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Abstract
Background
FAT4 functions as a tumor suppressor, and previous findings have demonstrated that FAT4 can inhibit the epithelial-to-mesenchymal transition (EMT) and the proliferation of gastric cancer cells. However, few studies have investigated the role of FAT4 in the development of colorectal cancer (CRC). The current study aimed to detect the role of FAT4 in the invasion, migration, proliferation and autophagy of CRC and elucidate the probable molecular mechanisms through which FAT4 interacts with these processes.

Methods
Transwell invasion assays, MTT assays, transmission electron microscopy, immunohistochemistry and western blotting were performed to evaluate the migration, invasion, proliferation and autophagy abilities of CRC cells, and the levels of active molecules involved in PI3K/AKT signaling were examined through a western blotting analysis. In addition, the function of FAT4 in vivo was assessed using a tumor xenograft model.

Results
FAT4 expression in CRC tissues was weaker than that in nonmalignant tissues and could inhibit cell invasion, migration, and proliferation by promoting autophagy in vitro. Furthermore, the regulatory effects of FAT4 on autophagy and the EMT were partially attributed to the PI3K-AKT signaling pathway. The results in vivo also showed that FAT4 modulated CRC tumorigenesis.

Conclusion
FAT4 can regulate the activity of PI3K to promote autophagy and inhibit the EMT in part through the PI3K/AKT/mTOR and PI3K/AKT/GSK-3β signaling pathways.
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Introduction
Colorectal cancer (CRC) is a common human malignancy and a leading cause of cancer-related mortality worldwide, and the available statistics suggest that over 1.2 million people are affected by CRC each year [1]. Further investigations of the molecular mechanisms underlying the invasive behaviors of CRC are urgently needed. FAT tumor suppressor homolog 4 (FAT4), which belongs to the FAT protein family (FAT1–4) identified in mammals, was first identified as a cancer suppressor in a mouse mammary epithelial cell line [2, 3]. Although few studies have examined the function of FAT4 in cancer, the relationship between FAT4 expression and tumorigenesis has been revealed in breast and gastric cancers, and a study conducted by Cai demonstrated that FAT4 plays a significant role in inhibiting the epithelial-to-mesenchymal transition (EMT) and the proliferation of human gastric cancer cells [4]. The EMT is essential for numerous developmental processes and is considered a hallmark of the aggressive invasion and metastasis of late-stage tumors [5, 6]. The EMT requires cancer cells to survive independently from the primary tumor site without a nutrient support system, and thus, these cells are more prone to undergo autophagy to gain energy [7].
Autophagy, which is a type of homeostatic mechanism as well as a response to stress, involves the engulfment, digestion and recycling of cellular proteins, organelles and cytoplasmic components through the lysosomal degradation pathway to sustain cellular metabolism. Autophagy might be induced in cancer cells subjected to various stressors, including radiation, hypoxia, and growth factor deprivation [7]. An increase in cell proliferation and a decrease in aerobic glycolysis result in a decreased supply of ATP, and under these conditions, autophagy plays a significant role in energy production [8]. However, the effect of autophagy on cancer cells remains controversial [9]. Autophagy might protect the genome from damage and inhibit tumorigenesis due to its function as a cancer suppressor, but this process might also activate metabolic stress responses to promote tumor growth [10, 11]. Some studies have suggested that autophagy can help cells survive, but other evidence shows that unrestrained autophagy might cause cell death [12, 13]. However, the exact contribution of autophagy to the EMT in CRC remains unclear. The studies conducted by Li and Zhu have shown that the energy provided by autophagy can promote the invasion of cancer cells by inducing the EMT in hepatocellular carcinoma and pancreatic cancer [14, 15]. However, Gugnoni’s research group revealed that autophagy might negatively control the EMT in papillary thyroid carcinoma [16]. In addition, the inhibition of autophagy might exert some effects on the EMT, and the molecular and cellular functions of FAT4 in autophagy require further analysis. The mechanism underlying the progression of autophagy is complicated, and the phosphoinositide 3-kinase (PI3K)/serine/threonine protein kinase B (AKT) pathway plays a significant role in the inhibition of autophagic progression.
The abnormal activation of PI3K, which belongs to a conserved family of lipid kinases that phosphorylate the 30-hydroxyl group of phosphoinositides [17], is very frequently observed in human cancer. This protein phosphorylates PIP2 to produce PIP3 by regulating the extracellular levels of protein kinases, such as ERK, and epidermal growth factor receptor (EGFR) [18, 19]. PIP3 is an important second messenger involved in the recruitment of AKT, which signals mTOR or GSK-3β and is involved in the activation of growth, proliferation and survival signaling responses.
In the present study, we examined the efficacy of the FAT4-induced promotion of the formation of autophagosomes to increase autophagy in vitro. We further assessed the tumor autophagy-promoting mechanism of FAT4 by decreasing the activity of the PI3K/AKT/mTOR signaling pathway in CRC and by inhibiting the EMT through reductions in the levels of proteins involved in the PI3K/AKT/GSK-3β signaling pathway. The results of these experiments should provide novel insights into the effects of FAT4 and PI3K/AKT signaling on tumor therapy.

Materials and methods
Tissue specimens
In our study, 100 formalin-fixed, paraffin-embedded CRC samples and paired adjacent benign tissues were randomly collected from 72 men and 28 women with a mean age of 60 years at the Second Affiliated Hospital of Nanchang University, Nanchang, China. Informed consent was obtained from the study participants prior to their participation, and the study was highly supported by the Medical Research Ethics Committee of the Second Affiliated Hospital of Nanchang University.

Cell culture
Human CRC cell lines (HCT116, LOVO and SW480) from the Chinese Type Culture Collection were cultured in RPMI 1640 medium (RPMI 1640, Gibco, USA) supplemented with 10% fetal bovine serum (FBS, Gibco, USA) and 2% penicillin/streptomycin (HyClone, Shanghai, China). All the cell lines were incubated under standard conditions at 37 °C in an atmosphere contaning 5% CO2.Once the cells reached approximately 80% confluence, they were passaged by trypsinization.
For the induction and inhibition of autophagy, the cells were treated with 250 nM Torin 1 (Sigma Aldrich, Missouri, USA) and 2 μM MHY1485 (Sigma Aldrich, Missouri, USA), respectively, and to regulate PI3K activity, the cells were treated with 150 nM wortmannin (Sigma Aldrich, Missouri, USA) and 50 μg/mL 740Y-P (Cayman, Michigan, USA).

