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Abstract

:

Clinically, high cyclooxygenase-2 expression in malignant glioma correlates well with poor prognosis and the use of aspirin is associated with a reduced risk of glioma. To extend the current understanding of the apoptotic potential of aspirin in most cell types, this study provides evidence showing that aspirin induced glioma cell apoptosis and inhibited tumor growth, in vitro and in vivo. We found that the human H4 glioma cell-killing effects of aspirin involved mitochondria-mediated apoptosis accompanied by endoplasmic reticulum (ER) stress, Noxa upregulation, Mcl-1 downregulation, Bax mitochondrial distribution and oligomerization, and caspase 3/caspase 8/caspase 9 activation. Genetic silencing of Noxa or Bax attenuated aspirin-induced viability loss and apoptosis, while silencing Mcl-1 augmented the effects of aspirin. Data from genetic and pharmacological studies revealed that the axis of ER stress comprised an apoptotic cascade leading to Noxa upregulation and apoptosis. The apoptotic programs and mediators triggered by aspirin in H4 cells were duplicated in human U87 glioma cell line as well as in tumor-bearing BALB/c nude mice. The involvement of ER stress in indomethacin-induced Mcl-1 downregulation was reported in our previous study on glioma cells. Therefore, the aforementioned phenomena indicate that ER stress may be a valuable target for intervention in glioma apoptosis.
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1. Introduction


Cyclooxygenase (COX) is a rate-limiting enzyme involved in the synthesis of eicosanoids from membrane-released arachidonic acid. The constitutive COX-1 isozyme is present in most tissues and serves to help maintain normal physiological functions. COX-2 expression is low under normal conditions, but is rapidly induced in stressed situations to mediate pathological responses [1]. Among the pathological responses, the inducible COX-2 isozyme correlates well with cell proliferation, migration, invasion, angiogenesis, and anti-apoptosis [2,3]. Theoretically, COX-2 is an obvious target for intervention and the utility of COX-2 inhibitors represent a promising therapeutic strategy for the treatment of cancers.



Nonsteroidal anti-inflammatory drugs (NSAIDs) are commonly prescribed COX inhibitors, and include aspirin, indomethacin, and ibuprofen nonselective COX inhibitors, as well as celecoxib and NS398 selective COX-2 inhibitors. Monotherapy and combinatory therapy with COX inhibitors have been reported in the treatment of various types of cancers. Cell cycle progression, migration, invasion, angiogenesis, autophagy, apoptosis, and resistance can be classified as biochemical events that are vulnerable to either direct or indirect actions of COX inhibitors [4,5,6,7,8]. While COX inhibitors appear to induce adverse effects and off-target actions, they also display chemo-preventive properties that warrant further investigation.



Glioma is an aggressive brain cancer, particularly the most malignant type known as glioblastoma multiforme, which originates from astrocytes. Despite advances in surgical techniques, radiotherapy, chemotherapy, targeted therapy, and immunotherapy, the responses and prognosis of patients with malignant glioma remain unsatisfactory [9,10]. From a clinical perspective, COX-2 expression level in malignant glioma is strongly correlated with cell proliferation, tumor grade, and poor prognosis [11,12,13,14]. Accordingly, COX-2 expression in tumor cells has been proposed as a potential predictor of poor survival and the aggressiveness of glioma. However, the use of COX inhibitors in the treatment of glioma has been discouraged owing to their cardiovascular toxicity and the inconsistency of responses [11,15]. Therefore, it is crucial to gain a better understanding of the underlying pharmacological, biochemical, and molecular characteristics of COX inhibitors in terms of their effects on glioma cells.



