

  pharmaceuticals-17-00527




pharmaceuticals-17-00527







Pharmaceuticals 2024, 17(4), 527; doi:10.3390/ph17040527




Article



Potential Antitumor Activity of Combined Lycopene and Sorafenib against Solid Ehrlich Carcinoma via Targeting Autophagy and Apoptosis and Suppressing Proliferation



Thanaa A. El-Masry 1,*,†, Maysa M. F. El-Nagar 1,*,†, Nageh A. El Mahdy 1, Fatemah A. Alherz 2, Reham Taher 1 and Enass Y. Osman 1





1



Department of Pharmacology and Toxicology, Faculty of Pharmacy, Tanta University, Tanta 31527, Egypt






2



Department of Pharmaceutical Sciences, College of Pharmacy, Princess Nourah bint Abdulrahman University, P.O. Box 84428, Riyadh 11671, Saudi Arabia









*



Correspondence: thanaa.elmasri@pharm.tanta.edu.eg (T.A.E.-M.); maysa_elnagar@outlook.com (M.M.F.E.-N.)






†



These authors contributed equally to this work.









Citation: El-Masry, T.A.; El-Nagar, M.M.F.; El Mahdy, N.A.; Alherz, F.A.; Taher, R.; Osman, E.Y. Potential Antitumor Activity of Combined Lycopene and Sorafenib against Solid Ehrlich Carcinoma via Targeting Autophagy and Apoptosis and Suppressing Proliferation. Pharmaceuticals 2024, 17, 527. https://doi.org/10.3390/ph17040527



Academic Editors: Fuyi Wang and Andréia Machado Leopoldino



Received: 28 February 2024 / Revised: 13 April 2024 / Accepted: 14 April 2024 / Published: 19 April 2024



Abstract

:

An FDA-approved kinase inhibitor called sorafenib (SOR) is used to treat primary kidney and liver cancer as well as to stop the spread of advanced breast cancer. Side effects from SOR, such as palmar–plantar erythrodysesthesia syndrome, can negatively impact an individual’s quality of life. There are a lot of data supporting the importance of lycopene (LYC) in preventing cancer. The antitumor properties of the combination of sorafenib and lycopene were examined in this study. A viability test against MDA-MB-231 was used to assess the anticancer efficacy of sorafenib, lycopene, and their combination in vitro. Moreover, a cell cycle analysis and Annexin-V/PI double staining were performed by using flow cytometry. In addition, the protein level of JNK-1, ERK-1, Beclin-1, P38, and P53 of the MDA-MB-231 cell line was estimated using ELISA kits. In addition, mice with SEC were divided into four equal groups at random (n = 10) to investigate the possible processes underlying the in vivo antitumor effect. Group IV (SEC-SOR-LYC) received SOR (30 mg/kg/day, p.o.) and LYC (20 mg/kg/day, p.o.); Group I received the SEC control; Group II received SEC-SOR (30 mg/kg/day, p.o.); and Group III received SEC-LYC (20 mg/kg/day, p.o.). The findings demonstrated that the combination of sorafenib and lycopene was superior to sorafenib and lycopene alone in causing early cell cycle arrest, suppressing the viability of cancer cells, and increasing cell apoptosis and autophagy. Likewise, the combination of sorafenib and lycopene demonstrated inhibition of the levels of Bcl-2, Ki-67, VEGF, IL-1β, and TNF-α protein. Otherwise, the quantities of the proteins BAX, P53, and caspase 3 were amplified. Furthermore, the combined treatment led to a substantial increase in TNF-α, caspase 3, and VEGF gene expression compared to the equivalent dosages of monotherapy. The combination of sorafenib and lycopene enhanced apoptosis and reduced inflammation, as seen by the tumor’s decreased weight and volume, hence demonstrating its potential anticancer effect.






Keywords:


anticancer; apoptotic; inflammation; lycopene; sorafenib; solid Ehrlich carcinoma












1. Introduction


A medical diagnosis called a tumor is defined by an unnaturally high rate of cell division. Approximately 85% of all human cancers are solid tumors. They are the second most common cause of death [1]. According to the Global Cancer Statistics 2020 study, there were 10 million cancer-related deaths and 19.3 million newly diagnosed cancer patients [2]. The most frequent malignancy among women is breast cancer, of which there were more than 2 million new cases [3].



An Ehrlich tumor develops from a spontaneous adenocarcinoma of the mouse breast and becomes ascites via successive intraperitoneal transfers. The Ehrlich ascites model is widely employed in experimental cancer research because of its capacity to generate cancerous cells and its precision in forecasting survival duration [4]. A localized inflammatory response takes place in solid Ehrlich carcinoma (SEC), which increases the vascular permeability over time. Tumor growth is dependent on the development of severe edema, increasing ascetic fluid production and cellular migration, both of which can be brought on by these responses [5,6].



Radiation therapy, which employs high-energy radiation to destroy cancer cells, and surgery are two breast cancer treatment options. Chemotherapeutic medications, such as cisplatin, shrink or kill cancer cells while also potentially affecting rapidly proliferating normal healthy cells. In addition, hormonal therapy is utilized to prevent cancer cells from receiving the growth hormones they require, such as tamoxifen. Other therapeutic options include targeted drug therapy such as monoclonal antibodies and kinase inhibitors [7].