Quantitative RT-PCR
We utilized the TRIzol reagent (Invitrogen, Carlsbad, CA, USA) for the extraction of total RNA from tissue samples and cultured cells. Quantitative RT-PCR was performed using a PrimeScript RT reagent kit (TaKaRa, Dalian, China) and SYBR Premix Ex Taq (TaKaRa, Dalian, China). The following primer sequences were selected: FAT4, forward, 5’-TTGAAGGAAGGAGAACCCAT-3′, and reverse, 5’-TCGTCCAATAGTAAAGAGGC-3′.

Immunohistochemistry
The CRC tissue samples were fixed with formalin and embedded in paraffin. A slide was coated with an anti-FAT4 mouse polyclonal antibody (1:300 dilution; Santa Cruz, USA), incubated overnight at 4 °C, washed three times with PBS and submerged in the corresponding biotinylated secondary antibody (DAKO, Shanghai, China) for 30 min. Furthermore, 3,3′-diaminobenzidine (DAB) (DAKO, Shanghai, China) was administered to develop the peroxidase reaction, and the tissue sections were also stained with hematoxylin. The IHC intensity was scored as follows: 0, 1, 2, and 3 points indicated no staining, minimal staining, moderate staining and strong staining, respectively. The percentage of positive cells was determined using a previously reported method, and the cells were divided into four groups: no positive cells, < 10% positive cells, 10–50% positive cells and > 50% positive cells [4].

Cell proliferation, invasion and migration assays
In brief, the cells were seeded in 96-well plates (1 × 103 cells/well) and cultured for 48 h. An MTT dye solution (5 mg/ml, Sigma, NY, USA) was added to each well, and the cells were incubated for another 4 h. Dimethyl sulfoxide (150 μl) was subsequently added, and the plates were placed in an ultraviolet spectrophotometer to measure the OD value of each well at 490 nm. The level of cell proliferation was examined at 1, 2, 3, 4, 5, 6 and 7 days after seeding. Cell invasion and migration were assessed using Boyden chambers (Millicell, Millipore, USA). Initially, 2 × 105 cells in serum-free medium were cultured in the upper chamber of a 24-well plate, and the corresponding medium supplemented with 10% FBS was placed in the lower chamber. After 36 h of incubation, the migrated cells were fixed with 4% paraformaldehyde for 10 min, stained with 0.1% crystal violet for 10 min, air dried and counted under a light microscope. The degree of cell invasion was similarly tested using inserts precoated with Matrigel (BD Biosciences, USA) to simulate circumstances requiring invasion. Each experiment was repeated three times.

Western blotting
Total protein from the CRC cell lines and tissues was isolated, and the protein concentrations were measured using the BCA protein assay kit (Pierce, IL, USA). The protein extracts were washed in lysis buffer, separated by 10% SDS-PAGE and transferred to polyvinylidene fluoride membranes (Millipore, Bedford, Massachusetts, USA). The membranes were blocked for 1 h in TBS-Tween (0.1%) with 2% BSA for the detection of phosphorylated proteins or in 5% skimmed milk for the detection of other proteins and then incubated with the following primary antibodies: FAT4 (1:300 dilution; Santa Cruz, USA), E-cadherin (1:1000 dilution; Santa Cruz, USA), N-cadherin (1:3000 dilution; Santa Cruz, USA), vimentin (1:1000 dilution; Santa Cruz, USA), Twist 1 (1:300 dilution; Santa Cruz, USA), β-catenin (1:5000 dilution; Santa Cruz, USA), LC3 (1:300 dilution; Santa Cruz, USA), P62 (1:300 dilution; Santa Cruz, USA), PI3K (1:300 dilution; Santa Cruz, USA), AKT (1:300 dilution; Santa Cruz, USA), p-AKT (1:300 dilution; Santa Cruz, USA), mTOR (1:300 dilution; Santa Cruz, USA), GSK-3β (1:300 dilution; Santa Cruz, USA), p-GSK-3β (1:300 dilution; Santa Cruz, USA), C-Myc (1:300 dilution; Santa Cruz, USA), unc-51-like kinase 1 (ULK1; 1:1000 dilution; Sigma-Aldrich, USA), p70(S6K) (1:1000 dilution; R&D Systems, USA), phospho-p70(S6K) (1:1000 dilution; R&D Systems, USA) and β-actin (1:1000 dilution; Beyotime, China). The primary antibodies were detected using specific secondary antibodies. The protein bands were visualized using an ECL detection reagent (Proteintech, Hubei, China), and the band densities were measured using imaging software.

Gene knockdown or overexpression by lentiviral transduction
Lentiviral constructs for shRNA-mediated FAT4 (LV-FAT4-shRNA-puromycin) silencing and FAT4 (LV-FAT4-puromycin) overexpression were acquired from Shanghai Genechem Co, Ltd., China. The FAT4 shRNA vector sequence was as follows: (forward) 5’-GCTTTGTATAAAGTGGAGATT-3′. The three above-mentioned cell lines were cultivated in six-well plates at a density of 0.6 × 105 cells per well (20–30% density) on the day prior to lentiviral transduction. LV-FAT4-shRNA-puromycin was used for the transduction of SW480 cells at a multiplicity of infection (MOI) of 40 using polybrene (10 μg/ml), which enhanced the infection efficiency (Genechem, China). Additionally, LOVO and HCT116 cells were transfected with LV-FAT4-puromycin at a MOI of 20 (LOVO) and 10 (HCT116). Moreover, two nontarget negative control viruses, puromycin-LV (Genechem, China), were used to transduce cells using the above-described methods to neutralize the influence of the viral vector. After 12 h of incubation, the medium was removed, and the appropriate fresh medium was added. After 48 h of incubation, the appropriate concentrations of puromycin were added to the cell cultures to kill cells that had not been transduced with the virus. At the indicated time points, the cells were used for protein and mRNA analyses and other assays.