Increased expression of anti-apoptotic Bcl-2 family proteins and/or decreased expression of pro-apoptotic members have been demonstrated in patients with malignant glioma, revealing a crucial role of apoptosis resistance in drug resistance, poor prognosis, and recurrence [16,17,18]. In vitro glioma cell studies have shown that COX inhibitors and other effective agents exert cancer cell-killing effects through apoptotic mechanisms [19,20,21,22]. Cell apoptosis is regulated by specialized proteins known as anti-apoptotic and pro-apoptotic proteins, which have opposing actions [19]. Mcl-1 inhibition is a promising option for the induction of cell apoptosis. The inhibition of Mcl-1 not only induces glioma cell apoptosis but also sensitizes glioma cells to therapeutic treatments [23,24,25]. Nonselective COX inhibitor aspirin induces apoptosis in most cancer cells involving Mcl-1 downregulation [19,26,27,28,29]. Despite inconsistent findings in the literature, the use of aspirin is associated with a reduced risk of glioma [30,31]. The results of cell studies also implicate the apoptotic and combinatory effects of aspirin on glioma cells [32,33]. To extend our understanding of the effects of aspirin on glioma apoptosis, the molecular bases of crosstalk between anti-apoptotic and pro-apoptotic Bcl-2 family proteins and underlying apoptotic programs were investigated.




2. Results


2.1. Aspirin Caused Cell Viability Loss in H4 Cells


Aspirin caused a reduction of cell viability, which was related to the concentration effect (Figure 1A) and time effect (Figure 1B). Cell damage was present after aspirin treatment (Figure 1C). It also had a negative effect on long-term clonogenesis (Figure 1D). Flowcytometric analyses revealed the generation of a SubG0/G1 cell population induced by aspirin in H4 cells (Figure 1E). Aspirin caused proteolytic cleavage of poly(ADP-ribose)polymerase (PARP-1) (Figure 1F) and increased activity of caspase 3, caspase 8, and caspase 9 (Figure 1G). A broad-spectrum caspase inhibitor zVAD-fmk ameliorated aspirin-induced cell viability loss (Figure 1H). The findings indicate that aspirin has an apoptotic effect on H4 glioma cells.




2.2. Aspirin Induced Mitochondria-Dependent Apoptosis in H4 Cells


To further explore the apoptotic actions caused by aspirin, cell proliferation and apoptosis-related regulators were identified using Western blotting. An upregulation of p27 and a downregulation of cyclin D1 protein were found in aspirin-treated cells (Figure 2A). Aspirin caused elevated protein levels in Bim and Noxa, while there was a reduction in protein expression in Mcl-1 and FLICE-inhibiting protein (FLIP). Aspirin had little effect on the protein levels of Bad, Bid, Puma, Bax, Bak, and Bcl-2 (Figure 2A). However, Bax and Bak mitochondrial translocation were noted (Figure 2B). Cyclosporin A, an inhibitor of the mitochondria permeability transition pore, ameliorated aspirin-increased caspase 3 activity (Figure 2C). Parallel studies further revealed an ameliorative effect of Bax channel blocker (Figure 2D) and Bax silencing (Figure 2E,F) on aspirin-induced viability loss. That is, the mitochondria-related apoptotic program was shown to be actively involved in aspirin-induced glioma cell apoptosis.




2.3. Bcl-2 Family Proteins Contributed to Aspirin-Induced Apoptosis in H4 Cells


BH3-only Bcl-2 family proteins promote the transition to apoptosis, while Mcl-1 and Bcl-2 are the key regulators involved in antagonizing the apoptotic program [19]. Thus, the role and importance of Bcl-2 family proteins in glioma apoptosis were investigated using pharmacological and genetic approaches. Bcl-2 inhibitor ABT-737 (Figure 3A) and Mcl-1 inhibitor AZD5991 (Figure 3B) had a negative effect on H4 cell viability. However, only silencing of Mcl-1 caused additional viability loss in aspirin-treated cells (Figure 3C,D). On the contrary, amelioration of aspirin-induced viability loss (Figure 3E) and caspase 3 activity (Figure 3F) occurred in Noxa-silenced but not Bim-silenced cells (Figure 3C). These findings indicate that Noxa plays a crucial role in delivering apoptotic signals caused by aspirin and Mcl-1 has an antagonizing effect.