Although anticancer technology has advanced significantly, there is still no effective therapy for malignant disorders. The most common method used for cancer treatment is chemotherapy, whose main goal is to eradicate cancer cells while sparing nearby healthy cells [8]. Cytotoxic medications, however, lack specificity in practice, which can result in systemic toxicity and serious side effects such as mouth ulcers, hair loss, nephrotoxicity, lung toxicity, cardiotoxicity, bone marrow suppression, and skin changes [7,8]. As a result, the need to assess novel, potent anticancer medications is constant.



Significant advancements in treatment have been made recently, such as stem cell therapy, targeted therapy, nanoparticles, natural antioxidants, radionics, and ferroptosis-based therapy [8]. From a study of clinical trials, it was shown that cancer medicine has made remarkable strides recently toward more useful, accurate, and minimally invasive cancer therapies [8]. The terms stem cell, targeted treatment, immunotherapy, gene therapy, and natural antioxidant are now the most frequently used since they show great promise and effectiveness [9,10,11,12].



Sorafenib (SOR) is an oral, broad-spectrum, small molecule used for the treatment of different types of cancer (liver, thyroid, and kidney) [13]. It is a multikinase inhibitor that dose-dependently inhibits numerous kinases, including VEGFR, PDGFR, and others [13]. It also inhibits proliferation, apoptotic effects, and angiogenesis [14]. Unfortunately, SOR has side effects like rashes, fatigue, diarrhea, hair loss, nausea, and other serious side effects that impair the quality of life, such as hand–foot syndrome (palmar–plantar erythrodysesthesia) starting 5–6 weeks after the start of treatment [15]. An adjuvant for sorafenib therapy may lessen adverse effects while simultaneously boosting antitumor activity [16].



Phytochemicals like lycopene (LYC), in combination with anticancer drugs, could affect the reserves of tumor growth and the metastasis of tumors, and lycopene can be an adjuvant applicant for the management of cancer by sorafenib [16,17]. LYC is a lipophilic natural chemical with an acyclic and tetraterpene hydrocarbon component that includes 11 conjugated and 2 non-conjugated double bonds [18]. It can be found in nature as a structure with all transforms. In addition to tomatoes, it is the most prevalent carotenoid in apricots, melons, papayas, grapes, peaches, watermelons, and cranberries [18]. A multitude of functions, including antioxidation [19], anti-inflammation [20], immunomodulation [20], improved gap junctional communication [21], induction of phase II enzymes [22], inhibition of cell proliferation [23], anticancer [24,25], anti-angiogenesis [24,25,26], and anti-metastasis [27,28,29], have been demonstrated by studies involving lycopene.



Thus, the purpose of this study was to determine if using LYC as an adjuvant therapy with SOR may have anticancer effects.




2. Results


2.1. In Vitro Study


2.1.1. Sorafenib, Lycopene, and Their Combination Demonstrated Anticancer Efficacy Using the MTT Viability Test


SOR, LYC, and their combination’s inhibitory effects on the MDA-MB-231 cell line (breast cancer) are displayed in Figure 1, with IC50 values of 21.33 ± 2.25, 169.17 ± 6.94, and 16.94 ± 2.81 μM, respectively. A total of 10 to 40 μM of SOR was utilized; the lowest concentration (10 μM) showed a maximum viability of 79.69 ± 11.99% and a lesser inhibitory impact of 20.31 ± 1.63%, and the highest concentration (40 μM) showed the highest inhibition of 61.68 ± 1.89% (Figure 1A).



LYC was utilized at concentrations ranging from 20 to 180 μM in the same setting. The lowest concentration (20 μM) showed the maximum viability of 90.70 ± 1.77% and the lowest inhibitory effect of 9.29 ± 0.55%, while the highest LYC (180 μM) recorded the highest inhibition of 55.18 ± 1.62% (Figure 1B).



Additionally, SEC-SOR-LYC was applied in amounts that ranged from 6.25 to 100 μM. Of these, the lowest concentration (6.25 μM) had the highest viability (76.07 ± 8.01%) and the lowest inhibition effect (23.92 ± 2.22%), with the highest inhibition (69.18 ± 10.08%) occurring at the highest concentration (100 μg/mL) (Figure 1C).




2.1.2. Cell Cycle Analysis


Figure 2A–D display the cell cycle analysis of the MDA-MB-231 cell line using flow cytometry at various cell cycle stages (G0/G1, S, and G2/M) on the IC50 concentration detected by MTT viability tests of LYC, SOR, and their combination (IC50 = 21.33 ± 2.25, 169.17 ± 6.94 and 16.94 ± 2.81 μM, respectively; incubation for 48 h). G2/M phase cell cycle arrest was seen in cells treated with SOR, rising from 29.5% in untreated cells to 21.7% in treated cells. Treatment with LYC revealed G2/M phase cell cycle arrest in the same setting, increasing from 29.5% in untreated cells to 25.8% in treated cells. Additionally, cells treated with SOR-LYC showed a severe cell cycle arrest in the G2/M phase, changing from 29.5% of untreated cells to 6.6% of treated cells.




2.1.3. Assay of Apoptosis


Figure 3A–D reveal apoptotic cell populations of the MDA-MB-231 cell line using Annexin-V/PI double staining on the IC50 concentration detected via an MTT viability test of LYC, SOR, and their combination (IC50 = 21.33 ± 2.25, 169.17 ± 6.94 and 16.94 ± 2.81 μM, respectively; incubation for 48 h). The MDA-MB-231 cell line treated with SOR-LYC showed an increase in apoptotic cells from 10.8% in untreated cells to 20.3% in the treated cells.