Cell immunofluorescence and confocal microscopy
The cells were cultivated on appropriate six-well coverslips, immobilized with 4% paraformaldehyde for 20 min, permeabilized with 0.2% Triton X-100 (Beyotime, Zhenjiang, Jiangsu, China) and then blocked in 10% goat serum at 37 °C for 30 min. Primary antibodies targeting LC3 (1:300 dilution; Santa Cruz, USA) and E-catenin (1:300 dilution; Santa Cruz, USA) were added to the coverslips. After incubation at 4 °C overnight, the coverslips were washed three times in PBS and incubated with the appropriate secondary antibody (SA00009-2Cy3-goat anti-rabbit IgG for LC3 and E-catenin, Proteintech) for 2 h. The nuclei were then labeled with DAPI for 10 min, and images were captured using a confocal microscope (× 600).

Transmission electron microscopy (TEM)
For the TEM studies, the cells were exposed to RF-EMFs (1, 2, or 4 W/kg) for 24 h, harvested, washed twice with PBS (pH 7.4) at room temperature, and fixed with 2.5% glutaraldehyde. The cells were then washed three times with PBS, fixed with 1% osmic acid for 2–3 h, washed three times with PBS, dehydrated, embedded in paraffin, cut into 70-nm-thick sections using an Ultrathin slicing machine (Leica EM UC6; Leica Microsystems, Wetzlar and Mannheim, Germany), and stained with uranyl acetate-lead citrate. The cells were then observed using a transmission electron microscope (JEM1230, JEOL Ltd., Tokyo, Japan) for the detection of autophagic vacuoles.

In vivo tumorigenesis
In our study, eight-week-old male BALB/c nude mice were purchased from the Laboratory Animal Center of Wuhan. All the animal experiments adhered to the National Institutes of Health Guide for the Care and Use of Laboratory Animals and were performed using protocols approved by the Medical Research Ethics Committee of the Second Affiliated Hospital of Nanchang University. SW480 cells (2 × 106) were transduced with a FAT4 shRNA vector (LV-FAT4-shRNA-puromycin), and HCT116 and LOVO cells were transduced with a FAT4-overexpression vector (LV-FAT4-puromycin) and suspended in 100 μL of basal medium. Corresponding negative control vectors were also transduced into all three cell lines. The cells were then subcutaneously injected into the right flank of the nude mice to induce the formation of xenograft tumors. The mice were allowed to recover for 8 weeks with normal feeding and watering, and the tumors were then excised for further analysis. Specifically, the tumor volume was calculated using the formula V (mm3) = length×width2/2, and the mice were then anesthetized, euthanized, and humanely disposed.

Statistical analyses
The data were analyzed using Prism 5 (GraphPad Software, San Diego, California, USA), and the values are presented as the means ± SEMs or SDs. A two-tailed unpaired t-test was used to compare two groups. SPSS 17.0 software (SPSS Inc., Cary, North Carolina, USA) was also used for the data analyses. A P value < 0.05 was assumed to indicate a statistically significant difference, and differences between P < 0.05 and P < 0.01 are denoted by single (*) and double (**) asterisks, respectively.


Results
FAT4 expression in CRC tissues is weaker than that in nonmalignant tissues and can inhibit cell proliferation in vitro
In a preliminary study, we estimated the FAT4 expression levels in 100 random CRC patients, and our immunohistochemistry results revealed that FAT4 expression was decreased in the nuclei of the CRC sections compared with the nuclei in the nonmalignant tissues (Fig. 1a). In addition, a qRT-PCR analysis showed that FAT4 expression was lower in CRC tissues compared with nonmalignant tissues (Fig. 1c), and a western blotting assay confirmed that FAT4 protein expression was low in CRC tissues (Fig. 1b). To further understand the underlying relationship between low FAT4 expression and CRC, we detected the expression of FAT4 in three CRC cell lines, HCT116, SW480 and LOVO. The results revealed that SW480 cells exhibited high expression of FAT4, whereas the other two cell lines showed relatively low expression (Fig. 1d). To elucidate the pathological effects of FAT4 in CRC cells, we examined the proliferation of these cells through MTT assays and found that the proliferation capacity of SW480 cells with suppressed FAT4 expression was higher than that of control SW480 cells; however, the overexpression of FAT4 in HCT116 and LOVO cells led to a decline in the proliferation ability of these cells (Fig. 1e).[image: A13046_2019_1043_Fig1_HTML.png]
Fig. 1FAT4 expression in CRC tissues is weak and can inhibit cell proliferation in vitro. a Immunohistochemical staining of FAT4 in CRC and normal tissues. FAT4 expression was weaker in CRC tissues than in nonmalignant tissues. b FAT4 protein expression in representative samples of CRC tissues and paired adjacent noncancerous tissues. In CRC tissues, the expression level of FAT4 was downregulated. c The FAT4 mRNA expression levels in 100 CRC tissues and paired noncancerous tissues were assessed by qRT-PCR, which showed that FAT4 mRNA expression was significantly decreased in CRC tissues, as demonstrated using the 2-ΔΔct method. *P < 0.05, as determined by the Mann-Whitney U-test. d Levels of FAT4 protein expression in three different CRC cell lines. HCT116 and LOVO cells showed low FAT4 expression, and strong FAT4 expression was detected in SW480 cells. e The MTT assay was used to assess the proliferation of the three CRC cell lines. During the 7-day experimental period, the HCT116 and LOVO cells in which FAT4 was overexpressed showed decreased proliferation compared with the control cells, whereas the SW480 cells transfected with shRNA FAT4 showed increased cell proliferation. *P < 0.05, as determined by Student’s t-test