2.4. Endoplasmic Reticulum (ER) Stress Contributed to Aspirin-Induced Noxa Upregulation and Apoptosis


Several upstream regulators participate in the expression of Noxa including ER stress, TP53, and the FoxO family members [34,35,36]. In aspirin-treated H4 cells, elevated expression of ER stress-associated proteins or phosphorylation of proteins, including PERK, eIF2α, IRE1, ATF4, and CHOP, was detected. However, the expression of FoxO1 was decreased (Figure 4A). The role of the ER stress axis in aspirin-induced Noxa expression and glioma cell apoptosis was explored by pharmacological inhibitors and RNA interference. 4-Phenylbutyrate (4-PBA), BAPTA-AM, salubrinal, and silencing of eIF2α ameliorated aspirin-induced viability loss (Figure 4B,D) and caspase 3 activity (Figure 4C,E). The ameliorative effects were not found in ATF4-silenced cells (Figure 4D,E). A reduction of aspirin-induced Noxa expression was detected in those effective treatments (Figure 4F–H). That is, the ER stress axis triggered Noxa expression and contributed to apoptosis in aspirin-treated H4 cells.




2.5. Aspirin Induced Apoptotic Programs in U87 Glioma Cells


To demonstrate the apoptotic potential of aspirin directed against glioma cells, human U87 cell line was analyzed for comparison. As with H4 cells, in U87 cells aspirin still caused loss of cell viability (Figure 5A), increase of caspase activities (Figure 5B), downregulation of cyclin D1, Mcl-1, and FLIP, as well as upregulation of Noxa, Bim, ATF4, CHOP, PERK phosphorylation, eIF2α phosphorylation, and IRE1 phosphorylation (Figure 5C). Silencing of Bax or Noxa ameliorated aspirin-induced viability loss and caspase 3 in U87 cells (Figure 5D–G). ABT-737 (Figure 5H) and AZD5991 (Figure 5I) caused viability loss in U87 cells. Silencing of Mcl-1 but not Bcl-2 caused additional viability loss in aspirin-treated U87 cells (Figure 5J). Salubrinal ameliorated aspirin-induced viability loss (Figure 5K) and caspase 3 (Figure 5L) in U87 cells. In summary, aspirin has apoptotic potential against glioma cells involving the ER stress/Noxa axis.




2.6. Aspirin Mitigated Tumor Growth in Tumor-Bearing Mice


To determine whether aspirin could alter the ER stress/Noxa axis, induce apoptosis, and retard tumor growth in vivo, U87 cells were inoculated subcutaneously into the flanks of BALB/c nude mice. Aspirin treatment caused a reduction in tumor volume (Figure 6A) and tumor weight (Figure 6B). Apparent proteolytic cleavage of PARP-1 and caspase 3 were noted in tumors treated with aspirin when compared with those treated with vehicle (Figure 7). In parallel, reduced expression of Mcl-1, increased expression of Noxa, as well as elevated protein phosphorylation of PERK and eIF2α were revealed in tumors treated with aspirin (Figure 7). The results suggest that aspirin-mediated regression of tumor growth in vivo involves the ER stress/Noxa axis and apoptosis.





3. Discussion


The therapeutic use of aspirin in clinical practice yields diverse and conflicting results, but studies have revealed a promising association of aspirin use and a reduced risk of glioma [30,31,37]. In this study we sought to gain a better understanding of the apoptotic potential of aspirin against various types of cancer cells, and found evidence that aspirin induced glioma cell apoptosis and inhibited tumor growth, in vitro and in vivo. Herein, aspirin-induced H4 glioma cell apoptosis was accompanied by Mcl-1 downregulation and Noxa upregulation, as well as Bax/Bak mitochondrial distribution and oligomerization. Genetic silencing of Mcl-1 augmented aspirin-induced glioma cell viability loss, while Bax or Noxa silence ameliorated it. The signaling of Noxa expression originated, at least in part, from the ER stress axis. The induction of aspirin-induced cell viability loss and apoptosis was also noted in U87 glioma cells and tumor tissues in tumor-bearing mice. Thus, the chemo-preventive effects of aspirin against glioma are associated with apoptosis involving the ER stress/Noxa axis.