2.1.4. Determination of JNK-1, ERK-1, Beclin-1, P38 and P53 Content


Figure 4A–E expose the protein level of JNK-1, ERK-1, Beclin-1, P38 and P53 of the MDA-MB-231 cell line using (ELISA) kits on the IC50 concentration detected via an MTT viability test of LYC, SOR, and their combination (IC50 = 21.33 ± 2.25, 169.17 ± 6.94 and 16.94 ± 2.81 μM, respectively; incubation for 48 h). The MDA-MB-231 cell line treated with SOR-LYC displayed an increase in the JNK-1, ERK-1, Beclin-1, P38, and P53 content compared to SOR and LYC treatment alone (Figure 4A–E).





2.2. In Vivo Study


2.2.1. Measurement of Survival Rate


The mouse survival rate was followed during the experiment and described using the Kaplan–Meier survival curve. Treatments with SOR showed a 2.22% increase in the survival rate, while the LYC treatment exhibited an increase in survival by 3.99% compared to the SEC-Control group (Figure 5). Furthermore, the SEC-SOR-LYC group exhibited a higher rise in survival rate by 11.11% compared to the SEC-Control (Figure 5) at the end of the experiment.




2.2.2. Effect of SOR, LYC, and Their Combination on Tumor Volume and Weight


SEC-LYC and SEC-SOR significantly decreased the tumor tissue volume by 43% and 52%, respectively, compared to the SEC-Control. Additionally, in the SEC-SOR-LYC group, the tumor tissue volume decreased significantly by 64.3% compared to the SEC-Control and by 30.1% and 28.8% compared to the SEC-SOR and SEC-LYC groups, respectively (Figure 6A).



SEC-LYC and SEC-SOR significantly decreased the tumor weight by 62% and 64%, respectively, related to the SEC-Control. As well, in the SEC-SOR-LYC group, the tumor tissue weight decreased significantly by 78% compared to the SEC-Control (Figure 6B).




2.2.3. Effect of SOR, LYC, and Their Combination on TNF-α and VEGF Content


SEC-SOR significantly decreased the tumor tissue TNF-α content by 12.5% compared to the SEC-Control. Additionally, in the SEC-SOR-LYC group, the TNF-α content decreased significantly by 34% compared to the SEC-Control and by 32% compared to the SEC-LYC group (Figure 7A).



The VEGF content of tumor tissue was considerably reduced by 18% in the case of SEC-SOR and 19% in the case of SEC-LYC in comparison to the SEC-Control group. The SEC-SOR-LYC group had a notably reduced amount of VEGF in the tumor tissue by 38% in contrast to the SEC-Control group and by 15% and 25% when compared to the SEC-SOR and SEC-LYC groups alone (Figure 7B).




2.2.4. Determination of TNF-α, VEGF, and Caspase 3 Gene Expression


The TNF-α gene expression was dramatically reduced by 20% in the SEC-SOR group and by 35.27% in the SEC-LYC group as compared to the control group. Likewise, the TNF-α gene expression was considerably reduced by 73.2% in the SEC-SOR-LYC group (Figure 8A).



Comparing SEC-LYC and SEC-SOR to the SEC-Control group, in the same setting, VEGF gene expression was dramatically reduced by 59% and 49%, respectively. When comparing the SEC-Control group to the SEC-SOR-LYC group, there was a substantial 86% decrease in VEGF gene expression (Figure 8B).



In terms of caspase 3 gene expression, in the SEC-LYC group it dramatically increased by 1.58-fold and in the SEC-SOR group, the gene was considerably amplified by 1.31-fold in contrast to the SEC-Control group. Similarly, in the SEC-SOR-LYC group, the caspase 3 gene expression was dramatically increased by 2.36-fold (Figure 8C) in comparison to the control group.




2.2.5. Histopathological Assessment


Figure 9 shows the histopathological examination (a, b, c, and d). A strong mitotic activity and a strong proliferative activity of cancerous cells were seen in the SEC-Control group (Figure 9a). Conversely, the SEC-SOR group exhibited a reduction in neoplastic cells and a rise in degenerative and necrotic lesions (Figure 9b). Additionally, the SEC-LYC group demonstrated a reduction in malignant cells and an increase in degenerative and necrotic lesions (Figure 9c). Additionally, the necrotic alterations inside the neoplastic cells were significantly more prevalent in the SEC-SOR-LYC group (Figure 9d).




2.2.6. Immunohistochemical Assessment


The SEC-Control group had high staining for the inflammatory marker, IL-1β, the antiapoptotic marker, Bcl-2, and the proliferation marker, Ki-67, according to immunohistochemical labeling. Conversely, in comparison to the SEC-Control group, several treatments demonstrated a statistically significant reduction in immunoreactivity (Figures S1A–C and S2). Furthermore, apoptotic markers (caspase 3, BAX, and P53) demonstrated a noteworthy decay in immunoreactivity in the SEC-Control group, whereas a noteworthy increase in immunoreactivity was seen with various treatments in comparison to the SEC-Control group (Figures S1D–F and S2).