FAT4 plays a crucial role in the EMT and autophagy in CRC
In line with the results of our previous experiment, HCT116 and LOVO cell lines, which manifested relatively low nascent FAT4 expression, were transduced with FAT4-overexpressing constructs, and SW480 cells were transduced with shRNA to knockdown FAT4 expression. It is well accepted that E-cadherin, N-cadherin and vimentin are considered classical EMT markers, and the immunofluorescence and western blotting results demonstrated that E-cadherin expression was enhanced in FAT4-overexpressing HCT116 and LOVO cell lines and dysregulated in FAT4-knockdown SW480 cells compared with the levels in the corresponding untreated cells. In contrast, N-cadherin, vimentin, C-Myc, β-catenin and Twist1 expression showed an opposite trend (Fig. 2a-c, Fig. 3a-c). Furthermore, the function of FAT4 in gastric cancer was previously studied [3]. The EMT requires cancer cells to survive independently from the primary tumor site without a nutrient support system, and as a result, these cells might be more sensitive to autophagy [5]. Autophagy might play a crucial role in cell invasion and migration. To investigate this phenomenon, we further explored the function of FAT4 in autophagy. The overexpression of FAT4 significantly elevated the LC3-II/LC3-I ratio and ULK1 level and decreased P62 expression, as indicated by western blotting. In contrast, the knockdown of FAT4 in SW480 cells decreased the LC3-II/LC3-I ratio and ULK1 level and promoted the expression of P62 (Fig. 3a-c). Through immunofluorescence, we observed that FAT4-overexpressing HCT116 and LOVO cells showed strong LC3 expression, whereas FAT4-knockdown SW480 cells exhibited weak LC3 expression. E-cadherin showed the opposite results in the transduced cells: high expression in the FAT4-overexpresing HCT116 and LOVO cells and low expression in the FAT4-knockdown SW480 cells (Fig. 2a-c). Additionally, as observed by TEM, autophagosome formation was significantly induced in the HCT116 and LOVO cells transduced with the FAT4-overexpressing constructs, whereas the inhibition of FAT4 expression in SW480 cells resulted in a decreased formation of autophagosomes (Fig. 4a-c). Together, these findings provide strong evidence showing that FAT4 plays a crucial role in the EMT and autophagy in CRC.[image: A13046_2019_1043_Fig2_HTML.png]
Fig. 2High expression levels of FAT4 could inhibit the EMT and induce autophagy in CRC. a-c Immunofluorescence staining was performed to detect the expression of FAT4 in cells transduced with FAT4 shRNA or a FAT4-overexpression vector compared with that in cells transfected with the negative control. The results revealed that LC3 expression was elevated in the FAT4-overexpressing LOVO and HCT116 cells, whereas FAT4 knockdown inhibited the expression of LC3 in SW480 cells. a-c In addition, in HCT116 and LOVO cells, FAT4 overexpression increased E-cadherin expression, thereby inhibiting the EMT, whereas in SW480 cells, FAT4 knockdown suppressed E-cadherin expression



[image: A13046_2019_1043_Fig3_HTML.png]
Fig. 3FAT4 can regulate the EMT and autophagy in CRC. FAT4 modulates the expression of EMT and autophagy markers. a-c We performed a western blotting assessment of FAT4, β-catenin, E-cadherin, N-cadherin, vimentin, C-Myc, Twist1, ULK1, LC3 and P62 protein expression in three cell lines with modified FAT4 expression. In FAT4-overexpressing HCT116 and LOVO cells, the expression levels of N-cadherin, vimentin, P62, C-Myc, β-catenin and Twist1 were decreased, whereas E-cadherin and ULK1 expression was enhanced. The LC3-II/LC3-I ratio was higher in the FAT4-overexpressing HCT116 and LOVO cells. SW480 cells transfected with shRNA FAT4 exhibited the opposite outcomes. *P < 0.05, as determined by Student’s t-test



[image: A13046_2019_1043_Fig4_HTML.png]
Fig. 4Effects of FAT4 on autophagosomes in CRC cells. a, b Autophagosomes were observed by TEM in CRC cells. The results showed increased autophagosomes in FAT4-overexpressing HCT116 and LOVO cells compared with the control cells. c The inhibition of FAT4 expression in SW480 cells decreased the number of autophagosomes. Magnification, × 1500 and 5000





The regulatory effects of FAT4 on autophagy and the EMT are partially due to the PI3K-AKT signaling pathway
Based on the above-described results, we hypothesized that FAT4 played a significant role in the EMT and autophagy to affect the tumor characteristics of CRC cells and that this activity partially relies on the PI3K-AKT signaling pathway. Based on these assumptions, we aimed to detect the relevant effectors within this pathway through western blotting. First, we evaluated PI3K expression in these three cell lines, and the results indicated that PI3K expression was notably downregulated in the two FAT4-overexpressing cell lines compared with the FAT4-knockdown SW480 cells (Fig. 5a-c). Furthermore, the level of p-AKT expression was reduced after FAT4 overexpression, and SW480 cells with suppressed FAT4 expression showed increased levels of this protein (Fig. 5a-c). In addition, as demonstrated by the western blotting assays, the FAT4-overexpressing HCT116 and LOVO cells exhibited higher levels of GSK-3β and lower levels of mTOR expression compared with those in the corresponding control cells. The level of p-p70S6K expression was reduced following FAT4 overexpression, and the suppression of FAT4 expression in SW480 cells increased the expression of p-p70S6K (Fig. 5a-c). However, the knockdown of FAT4 led to decreased GSK-3β and increased mTOR expression, and the phosphorylation of GSK-3β (p-GSK-3β) showed the opposite trend to GSK-3β, which revealed that the regulatory effects of FAT4 can be partially attributed to the PI3K-AKT-mTOR and PI3K-AKT-GSK-3β signaling pathways (Fig. 5a-c). Although the carcinostatic function of FAT4 is specific, further investigation is urgently needed to illustrate the mechanism through which FAT4 affects the EMT and autophagy in tumors via the PI3K-AKT signaling pathway. Thus, we applied wortmannin, a PI3K-AKT signaling pathway inhibitor, and the activator 740Y-P to the cells showing stable FAT4 knockdown or overexpression and evaluated the expression of PI3K, AKT, p-AKT, mTOR, GSK-3β, p-GSK-3β and β-catenin by western blot analysis. The results showed that in the FAT4-overexpressing HCT116 and LOVO cells, the expression levels of PI3K, p-AKT, mTOR, p-GSK-3β and β-catenin were increased after treatment with the PI3K activator 740Y-P, but these levels were reduced in the FAT4-knockdown SW480 cells after treatment with the PI3K inhibitor wortmannin (Fig. 6a-c). In contrast, GSK-3β showed the opposite results (Fig. 6a-c). In addition, the LC3-II/LC3-I expression ratio was decreased in the FAT4-overexpressing HCT116 and LOVO cells after 740Y-P treatment, but the levels of P62 were augmented in these cells (Fig. 6a-c). Additionally, wortmannin treatment inhibited the PI3K-AKT signaling pathway, leading to reduced expression of PI3K, p-AKT, mTOR, β-catenin, and p-GSK-3β, whereas the GSK-3β level was increased in FAT4-silenced SW480 cells. In contrast, the LC3-II/LC3-I expression ratio was increased after wortmannin treatment, resulting in inhibition of the PI3K-AKT-mTOR signaling pathway and thereby the induction of autophagy, as demonstrated by a decreased level of the negative autophagy marker P62. Considering these results, we conclude that the regulatory effects of FAT4 on autophagy and the EMT can be partially attributed to the PI3K-AKT-mTOR and PI3K-AKT-GSK-3β signaling pathways.[image: A13046_2019_1043_Fig5_HTML.png]
Fig. 5FAT4 induces autophagy and inhibits the EMT through the PI3K-AKT signaling pathway. a-c The levels of relevant signaling pathway proteins in cells transduced with FAT4 shRNA or a FAT4-overexpression vector were examined by western blotting, and the images were compared with those of NC cells. As shown, FAT4 overexpression visibly decreased the expression levels of PI3K, p-AKT, mTOR, p-p70S6K and p-GSK-3β and induced GSK-3β. In SW480 cells, the knockdown of FAT4 increased the expression of PI3K, p-AKT, mTOR, p-p70S6K and p-GSK-3β and reduced GSK-3β expression compared with the levels observed in the control cells. β-Actin was used as the internal control. *P < 0.05, as determined by Student’s t-test