Aspirin has a profound apoptotic effect on cancer cells via Akt, β-catenin, NF-κB or ER stress. The diverse signals converge at the mitochondria where they are integrated, resulting in anti-apoptotic protein downregulation and/or pro-apoptotic protein upregulation [38,39,40,41,42,43,44]. Mitochondria are central to the coordination of anti-apoptotic and pro-apoptotic networks, and are strictly controlled by Bax- or Bak-based pore channels. Upon formation of pore channels and the induction of mitochondrial membrane permeabilization, the released mitochondria-related pro-apoptotic mediators proceed to execute apoptotic activities. BH3-only proteins such as Bid, Puma, and Bim promote apoptosis through either direct activation of Bax/Bak translocation and oligomerization or by indirectly releasing Bax/Bak from inhibitory sequestration formed by Mcl-1, Bcl-2, or Bcl-xL. However, the apoptotic activity of Noxa is mainly mediated by competitive binding with Mcl-1, and a similar competition exists between Bad and Bcl-2 or Bcl-xL. Additionally, signals from other sources, such as death receptors are also linked to mitochondria. Phosphorylation-mediated conformational change is an alternative mechanism by which Bax/Bak activation is triggered [45,46]. The findings of the pharmacological and genetic studies highlighted the activation of Bax and its contribution to aspirin-induced glioma cell apoptosis. The pro-apoptotic effect of elevated Bim was minor, as evidenced by silencing of Bim due to the inability of aspirin-treated cells to reverse apoptosis. Meanwhile, the pro-apoptotic effect of elevated Noxa and anti-apoptotic effect of Mcl-1 in aspirin-treated cells were demonstrated by gene silencing and pharmacological inhibition. As a consequence of dynamically homeostatic interactions among the Bcl-2 family proteins [45,46], aspirin-induced Mcl-1 downregulation is assumed to result in reduced sequestration of Bax/Bak and inhibitory binding with Bim, Puma, and Bid. Under normal conditions, the downsizing of Mcl-1 function caused moderate viability loss. When there is an imbalance of pro- and anti-apoptosis proteins, and pro-apoptotic mediators are liberated from the mitochondria because of Noxa elevation, the Bax/Bak machinery is initiated in the same manner in which aspirin induced apoptosis in glioma cells. Since the changes in other apoptosis-related proteins were not significant, and no further exploration of genetic, biochemical, and pharmacological mechanisms was conducted, their possible involvement in aspirin-induced glioma cell apoptosis remains to be elucidated.



The levels of Mcl-1 and Noxa are regulated at several steps, particularly the transcriptional level [27,45,46]. ER stress represents a crucial upstream regulator of the transcription of the Bcl-2 family proteins, either promoting or inhibiting transcription [41,47]. Under stressed situations, the physiological role of ER stress is to restore the organelle’s homeostasis; however, sustained or chronic ER stress can trigger the cell death program via a complex series of biochemical events involving protein phosphorylation and transcription factors. PERK, eIF2α and IRE1 are typical substrates of phosphorylation that are activated when ER stress occurs, and ATF4 is a transcriptional factor with multiple functions [48,49]. Despite its elevation, the contribution of ATF4 to aspirin-induced Noxa expression appeared to be minor. However, the link between ER stress, PERK, and eIF2α and Noxa expression in glioma cells had been demonstrated by genetic and pharmacological studies. Evidence indicates that the co-silencing of ATF3 and ATF4 is necessary to inhibit the expression of Noxa [34]. The necessity of concurrent silencing of ATF3 and ATF4 surrounding aspirin-induced Noxa expression was not followed in this study. Although the TP53 and FoxO family members have also been implicated in the regulation of Noxa expression, their involvement appeared to be limited due to their relatively inert activity in aspirin-treated cells and H4 cells having defective TP53 [34,35,36,50].