3. Discussion


About two million new instances of breast cancer are diagnosed each year, making it the second most common disease globally [2]. Currently, one in eight cancer diagnoses are breast cancer, and there are 2.3 million new instances of the disease in both sexes combined [2]. In 2020, it accounted for 25% of all female cancer cases and was by far the most often diagnosed cancer in women. The incidence of this disease has been increasing worldwide, particularly in developing countries [30]. In 2020, an estimated 685,000 women lost their lives to breast cancer, making up about 16% of all female cancer fatalities. The World Health Organization (WHO) has introduced the International Breast Cancer Program as a reaction to the insufficient public health attention to this development in previous decades [2,30]. The goal of the WHO and collaborators is to lower the death rate from breast cancer by promoting early detection, appropriate treatment, and patient care. To achieve this, they will coordinate sustainable efforts to improve outcomes and include global partners. A solid grasp of the worldwide trends and variances in the illness burden is essential to the success of these initiatives.



Although SOR as a single agent has shown good efficiency in breast cancer [31], its survival advantages in large randomized phase III studies remain low, and its clinical effects are mostly limited to transitory tumor stabilization [32]. Moreover, it is associated with substantial unpleasant side effects, and drug resistance frequently develops, highlighting the need for additional effective combinations that could minimize the SOR dosage and the incidence of side effects [33]. Thus, the goal of this investigation was to ascertain if using LYC as an adjuvant therapy with SOR in vitro and vivo may have any anticancer effects.



Lycopene (LYC) is a carotenoid existent in a variety of plants, particularly in ripe red fruits and vegetables [18]. It suppresses the proliferation and carcinogenesis of cancer cells in several organs [34]. Additionally, it has anti-inflammatory, antioxidant, and antiproliferative properties [35]. LYC exerts its effects through direct processes, such as regulating signaling, halting cell cycle progression, causing apoptosis, and altering certain enzymes and antioxidants [36]. These features let LYC inhibit the metastasis, invasion, and angiogenesis of diverse cancer cells. LYC inhibits the phosphorylation of tumor-associated proteins [37].



The findings of an in vitro study demonstrated that the combination of sorafenib and lycopene was superior to sorafenib and lycopene alone in causing early cell cycle arrest, suppressing the viability of cancer cells and increasing cell apoptosis. Moreover, the MDA-MB-231 cell line treated with SOR-LYC exhibited an increase in the autophagy and apoptosis markers JNK-1, ERK-1, Beclin-1, P38, and P53 as compared to SOR and LYC treatment alone. These results were accordant with many other studies that demonstrated and anticancer activity of sorafenib and lycopene [16,38,39,40].



The family of mitogen-activated protein kinases (MAPKs) includes many signaling pathways that respond to oncogenic mutational events and control proliferation, apoptosis, and aerobic glycolysis. There are three well-characterized subfamilies of MAPKs: p38 kinases, c-Jun N-terminal kinases (JNKs), and extracellular signal-regulated kinases (ERKs) [41]. Every MAPK signal is activated by a three-tier kinase module, wherein an MAP3K phosphorylates and initiates an MAP2K, which then phosphorylates and initiates an MAPK as well. MAPKs regulate a variety of cellular responses, including survival, differentiation, proliferation, and cell death, once they are activated [41,42]. Of the three kinds of MAPKs, it has recently been demonstrated that ERKs and JNKs control the activity of important metabolic regulators, which in turn control the redirection of energy to glycolysis in both malignant and highly proliferative cells [43].



Beclin-1 is a crucial autophagy effector that plays a significant part in the apoptotic pathway crosstalk. It has been demonstrated that JNK activation causes Bcl-2 phosphorylation, breaks down the Bcl-2/Beclin 1 complex, and encourages Beclin-1 release to trigger autophagy [44].



Cell cycle arrest and cell death are primarily mediated by p53, which also controls the response to DNA damage [45]. P53 is a crucial transcription regulator; it has been demonstrated that p53 activates both the intrinsic and extrinsic apoptotic pathways. Because of its intricate function in controlling both autophagy and apoptosis, p53 is a significant yet challenging target for cancer treatment [46]. Therapeutics that target p53 to promote apoptosis have the potential to eradicate cancer cells. As an example, treatment with resveratrol activates MAPKs in prostate cancer cells, phosphorylating p53 at S15 and initiating p53-dependent apoptosis [47].



Furthermore, some parameters like the survival rate, tumor volume and weight, and protein and gene expression for TNF-α, IL-1β, VEGF, Ki-67, Bcl2, BAX, P53, and caspase 3 were measured in an in vivo study on the tumor tissue. The results showed that the tumor volume and weight exhibited a significant decrease in all groups alone or in combination, which leads to an increase in survival rate and is a good sign of antitumor effects; however, the tumor volume and weight significantly decreased in the combination group compared to LYC or SOR alone and the controls [48,49].



One of the main characteristics of cancer is inflammation, which is essential for the development, spread, invasion, and angiogenesis of the disease [50].



The incredibly versatile cytokine tumor necrosis factor alfa (TNF-α) is essential for immunological homeostasis, inflammation, and host defense. It can have a variety of effects, including angiogenesis, necrosis, apoptosis, immune cell activation, differentiation, and cell migration, depending on the biological environment. In addition to being extremely important for tumor formation and progression, these pathways are also very relevant for tumor immune surveillance [32]. In the current study, TNF-α significantly decreased in the combination groups compared to the LYC or SOR groups and the control group, which agreed with many studies [15,51,52].