[image: A13046_2019_1043_Fig6_HTML.png]
Fig. 6FAT4 regulates autophagy and the EMT by regulating the level of PI3K. a-c The levels of various factors in cells transduced with a target gene or negative control and treated with either the PI3K inhibitor wortmannin or the PI3K activator 740Y-P were examined by western blotting. The treatment of FAT4-overexpressing cells with 740Y-P increased the expression of PI3K, p-AKT, mTOR, β-catenin and p-GSK-3β but decreased the expression of GSK-3β. In these cells, the LC3-II/LC3-I ratio, which is used as an autophagy marker, was reduced, and P62 expression was increased; these changes result in the inhibition of autophagy. The treatment of sh-FAT4 SW480 cells with the PI3K inhibitor wortmannin reduced the expression of PI3K, p-AKT, mTOR, β-catenin and p-GSK-3β, increased the expression of GSK-3β and LC3-II/LC3-I ratio, and decreased the expression of P62. *P < 0.05, as determined by Student’s t-test





Autophagy induction regulates the migration and invasion of CRC cells
To confirm the inhibitory function of autophagy in cell chemotaxis, we analyzed the migration and invasion capability of CRC cells transduced with FAT4-overexpressing or FAT4-knockdown constructs. Our previous results demonstrated that FAT4 can promote autophagy and inhibit the migration and invasion of CRC cells via the PI3K-AKT-mTOR and PI3K-AKT-GSK-3β signaling pathways. Additionally, we questioned whether FAT4 can reduce the EMT by increasing the activity of autophagy. The study conducted by Gugnoni indicated that accumulated P62 might ubiquitinate Twist1 to promote the stabilization of Twist1 and the EMT in papillary thyroid carcinomas [4]. However, in CRC, whether FAT4 can regulate autophagy to influence the EMT needs to be confirmed. Thus, we applied MHY1485, an autophagy inhibitor (mTOR promoter), and the activator Torin 1 (mTOR inhibitor) to the cells showing stable FAT4 overexpression or knockdown and evaluated the expression of LC3, P62 and Twist1. The results showed that in the FAT4-overexpressing HCT116 and LOVO cells, the expression levels of P62 and Twist1 were increased after treatment with the autophagy inhibitor MHY1485, but these levels were reduced in FAT4-knockdown SW480 cells treated with the autophagy activator Torin 1. In addition, the LC3-II/LC3-I expression ratio was decreased in the FAT4-overexpressing HCT116 and LOVO cells following MHY1485 treatment, and this ratio was increased in the FAT4-knockdown SW480 cells treated with Torin 1. The inhibition of autophagy is associated with an increased level of P62, which prevents the degradation of Twist1. Transwell assays revealed that cell migration and invasion were promoted after the attenuation of autophagy in the FAT4-overexpressing HCT116 and LOVO cells treated with the autophagy inhibitor MHY1485, whereas the FAT4-knockdown SW480 treated with the autophagy activator Torin 1 showed poor cell migration and invasion (Fig. 7a-c). These findings demonstrate that autophagy can partially inhibit the migration and invasion of CRC cells, and this effect can be partly attributed to the PI3K-AKT-mTOR signaling pathway.[image: A13046_2019_1043_Fig7_HTML.png]
Fig. 7Autophagy induction regulates the migration and invasion of CRC cells. a-c In FAT4-overexpressing HCT116 and LOVO cells, the expression levels of P62 and Twist1 were increased after treatment with the autophagy inhibitor MHY1485, but these levels were reduced in FAT4-knockdown SW480 cells treated with the autophagy activator Torin 1. In addition, the LC3-II/LC3-I expression ratio was decreased in FAT4-overexpressing HCT116 and LOVO cells treated with MHY1485 and increased in FAT4-knockdown SW480 cells treated with Torin 1. d Transwell assays revealed that cell migration and invasion were promoted after autophagy was blocked in FAT4-overexpressing HCT116 and LOVO cells by treatment with the autophagy inhibitor MHY1485. In FAT4-knockdown SW480 cells, the promotion of autophagy by treatment with the autophagy activator Torin 1 inhibited cell migration and invasion. *P < 0.05, as determined by Student’s t-test