It should be noted that growth arrest may represent an alternative mode of action in aspirin-induced viability loss due to results of flowcytometry and protein expression of p27 and cyclin D1. Activation of ER stress is able to induce glioma cell cycle arrest [51]. The involvement of cell cycle arrest and other types of cell death in aspirin-treated cells was not investigated in this study.



The current standard treatment for malignant glioma is limited to surgical resection, followed by radiotherapy and chemotherapy [9,10]. Among the various molecular mechanisms of brain cancer that have been investigated, inflammation within the brain is known to be a major contributing factor in many forms of the disease. As a pro-inflammatory mediator, the elevated expression of COX-2 has been shown to promote the growth, migration, angiogenesis, and resistance of malignant glioma [11,12,13,14]. Aspirin and NSAIDs induce apoptosis in most cell types [19,26,27,28,29]. Using in vitro and in vivo models, we found that aspirin caused apoptosis of glioma cells and regression of tumor growth. The apoptosis was accompanied by a host of biochemical changes, ER stress, Noxa upregulation, Mcl-1 downregulation, and Bax/Bak mitochondrial translocation. The ER stress axis was shown to be one mechanism by which Noxa expression was induced by aspirin. The resultant alteration of the Mcl-1/Noxa balance led to mitochondria-related apoptosis. Other than Mcl-1/Noxa, inhibition of myeloid-derived suppressor cells and Survivin in the antineoplastic effects of aspirin has also been reported [52]. Instead of cell death, reduction of cell proliferation and motility is found in aspirin-treated glioblastoma cancer stem cells [53]. Previously, we reported the role of an apoptotic axis triggered by ER stress, which led to p38 activation and Akt inactivation, resulting in Mcl-1 and FLIP downregulation in indomethacin-treated glioma cells [47]. The maintenance of ER homeostasis helps to suppress ER stress-induced apoptotic cell death in malignant glioma [54]. Evidence indicates that ER stress not only induces glioma cell apoptosis, but also sensitizes glioma cells to apoptotic treatment [55,56,57]. Therefore, the aforementioned phenomena related to glioma apoptosis indicate that ER stress may be a valuable target for intervention.



Despite these interesting findings, our study has certain limitations. The concentrations of aspirin in current cell studies (3 mM) are higher than the therapeutic aspirin concentrations in humans (~0.5 mM). These relatively high concentrations of aspirin may cause adverse effects, particularly in the gastrointestinal tract. Thus, a careful risk-benefit evaluation is required.




4. Materials and Methods


4.1. Cell Cultures


Human U87 MG glioblastoma (ATCC HTB-14) and H4 neuroglioma (ATCC HTB-148) (Manassas, VA, USA) cells were maintained in Dulbecco’s modified Eagle medium (DMEM) containing 10% fetal bovine serum (FBS). To conduct experiments, cells were placed in DMEM containing 2% FBS.




4.2. Cell Viability and Damage Assay


Cells were seeded onto a 96-well plate and subjected to treatments. At the end of treatments, cell viability and damage were measured using a MTS reduction assay kit (CellTiter 96® AQueous Non-Radioactive Cell Proliferation Assay kit) (Promega, Madison, WI, USA) and LDH Assay Kit (Abcam, Cambridge, UK), respectively.




4.3. Caspase Activity Assay


Cells were seeded onto a 6-well plate and subjected to treatments. At the end of the treatments, cells were homogenized and subjected to enzymatic reaction of caspase using the Caspase Fluorometric Assay kit (BioVision, Mountain View, CA, USA) instructions. The liberated fluorescent AMC moiety was measured with a fluorometer (Ex 380 nm and Em 460 nm) and the fluorescence signals were normalized by protein contents.