In the same context, one common biomarker linked with inflammation, interleukin 1 beta (IL-1β), is crucial for the diagnosis and treatment of breast cancer [53]. Data both in vitro and in vivo have demonstrated that IL-1β in particular drives immunosuppression, increases angiogenesis and local tumor formation, and encourages the migration and invasion of cancer cells. It also causes a more aggressive cancer phenotype [54,55,56]. Consequently, the outcome clarifies why there was a greater drop in IL-1β in the combination group than in the treatment group alone.



Numerous cells produce VEGF, a vascular permeability factor and signal protein that induces angiogenesis, the response to growth factors, cell permeability, and the formation of blood vessels [57]. The present data indicate that VEGF significantly decreased in the combination group compared to the LYC or SOR groups and the control group, similar to the findings in [58,59,60].



In the same manner, given its strong correlation with the proliferation and growth of tumor cells, Ki-67 is widely used as a proliferation marker for breast cancer. Furthermore, compared to normal tissue, malignant tissues with poorly differentiated tumor cells express much more Ki-67. In the current study, the combination group showed a decline in Ki-67 content in comparison to LYC or SOR alone, and the control group had comparable outcomes to [61,62].



Apoptosis is characterized as a process of planned cell death that preserves the tissue integrity by eliminating unstable cells. The key participants in the setting of triggering the apoptotic cascades are caspase 3, caspase 9, P53, and BAX, and Bcl2 functions as an antiapoptotic mediator. Apoptosis is downregulated and cell growth is upregulated in cancer, which promotes tumor development and proliferation [63]. The ongoing rise in tumor volume in the untreated group in the current data supports this.



In the same manner, during apoptosis, caspase-3 is known as the executioner caspase. Dysregulated apoptosis is a characteristic that sets human cancers apart [64]. In the two main pathways that initiate apoptosis, caspase-3 is essential: the extrinsic [also known as the death receptor (DR)] pathway is initiated by the ligand binding of members of the DR superfamily, which then activates caspase-8 and caspase-3; the intrinsic (also known as the mitochondrial) pathway is initiated by the mitochondria’s release of cytochrome c, which subsequently generates Apaf-1 and cytochrome c. Our study’s findings, which are consistent with [20,65,66,67], showed that in the combination groups, caspase-3 was reduced more than LYC or SOR alone and the control group.



Both apoptosis and autophagy serve as anticancer pathways. Reduced cell death as a result of defective apoptosis is a prevalent characteristic in the onset and spread of cancer. At first, autophagy was further recognized as a tumor suppressor pathway as it aids in the breakdown of carcinogenic chemicals in healthy cells [68]. Since then, though, it has been demonstrated that autophagy plays a far more intricate function in cancer. Since autophagy proteins are involved in type II cell death, autophagy has been associated with additional responsibilities in tumor suppression. It has been demonstrated that type II cell death affects several cancer therapies via a particular autophagy protein [68].



The activation of JNKs leads to cell proliferation or apoptosis and is dependent on the cell type, the nature of the death stimulus, the duration of its activation, and the activities of other signaling pathways [69]. In the absence of NF-κB activation, enhanced JNK activation contributes to TNF-α-induced apoptosis. JNK promotes apoptosis via different mechanisms. Activated JNK translocates to the nucleus and transactivates c-Jun and other transcription factors (e.g., p53), which further transactivate various pro-apoptotic genes, such as Fas-L, Bak, and p53-upregulated modulator of apoptosis [70].



The protein Beclin-1 was initially identified as interacting with the Bcl-2 antiapoptotic proteins. Bcl-2 or Beclin 1 defects impact both autophagy and apoptosis [71]. For example, elevated Beclin-1 expression might liberate BAK/BAX from Bcl-2 to encourage apoptosis, whereas a low Bcl-2 expression could lead to excessive autophagy dependent on Beclin-1. It has been established that Beclin 1 overexpression increases the apoptosis that anticancer medicines produce in cervical cancer cells, making the cancer cells more susceptible to chemotherapy treatments [72]. It has also been observed that Bcl-2 expression inhibition raises Beclin 1 levels and causes breast cancer cells to die [73].



Because Bcl-2 directly binds to Beclin-1 and BAX/BAK to control both mitochondria-dependent apoptosis and Beclin-1-induced autophagy, any medication that suppresses Bcl-2 would possess the capacity to increase apoptosis and autophagy [74].



Additionally, c-Jun N-terminal protein kinase 1 (JNK-1)-mediated Bcl-2 phosphorylation and stressors like hunger control the connection between Beclin-1 and Bcl-2 [44]. Caspases can also control Beclin-1’s function in the interaction between autophagy and apoptosis. Beclin-1 cleavage by caspases lowers Beclin-1 levels in cells, which in turn lowers autophagy levels [75].




4. Materials and Methods


4.1. Drugs and Reagents


Sorafenib was bought as a white powder from BOC Sciences (Shirley, NY, USA). Lycopene was bought as a red powder from Shaanxi Zhengsheng Kangyuan Bio-Medical Co. (Shaanxi, China). PEG and DMSO were bought from Loba Chemie (Mumbai, India). The analytical purity of every other chemical was quite high.