FAT4 modulates CRC tumorigenesis in vivo
After gaining abundant acknowledgement of the in vitro effects of FAT4, we sought to further elucidate the tumor suppressor role of FAT4 during tumor growth in vivo. Thus, we constructed a tumor xenograft model. Specifically, tumor xenografts were successfully obtained with FAT4-overexpressing HCT116 and LOVO cells, and the tumor volumes obtained with these cells were smaller than those obtained with the control cell lines. In contrast, the tumors derived from the FAT4-silenced SW480 cells were increased compared with those obtained with the non-transduced SW480 cells. The tumor growth curve is demonstrated in the right panel of Fig. 8b. Furthermore, throughout the growth process, the average tumor weight was typically obtained in the groups with reduced FAT4 expression, whereas the FAT4-overexpressing HCT116 and LOVO cells yielded tumors with relatively lighter weights throughout the growth process (Fig. 8a). In conclusion, these data are consistent with the results from the in vitro cell proliferation assay and indicate that FAT4 is associated with CRC progression and tumorigenesis in vivo.[image: A13046_2019_1043_Fig8_HTML.png]
Fig. 8Effect of FAT4 knockdown and overexpression on tumorigenesis in vivo. a Photographs of tumors excised from mice injected with normal cells or cells with modified FAT4 expression (n = 5 per group). After 56 days, the mice were sacrificed, and the tumors were weighed. b Tumor growth curves for mice injected with normal cells or cells with modified FAT4 expression. *P < 0.05, as determined by Student’s t-test






Discussion
CRC is a common human malignancy, and an in-depth understanding of its molecular mechanisms is urgently needed [1]. In this study, we aimed to carefully determine the role of the FAT4 gene in CRC development and to identify the associated signaling mechanisms. The EMT is a physiological process that increases the invasion and migration abilities of cells and has been found to be important for tumor metastasis and development in numerous cancers [6]. The expression levels of some molecular markers could reveal the extent of the EMT because reduced E-cadherin expression and upregulated N-cadherin and vimentin expression significantly induce the EMT [20, 21]. Previous studies have shown that FAT4 can enhance the expression of E-cadherin and inhibit the expression of N-cadherin and vimentin to inhibit the EMT. Twist1, a significant mediation factor downstream of β-catenin, is involved in promoting the EMT [4]. Additionally, Twist1 induces a decrease in E-cadherin-mediated cell-cell adhesion to promote the EMT [22]. After β-catenin accumulates in the cytoplasm, it translocates to the nucleus and forms an active complex with LEF (lymphoid enhancer factor) and TCF proteins to induce the transcription of downstream target genes [6]. In addition, FAT4 might decrease the levels of β-catenin and then downregulate Twist1 expression to suppress CRC development, as demonstrated in the study of gastric cancer conducted by Cai [4]. The EMT enables cancer cells to survive independently from the primary tumor site without a nutrient support system, and thus, these cells might be show some increased sensitivity to autophagy [7].
Autophagy is a lysosomal degradation pathway that engulfs, digests and recycles intracellular proteins and organelles to produce energy [23], and this process could also limit cell damage and sustain viability under detrimental conditions. Compared with normal cells, cancer cells face more environmental and intrinsic metabolic stresses and might be notably more dependent on autophagy [24]. To balance cellular degradation and the maintenance of functional integrity, autophagy is selective and leads to mitophagy [7]. The increase in FAT4 expression observed in CRC cells could enhance the levels of LC3 and ULK1 and decreasing P62 accumulation, as demonstrated by our western blotting results, which indicates that FAT4 might promote autophagy in CRC. After its processing, LC3 plays a significant role in the formation of autophagosomes through a mechanism related to the autophagosome membrane. This protein is found in two forms, LC3-I and LC3-II: LC3-I is cytosolic, whereas LC3-II is present both inside and outside autophagosomes [25, 26]. In addition, LC3-II might regulate the formation of autophagosomes and control the number of autophagosomes [27, 28]. In addition to autophagy-promoting serine-threonine kinases, the level of ULK1 is critical for the regulation of autophagy [29, 30], and autophagy can also be regulated by other nutrient-sensitive kinases, such as TORC1 [31, 32]. Self-phosphorylated ULK1 can phosphorylate both FIP200 and Atg13, which might promote translocation of the entire complex to induce autophagy [33–35]. Moreover, P62 and ubiquitin-containing protein aggregates can be induced to form, and these can combine with Atg8 in autophagic membranes to instigate the breakdown of autophagosomes [36, 37]. P62 accumulation directly induces elevation sin oxidative stress and mitochondrial damage, and an increase in P62 expression results in autophagy deficiency [7].
The EMT and autophagy are linked through a disputed and still unclear relationship in CRC. Some studies have indicated that autophagy plays a significant role in promoting the invasion and migration of hepatocellular carcinoma cells by inducing the EMT [14, 15]. Autophagy might protect against tumor initiation by decreasing genomic instability and helping remove damaged organelles and proteins [38]. However, a recent study showed that upregulation of the autophagic machinery might limit the EMT phenotype by increasing the instability of key EMT proteins [16]. In this study, we compared the molecular and cellular functions of FAT4 between autophagy and the EMT and observed that Twist1 is downregulated in CRC cells treated with the mTOR inhibitor Troin1 and that Twist1 expression is upregulated by treatment with the mTOR promoter MHY1485, which can decrease the level of E-cadherin. The results related to the E-cadherin levels showed a consistent trend, which indicated that autophagy might inhibit the EMT in CRC cells. Under autophagy-deficient conditions, cell proliferation and migration are increased through the accumulation of P62 and the subsequent ubiquitination of Twist1 to promote its stabilization [39]. Twist1 can be removed through both autophagy and proteasomal degradation. However, in autophagy-deficient cells, the degradation of Twist1 by the autophagosome is inhibited [40], supporting an important role for autophagy in EMT repression.
Autophagy can be controlled by the downstream targets of mTOR, a significant signaling node of the PI3K/AKT/mTOR pathway [41, 42]. PI3K phosphorylates PIP2 to produce PIP3, and PIP3 can induce the phosphorylation of the serine residues 308 and 473 (Ser308 and Ser473, respectively) of AKT. p-AKT (phosphorylated AKT) can activate mTOR by inhibiting TSC2 and TSC. In addition, mTOR might promote mRNA translation by phosphorylating S6K1 and then p70S6K to promote the adhesion of ribosomes to the endoplasmic reticulum, thereby preventing the formation of autophagic membranes and inhibiting autophagy activity [43, 44]. The corresponding results from our study show that FAT4 might inhibit the levels of PI3K and decrease the expression of p-AKT and mTOR to promote autophagy. Additionally, the PI3K/AKT pathway, particularly its substrates, plays a crucial role in the EMT [45, 46]. p-Akt can phosphorylate GSK-3β at Ser9 and inhibit its kinase activity to decrease GSK-3β [47, 48], a major member of the destruction complex (APC, GSK-3β and Axin-2), which is capable of downregulating both T-β-catenin and N-β-catenin in cells [49–51]. FAT4 can increase the expression levels of constituents of this complex by subsequently downregulating both T-β-catenin and N-β-catenin expression in gastric cancer [4]. Moreover, the in vivo study of the function of FAT4 yielded similar results (Fig. 9).[image: A13046_2019_1043_Fig9_HTML.png]
Fig. 9Schematic diagram of the mechanism through which FAT4 inhibits the EMT and promotes autophagy in CRC via the PI3K/AKT/GSK-3β and PI3K/AKT/mTOR signaling pathways. Through the overexpression and silencing of FAT4 and PI3K, we demonstrated that FAT4 might negatively regulate PI3K to inhibit cancer development. In addition, FAT4 can inhibit the EMT by promoting autophagy and decreasing the level of Twist1