4.4. Colony Formation Assay


Cells (500 cells/well) were seeded onto 6-well plates in DMEM supplemented with 2% FBS. Two days after seeding, the cells were treated with various concentrations of aspirin (0–10 mM) for 6 days. At the end of treatments, cells were fixed and stained with crystal violet.




4.5. Flowcytometric Analysis


Cells were seeded onto a 6-well plate and subjected to treatments. At the end of treatments, the detached cells were fixed, incubated with 100 µg/mL RNase, and stained with propidium iodide (50 µg/mL. Resultant cells were analyzed using a flow cytometer (BD FACSCanto II, Franklin Lakes, NJ, USA) to assess cell cycle distribution.




4.6. Subcellular Fractionation


Cells were seeded onto a 6-well plate and subjected to treatments. At the end of treatments, mitochondrial and cytosolic fractions were prepared using a Mitochondria/Cytosol Fractionation Kit (ab65320, Abcam, Cambridge, UK) according to the manufacturer’s instructions.




4.7. Small Interfering RNA (siRNA) Transfection


The siRNAs against human Bax, Bcl-2, Mcl-1, Noxa, Bim, PERK, eIF2α, and ATF4 and control siRNA were purchased from Santa Cruz Biotechnology (Santa Cruz, CA, USA). Cells were transfected with siRNAs using INTERFERinTM siRNA transfection reagent (Polyplus-transfection, Inc., New York, NY, USA) according to the manufacturer’s instructions.




4.8. Western Blot


Proteins were extracted from treated cells and resected tumors using Tissue Protein Extraction Reagents (T-PER, Pierce Biotechnology, Rockford, IL, USA). After routine SDS-PAGE separation, transfer onto PVDF membrane, and blocking, the membranes were sequentially incubated with primary antibodies, horseradish peroxidase-labeled IgG, followed by detection using enhanced chemiluminescence (ECL) Western blotting reagents. The intensity of each signal was measured by a densitometer. The used primary antibodies recognized PARP-1, p27, cyclin D1, Bad, Bid, Bim, Puma, Noxa, Bax, Bak, Bcl-2, Mcl-1, FLIP, PERK, phospho-PERK, eIF2α, phospho-eIF2α, IRE1, phospho-IRE1, ATF4, FoxO1, CHOP, cytochrome oxidase IV (COX IV), cleaved caspase 3 (Santa Cruz Biotechnology, Santa Cruz, CA, USA), glyceraldehyde-3-phosphate dehydrogenase (GAPDH) (R&D Systems, Minneapolis, MN, USA), andβ-tubulin (Sigma-Aldrich, St. Louis, MO, USA).




4.9. Tumor Xenograft Study


The Animal Experimental Committee of Taichung Veterans General Hospital reviewed and approved the protocols of the animal study (IACUC approval code: La-1081610; IACUC approval date: 3 Jan 2019). U87 cells (1 × 106 cells in 100 µL of serum-free DMEM) were inoculated subcutaneously into the right flank of 8-week-old BALB/c nude mice. One week later, mice were randomly divided into two groups (n = 6 per group): one group of mice received once daily treatment with aspirin (50 mg/kg, p.o.) for three weeks and the other group, which served as the control, received saline vehicle. The dose of aspirin was considered according to our pilot studies (data not shown). After three weeks of treatments, tumor volume was measured using the Peira TM900 system (Peira bvba, Belgium) [58]. Then, the tumors were resected for measurement and analyses.