4.2. In Vitro Study


4.2.1. Sorafenib, Lycopene, and Their Combination Demonstrated Anticancer Efficacy Using the MTT Viability Test


The cell line MDA-MB-231 (breast cancer) utilized in this investigation was donated by the National Cancer Institute in Cairo, Egypt. The tumor cells were suspended in the medium at a concentration of 5 × 104 cells/well. Sorafenib (5 µM, 10 µM, 15 µM, 20 µM, 30 µM, and 40 µM), lycopene (20 µM, 60 µM, 100 µM, 140 µM, and 180 µM), and their combination (6.25 µM, 12.5 µM, 25 µM, 50 µM, and 100 µM) were introduced to the cells after 48 h of exponential development [40]. The Vibrant® MTT Cell Proliferation Assay Kit, V-13154, was then added and the mixture was incubated for 4 h at 37 °C. The absorbance was determined using a microplate reader (ELx 800, Bio-Tek Instruments Inc., Winooski, VT, USA) set at 540 nm [76].



The optical density of the treated cells (A) and the untreated cells (B) is represented by the formula for the rate of inhibition (%): (A/B) × 100.



Additionally, GraphPad Prism software (San Diego, CA, USA) was used to calculate IC50.




4.2.2. Analysis of Cell Cycle


The MDA-MB-231 cell line was used to examine the cell cycle distribution using flow cytometry at various cell cycle stages (G0/G1, S, and G2/M) of the IC50 concentration, detected via an MTT viability test of sorafenib, lycopene, and their combination (incubation for 48 h). Exponentially developing cells were plated on a well plate and treated with sorafenib, lycopene, and their combination (incubation for 48 h).



The cell cycle was then determined using flow cytometry (BD AccuriTM C6 plus Flow Cytometer). AccuriTM C6 software (Version 1.6, BD Biosciences, Franklin Lakes, NJ, USA) was utilized to ascertain the proportion of cells in every cell cycle phase [77].




4.2.3. Assay of Apoptosis


The MDA-MB-231 cell line was used to examine the effect of apoptotic cell populations on the IC50 concentrations, detected via an MTT viability test, of sorafenib, lycopene, and their combination (incubation for 48 h). Cells that were undergoing exponential development were put onto a well plate and stimulated by sorafenib, lycopene, and their combination (incubation for 48 h). Annexin-V labeled with a fluorescent dye (Annexin V-FITC, BD Biosciences, Franklin Lakes, NJ, USA) was used to determine the apoptosis. Lastly, just before the BD AccuriTM C6 Plus Flow Cytometer was utilized for analysis, 5 μL of propidium iodide solution was added [78].




4.2.4. Determination of JNK-1, ERK-1, Beclin-1, P38 and P53 Contents


The effects of the protein level of JNK-1, ERK-1, Beclin-1, P38, and P53 of the MDA-MB-231 cell line was estimated using ELISA kits on the IC50 concentration detected via an MTT viability test of sorafenib, lycopene, and their combination (incubation for 48 h). The JNK-1 Elisa kit was purchased from Assay Genie Co. (Windsor Place, Dublin, Ireland), Cat No. (RTFI00924), ERK-1 was purchased from Assay Genie Co, Cat No. (RTFI00754), and Beclin-1 was bought from CUSABIO. Co. (Fannin, Houston, TX, USA), Cat No. (CSB-EL002658RA). Furthermore, P38 and P53 ELISA kits were produced by Assay Genie Co, Cat No. (RTFI00943) and CUSABIO. Co, Cat No. (CSB-E08336r), respectively.





4.3. In Vivo Study


4.3.1. Animals


Swiss albino adult female mice weighing 20–25 g were provided by Tanta University’s National Cancer Institute in Tanta, Egypt. Mice were housed in plastic cages under standard laboratory conditions, which included a 12 h light–dark cycle, 5% relative humidity, and a temperature of 25 degrees Celsius. All of the mice were acclimated for one week before the experiment and were allowed unlimited access to normal food and water. The Tanta University Faculty of Pharmacy’s Ethical and Animal Care Committees approved all experimental procedures (TP/RE/08/22M-0034).




4.3.2. Induction of Solid Tumors in Mice


References for Ehrlich ascites (EAC) or a solid kind of cancer that is easier to grow in suspension within the mouse peritoneum were used [79]. In Swiss albino female mice, the Ehrlich ascites carcinoma (EAC) cells were cultured through several intraperitoneal (IP) passages [58]. The Pharmacology and Experimental Oncology Unit at Cairo University’s National Cancer Institute kindly donated the EAC cells.



To create a solid tumor (SEC) on the right flank of the mice, 1 × 106 live EAC cells were injected subcutaneously. There was a discernible solid tumor after around 12 days [80].




4.3.3. Experimental Design


Ten mice with SEC were divided into four equal groups at random. Group I (SEC-Control) included mice given DMSO, PEG, and saline as a vehicle; Group II (SEC-SOR) included mice given SOR (30 mg/kg/day, p.o.) [81]; Group III (SEC-LYC) included mice given LYC (20 mg/kg/day, p.o.) [82]; and Group IV (SEC-SOR-LYC) included mice given SOR (30 mg/kg/day, p.o.) and LYC (20 mg/kg/day, p.o.). On the twelfth day of SEC induction, a daily oral administration of the vehicle, SOR, LYC, and SEC-SOR-LYC was initiated, and it was continued for another 21 days. In the end, all of the mice were euthanized, and the euthanasia was performed by cervical dislocation, agreeing to the American Veterinary Medical Association’s (AVMA) recommendations for the Euthanasia of Animals (2020 Edition). After removal, the tumors were sectioned. One portion was stored in 10% formalin for the histopathological examination, while the other was stored for further biochemical research in a freezer at −80 °C.