Conclusions
In summary, our data reveal that FAT4 is a tumor suppressor in CRC. Moreover, FAT4 silencing inhibits CRC cell autophagy and stimulates the invasion and migration of these cells as well as the EMT, whereas the overexpression of FAT4 yields the opposite results and increases autophagy. Furthermore, the stimulatory effects of FAT4 on autophagy occur through the upregulation of LC3 and the downregulation of P62 and through the effects of FAT4 on the EMT, as evidenced by the detected changes in the expression levels of E-cadherin and Twist1. Moreover, an increase in FAT4 leads to a reduction in xenograft tumor growth in vivo, whereas the opposite outcome was obtained with FAT4 knockdown. Therefore, we conclude that FAT4 regulates the activity of PI3K to promote autophagy and inhibit the EMT, and these effects are partly achieved through the PI3K/AKT/mTOR and PI3K/AKT/GSK-3β signaling pathways. We anticipate that this study will provide a basis for establishing new strategic approaches for the development of effective CRC therapies.

Acknowledgements
Not applicable.
Funding
This work was supported by grants from the National Natural Science Foundation of China (Grant numbers 81560365, 81760408, and 81860435).

Availability of data and materials
The datasets generated from the patients during the current study are not.
publicly available in accordance with the local health research ethics protocols.
but might be available from the corresponding author.


Authors’ contributions
WX and JL designed the study. YX, RW, YS, and HY performed the experiments. RW and YX collected the data. RW, YX, and YS analyzed and interpreted the data. WX and JL prepared the manuscript. All the authors read and approve the final manuscript.

Ethics approval and consent to participate
The study was highly supported by the Medical Research Ethics Committee of the Second Affiliated Hospital of Nanchang University.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published maps and institutional affiliations.


[image: Creative Commons]Open Access This article is distributed under the terms of the Creative Commons Attribution 4.0 International License (http://​creativecommons.​org/​licenses/​by/​4.​0/​), which permits unrestricted use, distribution, and reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://​creativecommons.​org/​publicdomain/​zero/​1.​0/​) applies to the data made available in this article, unless otherwise stated.

References
1.
Siegel RL, Miller KD, Fedewa SA, Ahnen DJ, Meester RG, Barzi A, Jemal A. Colorectal cancer statistics, 2017. CA Cancer J Clin. 2017;67:177–93.Crossref

2.
Ishiuchi T, Misaki K, Yonemura S, Takeichi M, Tanoue T. Mammalian fat and Dachsous cadherins regulate apical membrane organization in the embryonic cerebral cortex. J Cell Biol. 2009;185:959–67.Crossref

3.
Katoh Y, Katoh M. Comparative integromics on FAT1, FAT2. FAT3 and FAT4, International Journal of Molecular Medicine. 2006;18:523–8.PubMed

4.
Egan D, Chun MH, Vamos M, Zou H, Rong J, Miller C, Lou HJ, Raveendra-Panickar D, Yang CC, Sheffler D. Small molecule inhibition of the autophagy kinase ULK1 and identification of ULK1 substrates. Mol Cell. 2015;59:285–97.Crossref

5.
Burk U, Schubert J, Wellner U, Schmalhofer O, Vincan E, Spaderna S, Brabletz T. A reciprocal repression between ZEB1 and members of the miR-200 family promotes EMT and invasion in cancer cells. EMBO Rep. 2008;9:582–9.Crossref

6.
Zhou D, Vinodh K, Chen X, Li J, Leng X, Zhang J, Xuan S. RBP2 induces stem-like cancer cells by promoting EMT and is a prognostic marker for renal cell carcinoma. Exp Mol Med. 2016;48:e238.Crossref

7.
Mathew R, Karantzawadsworth V, White E. Role of autophagy in cancer. Medical Recapitulate. 2010;7:961.

8.
Mathew R, Karantza‐Wadsworth V, White E. Assessing metabolic stress and autophagy status in epithelial tumors. Elsevier Science & Technology; 2009.

9.
Karantzawadsworth V, Patel S, Kravchuk O, Chen G, Mathew R, Jin S, White E. Autophagy mitigates metabolic stress and genome damage in mammary tumorigenesis. Genes Dev. 2007;21:1621–35.Crossref

10.
Levine B. Cell biology: autophagy and cancer. Nature. 2007;446:745.Crossref

11.
S. Pankiv, T.H. Clausen, T. Lamark, A. Brech, J.A. Bruun, H. Outzen, A. Øvervatn, G. Bjørkøy, T. Johansen, p62/SQSTM1 binds directly to Atg8/LC3 to facilitate degradation of ubiquitinated protein aggregates by autophagy, AIP Adv (2007).