4.10. Statistical Analysis


Data are expressed as means ± standard deviations. Statistical comparisons were analyzed using one-way analysis of variance followed by Tukey’s or Dunnett’s test. A p value less than 0.05 was considered statistically significant.
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Figure 1. Aspirin caused cell viability loss in H4 cells. (A) H4 cells were treated with various concentrations of aspirin (0–10 mM) for 2 days. Cell viability was measured by the MTS reduction assay. (B) H4 cells were treated with aspirin (0 and 3 mM) over time. Cell viability was measured by the MTS reduction assay and the relative viability over the vehicle group was calculated. (C) H4 cells were treated with various concentrations of aspirin (0–10 mM) for 2 days. Cell damage was measured by the lactate dehydrogenase (LDH) efflux assay. (D) H4 cells were seeded for 2 days and then treated with various concentrations of aspirin (0–10 mM) for 6 days. Cell colonies were fixed and stained with crystal violet. Representative plates and the number of the colony are shown. (E) H4 cells were treated with various concentrations of aspirin (0–10 mM) for 2 days. The cell cycle distribution was assessed by flowcytometric analysis. (F) H4 cells were treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted and subjected to Western blot with indicated antibodies. (G) H4 cells were treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted and subjected to enzymatic assay of caspase activities. (H) H4 cells were treated with aspirin (0 and 3 mM) in the presence of zVAD-fmk (20 µM) for 2 days. Cell viability was measured by the MTS reduction assay. * p < 0.05 vs. untreated control and # p < 0.05 vs. aspirin (3 mM), n = 4. 
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Figure 2. Aspirin induced mitochondria-related apoptosis in H4 cells. (A) H4 cells were treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted and subjected to Western blot with indicated antibodies. (B) H4 cells were treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted from the cytosolic and mitochondrial fractions and subjected to Western blot with indicated antibodies. (C) H4 cells were treated with aspirin (0 and 3 mM) in the presence of cyclosporin A (2.5 µM) for 24 h. Proteins were extracted and subjected to enzymatic assay of caspase 3 activity. (D) H4 cells were treated with aspirin (0 and 3 mM) in the presence of Bax channel blocker (1 µM) for 2 days. Cell viability was measured by the MTS reduction assay. (E) H4 cells were first transfected with control siRNA (1 nM) or Bax siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM) for 2 days. Cell viability was measured by the MTS reduction assay. (F) H4 cells were transfected with control siRNA (1 nM) or Bax siRNA (1 nM) for 2 days. Proteins were extracted and subjected to Western blot with indicated antibodies. * p < 0.05 vs. untreated control and # p < 0.05 vs. aspirin (3 mM), n = 4. 
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Figure 3. Bcl-2 family proteins are crucial to aspirin-induced apoptosis in H4 cells. H4 cells were treated with various concentrations of ABT-737 (0–1 µM) (A) or AZD5991 (0–1 µM) (B) for 2 days. Cell viability was measured by the MTS reduction assay. (C) H4 cells were transfected with control siRNA (1 nM), Bcl-2 siRNA (1 nM), Mcl-1 siRNA (1 nM), Noxa siRNA (1 nM), or Bim siRNA (1 nM) for 2 days. Proteins were extracted and subjected to Western blot with indicated antibodies. (D) H4 cells were first transfected with control siRNA (1 nM), Bcl-2 siRNA (1 nM), or Mcl-1 siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM) for 2 days. Cell viability was measured by the MTS reduction assay. H4 cells were first transfected with control siRNA (1 nM), Noxa siRNA (1 nM), or Bim siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM). Cell viability (2 days) was measured by the MTS reduction assay (E). Proteins (24 h) were extracted and subjected to enzymatic assay of caspase 3 activity (F). * p < 0.05 vs. untreated control/control siRNA and # p < 0.05 vs. aspirin (3 mM)/control siRNA, n = 4. 