4.3.4. Survival Rate Measurement


During the study, the mice’s survival rate was followed and described using the Kaplan–Meier survival curve, which was intended using the following formula: survival rate = number of surviving mice in a group/total number of mice during the experiment (21 days) after 1, 2 and 3.




4.3.5. Tumor Weight and Volume


After the tumor tissue was cautiously removed, an accurate electronic balance (ADAM®, Maidstone Road, Kingston, Milton Keynes, MK, UK) was used to weigh the sample. From the 12th day till the end of the experiment, a Vernier digital caliper was used to measure the tumor mass (Anyi Instrument Co., Tieshan Road, Qixing Strict, Guilin, China). The tumor volume was then calculated using tumor volume (mm3) = 0.52 AB2, where A and B are the lengths of the main and minor axis lengths, respectively [83].




4.3.6. Determination of TNF-α and VEGF Contents


After pulverizing the tumor tissue in 10 milliliters of ice-cold phosphate-buffered saline (PBS, pH 7.4), the resulting mixture was centrifuged for 15 min at 3000 revolutions per minute. After separation, the supernatant’s levels of VEGF and TNF-α were measured. Shanghai Sunred Biological Technology Co., Ltd. (Hutai Road, Baoshan District, Shanghai, China) supplied the enzyme-linked immunosorbent assay (ELISA) kits, which were utilized following the manufacturer’s instructions, to ascertain the amounts of VEGF and TNF-α in tumor tissues.




4.3.7. Determination of TNF-α, VEGF, and Caspase 3 Gene Expressions


Using beta-actin as a housekeeping gene in qRT-PCR, the relative gene expression of TNF-α, VEGF, and caspase 3 was determined. Table 1 shows an assortment of primer sequences. The TRIzol reagent (15596026) from Life Technologies, Van Allen Way, Carlsbad, CA, USA, was used to extract total RNA. The QuantiTects Reverse Transcription Kit (Qiagen, Germantown, MD, USA) was used to perform the reverse transcription procedure. Primers, complementary DNA amplicons, and Syber green master mix (Maxima SYBR Green/qPCR Master Mix, Thermo Fisher Scientific, Third Avenu, Waltham, MA, USA) were included in the reaction mixtures. The fold change in gene expression concerning the calibrator control group was calculated using the Livak technique [84].




4.3.8. Histopathological Examination


Tumor tissue sections were sliced into 3–5 µm-thick sections and stained with hematoxylin and eosin (H&E) [89]. The characteristics of the histopathological findings were investigated using an Olympus CX21 light microscope (Tokyo, Japan).




4.3.9. Immunohistochemical Examination


The methods for immunohistochemical staining were carried out in accordance with [89]. The antibodies used were P53 (Cat# MA5-12557, 1:300 dilution); Bax (Invitrogen, Van Allen Way, Carlsbad, CA, USA, Cat# MA5-13-0300, 1:100); Bcl2 (Abcam, Kendall Sq, Cambridge, MA, USA, Cat# ab182858, dilution 1:500); caspase 3 (Invitrogen, Cat# PA5-77887, dilution 1/100); Ki-67 (Dako, Stevens Creek Blvd, Santa Clara, CA, USA, Cat# M7248, dilution 1/100); and IL-1b (Cat# P420B, 1:200 dilution). Slides were visualized using a DAB kit, and Mayer’s hematoxylin was used as a counterstain after that. Using Image-J software (version 1.54 D, Java 1.8, 0_354), the staining labeling indices of Bax, caspase 3, and P53 were evaluated and shown as a percentage of positive expression in a total of 1000 cells/8 HPF.




4.3.10. Statistical Analysis


For all statistical studies, Graph Pad Prism 9.5.1 was used. The means ± SD of the data were calculated, and p < 0.05 was chosen as the threshold for statistical significance. Tukey–Kramer multiple comparison tests were used after a one-way analysis of variance (ANOVA) of the data to examine and assess the findings.






5. Conclusions


In conclusion, the combination of sorafenib with lycopene showed an anticancer impact in both in vitro and vivo studies through targeting autophagy and apoptosis and suppressing proliferation. Both apoptosis and autophagy serve as anticancer mechanisms. The reduced cell death as a result of defective apoptosis is a typical characteristic in the development of cancer. Since autophagy aids in the breakdown of carcinogenic chemicals in normal cells, it was first thought to be a tumor-suppressing process. Since then though, it has been demonstrated that autophagy plays a far more intricate function in cancer. Because autophagy proteins are involved in tumor suppression, autophagy has associated with new tasks. Also, combining lycopene and sorafenib resulted in more effective remodeling of inflammatory markers. Moreover, the combination therapy demonstrated superiority in impeding the advancement of cancer and restoring critical gene expression levels. Consequently, the combination of sorafenib with lycopene is a valuable anticancer therapy for better treatment results.
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Figure 1. SOR, LYC, and their combination effect on the MDA-MB-231 cell line using an MTT viability test (incubation for 48 h). (A) SOR (IC50 = 21.33 ± 2.25 μM), (B) LYC (IC50 = 169.17 ± 6.94 μM), and (C) SOR-LYC (IC50 = 16.94 ± 2.81 μM). Data are expressed as means ± SD, n = 3. 






