh Api (40pM) Gef (40uM) Api +Gef (40uM)
o= 2-NBDG:0thin 0= 2.NBDG:0thin w0 J=2-NBDG:0thin o= 2.NBDG:0rhin
{==2-NBDG:5Mmin |=—2-NBDG:5min 2-NBDG:5min ]==2-NBDG:5min
|==2.NBDG:15min =2.NBDG:15min 2-NBDG:15min

2-NBDG:15min

20 0] %0

Sout
Count
“Gount

Gount






OPS/images/fphar-10-00260-g007.jpg
A . Ll grewwyryn “ T prvalue =034 : o [ prvaue=oon2 ¥ 5
NORM 5 % . R=-011 a, R=-013 L. 21 R=o024
s LRl s B H 4 g B s® #
s . H 5 % = - s 5
Eof Tt | B g £ s L s
& 3 z E z 5 - % ¥
& . . S e @i S s T L.
g3 . 2 8 - ' 23 I .
g7k - 2 3 - 4 & . | §® )
8. Lo kS J o 2 . E 2 sa B
5« s s 7 R s 2% a0 a5 40 45 5o
Iog2(MYC TPM) 10g2(EGFR TPM)
LUAD 2 { prvale=270-08 = 2
- R=025 . - .
= g, s . e .
£- £ g R -
g § . 3 =
& g - g - : L )
g = 2 2 z ¢
b 2 2
8 i g B
HEERIR R Tz oa o4 o5 s o7 oa o 2 i . . ° 2 . . H
[ 10g2(EGFR TPM)
M log2(MYC TPM) 1og2(MYC TPM) B Jog2(EGFR TPM)
', [ovae = 11012 B o [ pvaue=oss . _
21 r=o7 ?1 R=o0012 P e — e ﬁ__‘
s° : 5" . : ¥ I T
g . . g . .
£ . g s 2 = .
< x=* .
a4 s e 7 s a5 a0 4o e S R e ) B
log2(MYC TPM) log2(SLC2A1 TPM)
LUAD _— s prvalue = 1e-13 2
5 2] W03 e EGFR . HIFIA, .
s . : 3 -
£ & &
< < -
H i i Jos = s
HEERIRE R s 7 wo wec
c 1og2(MYC TPM) oD (e 30 B
Glut S sals Frave=23
% o) =000 - EGFR o WA PoB o0
St seen  smem  suge Sagel  Swen  Smen  sagew Sl seen  Seen  Sugew Sael Smel  sawn s
D Overall Survival Overall survival Overall suevival Overall Survival
2 Low stoz T L CRETTE) 2 °
B ) ETEEEY
Uogarkp2do-08
" Titogn1s : -
5 e z z °
3 gt H ts H
€3 3 Z Es
2 H M z
z . £ ] S
g3 & £ g2
H B &
© % o mw owm m [ o s I N . S
Months. e PR T e S B . Months






OPS/images/fphar-10-00260-g008.jpg
A+G

L
GlucoseHI F-fk}'Myc
by

Lactate Glut1

MCT1 A+G

Glugose
T Glycolysis

A+G

PDK1 Lysosome

Pyruvate

A+G

m J— Lactate i P}uvat D{ casy
G0/G1 A+G Acetyl-CoA e
p -
< |

Autophagy mature body






OPS/images/fphar-10-00260-g001.jpg
iability (%)

=
2
E
2
®
2
5
]
-3

Cel

(3]

(Relative to vehicle)

o

ity (%)

Vi

s
$ 4
§
]
8
]
2
2
°e

m

ity (%)

z
<
2
5
g
2
°
g
k]
Sg
<

Ce

>

H1975

140 ¢
-e- Apigenin 140
T 120 feor =
% -m- Cisplatin ,\% 120
2 L g e
5 1o —+ Gefitinib 53 ™ - Osimertinib
o 80 £> g
2 3 L
2 e gz @
& I8 4w
g 8g
£ 2 =: (20
° 0
> o »
I I I I P ) O ¥ * ® NS R
Concentration (uM) Concentration (M)
H1975
H1975
-+~ Apigenin = Apigenin(:M)
= Gefitinib = Gefitinib(uM)
-+ Apigenin+Gefitinit. = Apigenin+Gefitinib(;M) H1975
g 15 IAmagoms(m
2 10 Additive
| z o e
R EEIS 45 i O 08 RS '..lsynmm
Concentration (M) e — . -
095 0.80 0.80 0.79 0.60 T
H1975 H1975
7 = Apigenin(yM)
-e- Apigenin : = Cisplatin(uM)
-=- Cisplatin 08 == Apigenin+Cisplatin(uM)

- Apigenin+Cisplatin

A RN
Concentration (M)
H1975

-~ Apigenin-Gefitinib
= Gefitinib--Apigenin

I N

Concentration (M)
95-D
= Apigenin

= Gefitinib
~+ Apigenin+Gefitinib

SRS S S

Concentration (M)

04

02

Combination Index

H1975
IAn!agonmrc

.
.
10— Additive
e o o

00
20 30 40 50 60 70 80 0.5 Synergistic
20 30 40 50 60 70 80
091 1.09 0.79 0.7 081 093 1.16 . ‘Apigenin/Cisplatin
F
BEAS-2B HL7702
140 s Apigenin 140 - Apigenin
s 2 = Cisplatin 5 120 - Gefitinib
2 3
x: 2 100 -+ Gefitinib 2 100 ~+- Cisplatin
s s
s ® ; w0
e s o0
5 4 E w
g 2 ¢ =
o o

survival

SR S PSS SRS
Concentration (M) Concentration (uM)
95-D
Apigenin (M)

- Gefitin (M) 20 bl

= Apigenin+Gefitinib (uM)
x
2 s Antagonistic
= . . .
=
5
2 M Additive
=
5
T lsmyg.suc
3

. o
00

'Apigenin/Gefitinib





OPS/images/fphar-10-00260-g002.jpg
Count

Concentration (40uM)-24h

Veh Api

Gef Api+Gef

Gl counts (%)

- 8 5 88 8
n

og

28

p-Cdc2 (T161)

cyclin D1
CDK4

E-cadherin |;
MMP2

MMP9

GAPDH

Gef(10uM) Api+Gef (10uM)

Veh Api

Gef Api+Gef

e TS
= o

b &k
]






OPS/images/cover.jpg
, frontiers
in Pharmacology

Apigenin Combined With Gefitinib
Blocks Autophagy Flux and Induces
Apoptotic Cell Death Through
Inhibition of HIF-1a, c-Myc, p-EGFR,
and Glucose Metabolism in EGFR
L858R+T790M-Mutated H1975 Cells









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
, frontiers
In Pharmacology