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Figure 4. ER stress was crucial to aspirin-induced Noxa expression and apoptosis in H4 cells. (A) H4 cells were treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted and subjected to Western blot with indicated antibodies. H4 cells were treated with aspirin (0 and 3 mM) in the presence of 4-phenylbutyrate (4-PBA, 250 µM), BAPTA-AM (10 µM), or salubrinal (5 µM). Cell viability (2 days) was measured by the MTS reduction assay (B). Proteins (24 h) were extracted and subjected to enzymatic assay of caspase 3 activity (C). H4 cells were first transfected with control siRNA (1 nM), eIF2α siRNA (1 nM), or ATF4 siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM). Cell viability (2 days) was measured by the MTS reduction assay (D). Proteins (24 h) were extracted and subjected to enzymatic assay of caspase 3 activity (E). (F) H4 cells were first transfected with control siRNA (1 nM), ATF4 siRNA (1 nM), Noxa siRNA (1 nM), eIF2α siRNA (1 nM), or PERK siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted and subjected to Western blot with indicated antibodies. (G) H4 cells were treated with aspirin (0 and 3 mM) in the presence of 4-phenylbutyrate (4-PBA, 250 µM), BAPTA-AM (10 µM), or salubrinal (5 µM) for 24 h. Proteins were extracted and subjected to Western blot with indicated antibodies. (H) H4 cells were first transfected with control siRNA (1 nM), ATF4 siRNA (1 nM), eIF2α siRNA (1 nM), or PERK siRNA (1 nM) for 2 days. Proteins were extracted and subjected to Western blot with indicated antibodies. * p < 0.05 vs. untreated control/control siRNA and # p < 0.05 vs. aspirin (3 mM)/control siRNA, n = 4. 
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Figure 5. Aspirin induced apoptosis in U87 cells. (A) U87 cells were treated with various concentrations of aspirin (0–10 mM) for 2 days. Cell viability was measured by the MTS reduction assay. U87 cells were treated with aspirin (0 and 3 mM) for 24 h. Proteins were extracted and subjected to enzymatic assay of caspase 3 activity (B). Proteins were extracted and subjected to Western blot with indicated antibodies (C). (D) U87 cells were transfected with control siRNA (1 nM), Bax siRNA (1 nM), Noxa siRNA (1 nM), Bcl-2 siRNA (1 nM), or Mcl-1 siRNA (1 nM) for 2 days. Proteins were extracted and subjected to Western blot with indicated antibodies. (E) U87 cells were first transfected with control siRNA (1 nM) or Bax siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM) for 2 days. Cell viability was measured by the MTS reduction assay. U87 cells were first transfected with control siRNA (1 nM) or Noxa siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM). Cell viability (2 days) was measured by the MTS reduction assay (F). Proteins (24 h) were extracted and subjected to enzymatic assay of caspase 3 activity (G). U87 cells were treated with various concentrations of ABT-737 (0–1 µM) (H) or AZD5991 (0–1 µM) (I) for 2 days. Cell viability was measured by the MTS reduction assay. (J) U87 cells were first transfected with control siRNA (1 nM), Bcl-2 siRNA (1 nM), or Mcl-1 siRNA (1 nM) for 24 h. The transfected cells were then treated with aspirin (0 and 3 mM) for 2 days. Cell viability was measured by the MTS reduction assay. U87 cells were treated with aspirin (0 and 3 mM) in the presence of salubrinal (5 µM). Cell viability (2 days) was measured by the MTS reduction assay (K). Proteins (24 h) were extracted and subjected to enzymatic assay of caspase 3 activity (L). * p < 0.05 vs. untreated control/control siRNA and # p < 0.05 vs. aspirin (3 mM)/control siRNA, n = 4. 
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Figure 6. Aspirin mitigated tumor growth in mice. U87 cells were subcutaneously implanted into BALB/c nude mice. One week after implantation, aspirin (50 mg/kg) and saline vehicle were administrated daily via oral gavage for three weeks. (A) Tumor-bearing mice, tumor image obtained from Peira TM900 system, and tumor volume are shown. (B) The dissected tumor tissues and tumor weight are shown. * p < 0.05 vs. saline, n = 6. 
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Figure 7. Aspirin induced apoptosis in tumor tissues. U87 cells were subcutaneously implanted into BALB/c nude mice. One week after implantation, aspirin (50 mg/kg) and saline vehicle were administrated daily via oral gavage for three weeks. Proteins were extracted from the dissected tumor tissues and subjected to Western blot with indicated antibodies. * p < 0.05 vs. saline, n = 6. 
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