Figure 1. SOR, LYC, and their combination effect on the MDA-MB-231 cell line using an MTT viability test (incubation for 48 h). (A) SOR (IC50 = 21.33 ± 2.25 μM), (B) LYC (IC50 = 169.17 ± 6.94 μM), and (C) SOR-LYC (IC50 = 16.94 ± 2.81 μM). Data are expressed as means ± SD, n = 3.



[image: Pharmaceuticals 17 00527 g001]







[image: Pharmaceuticals 17 00527 g002] 





Figure 2. Cell cycle analysis of the MDA-MB-231 cell line using flow cytometry at various cell cycle stages (G0/G1, S, and G2/M) (incubation for 48 h) on the IC50 concentration detected via an MTT viability test. (A) Control, (B) SOR (IC50 = 21.33 ± 2.25 μM), (C) LYC (IC50 = 169.17 ± 6.94 μM), and (D) SOR-LYC (IC50 = 16.94 ± 2.81 μM). 
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Figure 3. Estimation of apoptotic cell populations of the MDA-MB-231 cell line using Annexin-V/PI double staining on the IC50 concentration detected via an MTT viability test. (A) Control, (B) SOR (IC50 = 21.33 ± 2.25 μM), (C) LYC (IC50 = 169.17 ± 6.94 μM), and (D) SOR-LYC (IC50 = 16.94 ± 2.81 μM). The lower right quadrant shows cells in apoptosis. 
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Figure 4. Effect of SOR, LYC, and their combination on the protein level of (A) JNK-1, (B) ERK-1, (C) Beclin-1, (D) P38, and (E) P53 of the MDA-MB-231 cell line using (ELISA) kits on the IC50 concentration detected via an MTT viability test of LYC, SOR, and their combination (IC50 = 21.33 ± 2.25, 169.17 ± 6.94 and 16.94 ± 2.81 μM, respectively, incubation for 48 h). Data are expressed as means ± SD (n = 3). Tukey–Kramer multiple comparison tests were used after a one-way analysis of variance (ANOVA) of the data to examine and assess the findings. * means significant versus the SOR group, and # means significant versus the LYC group. Each group differed significantly from the others at p ≤ 0.05. 
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Figure 5. The survival rate of mice in each group described by Kaplan–Meier survival plots. The survival rate of each group was calculated according to the formula: survival rate = number of surviving mice/total number of mice during the experiment (21 days) after 1, 2, and 3 weeks. 
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Figure 6. Effect of SOR, LYC, and their combination on (A) Tumor volume and (B) Tumor weight. Data were expressed as mean ± SD (n = 10). Tukey–Kramer multiple comparison tests were used after a one-way analysis of variance (ANOVA) of the data to examine and assess the findings. * means significant versus the SEC-Control group, a means significant versus the SEC-SOR group, and b means significant versus the SEC-LYC group. Each group differed significantly from the others at p ≤ 0.05. 
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Figure 7. Effect of SOR, LYC, and their combination on (A) TNF-α and (B) VEGF content. Data are expressed as means ± SD (n = 10). Tukey–Kramer multiple comparison tests were used after a one-way analysis of variance (ANOVA) of the data to examine and assess the findings. * means significant versus the SEC-Control group, a means significant versus the SEC-SOR group, and b means significant versus the SEC-LYC group. Each group differed significantly from the others at p ≤ 0.05. 
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Figure 8. Effect of SOR, LYC, and their combination on (A) TNF-α, (B) VEGF, and (C) caspase 3. Data are expressed as means ± SD (n = 3). Tukey–Kramer multiple comparison tests were used after a one-way analysis of variance (ANOVA) of the data to examine and assess the findings. * means significant versus the SEC-Control group, a means significant versus the SEC-SOR group, and b means significant versus the SEC-LYC group. Each group differed significantly from the others at p ≤ 0.05. 
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Figure 9. Histopathological examination (200×, scale bar = 100 μm). (a) The SEC-Control group showed a high proliferative activity of neoplastic cells with a high mitotic index (black arrows). (b) The SEC- SOR group showed an increase in the degenerative and necrotic lesions (red arrows) with a decrease in the neoplastic cells (black arrows). (c) The SEC-LYC group showed an increase in the degenerative and necrotic lesions (red arrows) with a decrease in the neoplastic cells (black arrows). (d) The SEC-SOR-LYC group showed a marked perivascular neoplastic cells necrosis (N) (red arrows). 
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Table 1. Primer sequences *.
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	Gene
	Primer Sequence (5′–3′)
	Reference





	TNF-α
	F: CACCAGCTCTGAACAGATCATGA

R: TCAGCCCATCTTCTTCCAGATGGT
	[85]



	VEGF
	F: GGCTCTGAAACCATGAACTTTCT

R: GCAGTAGCTGCGCTGGTAGAC
	[86]



	Caspase 3
	F: GGAGTCTGACTGGAAAGCCGAA

R: CTTCTGGCAAGCCATCTCCTCA
	[87]



	Β-Actin
	F: GTG GGA ATT CGT CAG AAG GAC TCC TAT GTG

R: GAA GTC TAG AGC AAC ATA GCA CAG CTT CTC
	[88]







* VEGF: vascular endothelial growth factor, TNF-α: tumor necrosis factor-alpha, Β-Actin: beta actin.
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