12.
Gozuacik D, Kimchi A. Autophagy as a cell death and tumor suppressor mechanism. Oncogene. 2004;23:2891–906.Crossref

13.
Debnath J, Baehrecke EH, Kroemer G. Does autophagy contribute to cell death? Autophagy. 2005;1:66–74.Crossref

14.
Li J, Yang B, Zhou Q, Wu Y, Shang D, Guo Y, Song Z, Zheng Q, Xiong J. Autophagy promotes hepatocellular carcinoma cell invasion through activation of epithelial-mesenchymal transition. Carcinogenesis. 2013;34:1343–51.Crossref

15.
Zhu H, Wang D, Zhang L, Xie X, Wu Y, Liu Y, Shao G, Su Z. Upregulation of autophagy by hypoxia-inducible factor-1α promotes EMT and metastatic ability of CD133+ pancreatic cancer stem-like cells during intermittent hypoxia. Oncol Rep. 2014;32:935–42.Crossref

16.
Gugnoni M, Sancisi V, Gandolfi G, Manzotti G, Ragazzi M, Giordano D, Tamagnini I, Tigano M, Frasoldati A, Piana S. Cadherin-6 promotes EMT and cancer metastasis by restraining autophagy. Oncogene. 2016;36:667.Crossref

17.
Yuan TL, Cantley LC. PI3K pathway alterations in cancer: variations on a theme. Oncogene. 2008;27:5497–510.Crossref

18.
Czech MP. PIP2 and PIP3: complex roles at the cell surface. Cell. 2000;100:603–6.Crossref

19.
Rheenen JV, Song X, Roosmalen WV, Cammer M, Chen X, Desmarais V, Yip SC, Backer JM, Eddy RJ, Condeelis JS. EGF-induced PIP2 hydrolysis releases and activates cofilin locally in carcinoma cells. J Cell Biol. 2007;179:1247–59.Crossref

20.
Gravdal K, Halvorsen OJ, Haukaas SA, Akslen LA. A switch from E-cadherin to N-cadherin expression indicates epithelial to Mesenchymal transition and is of strong and independent importance for the Progress of prostate Cancer, clinical Cancer research an official journal of the American association for. Cancer Res. 2007;13:7003.

21.
K. Vuoriluoto, ., H. Haugen, ., S. Kiviluoto, ., M. J-P, J. Nevo, ., C. Gjerdrum, ., C. Tiron, ., J.B. Lorens, J. Ivaska, . Vimentin regulates EMT induction by slug and oncogenic H-Ras and migration by governing Axl expression in breast cancer, Oncogene, 30 (2011) 1436–1448.Crossref

22.
Shamir ER, Pappalardo E, Jorgens DM, Coutinho K, Tsai WT, Aziz K, Auer M, Tran PT, Bader JS, Ewald AJ. Twist1-induced dissemination preserves epithelial identity and requires E-cadherin. J Cell Biol. 2014;204:839–56.Crossref

23.
Choi AMK, Ryter SW, Levine B. Autophagy in human health and disease — NEJM. N Engl J Med. 2013;368:651–62.Crossref

24.
Kroemer G, Mariño G, Levine B. Autophagy and the integrated stress response. Mol Cell. 2010;40:280–93.Crossref

25.
Tanida I, Ueno TE. LC3 conjugation system in mammalian autophagy. Int J Biochem Cell Biol. 2004;36:2503–18.Crossref

26.
Fujita N, Itoh T, Omori H, Fukuda M, Noda T, Yoshimori T. The Atg16L complex specifies the site of LC3 lipidation for membrane biogenesis in autophagy. Mol Biol Cell. 2008;19:2092–100.Crossref

27.
Ito H, Daido S, Kanzawa T, Kondo S, Kondo Y. Radiation-induced autophagy is associated with LC3 and its inhibition sensitizes malignant glioma cells. Int J Oncol. 2005;26:1401–10.PubMed

28.
Jian X, Xiao-yan Z, Bin H, Yu-feng Z, Bo K, Zhi-nong W, Xin N. MiR-204 regulate cardiomyocyte autophagy induced by hypoxia-reoxygenation through LC3-II. Int J Cardiol. 2011;148:110–2.Crossref

29.
Joungmok K, Mondira K, Benoit V, Kun-Liang G. AMPK and mTOR regulate autophagy through direct phosphorylation of Ulk1. Nat Cell Biol. 2011;13:132–41.Crossref

30.
Mizushima N. The role of the Atg1/ULK1 complex in autophagy regulation. Curr Opin Cell Biol. 2010;22:132–9.Crossref

31.
Alers S, Löffler AS, Wesselborg S, Stork B. Role of AMPK-mTOR-Ulk1/2 in the regulation of autophagy: cross talk, shortcuts, and feedbacks. Mol Cell Biol. 2012;32:2–11.Crossref

32.
Dan E, Joungmok K, Shaw RJ, Kun-Liang G. The autophagy initiating kinase ULK1 is regulated via opposing phosphorylation by AMPK and mTOR. Autophagy. 2011;7:643–4.Crossref

33.
Heesun C, Tullia L, Junmin W, Chao L, Thompson CB. Ammonia-induced autophagy is independent of ULK1/ULK2 kinases. Proc Natl Acad Sci U S A. 2011;108:11121–6.Crossref

34.
Libin S, Xiaodong W. AMPK and mTOR coordinate the regulation of Ulk1 and mammalian autophagy initiation. Autophagy. 2011;7:924–6.Crossref

35.
Egan DF, Shackelford DB, Mihaylova MM, Sara G, Kohnz RA, William M, Vasquez DS, Aashish J, Gwinn DM, Rebecca T. Phosphorylation of ULK1 (hATG1) by AMP-activated protein kinase connects energy sensing to mitophagy. Science. 2011;331:456.Crossref

36.
Komatsu M, Kurokawa H, Waguri S, Taguchi K, Kobayashi A, Ichimura Y, Sou YS, Ueno I, Sakamoto A, Tong KI. The selective autophagy substrate p62 activates the stress responsive transcription factor Nrf2 through inactivation of Keap1. Nat Cell Biol. 2010;12:213–23.Crossref

37.
Komatsu M, Waguri S, Koike M, Sou YS, Ueno T, Hara T, Mizushima N, Iwata J, Ezaki J, Murata S. Homeostatic levels of p62 control cytoplasmic inclusion body formation in autophagy-deficient mice. Cell. 2007;131:1149–63.Crossref

38.
Di BS, Nazio F, Cecconi F. The role of autophagy during development in higher eukaryotes. Traffic. 2010;11:1280.Crossref

39.
Lei Q, Baozhong Z, Mei M, Ning W, Tong-Chuan H, Seungmin H, Andrew T, Yu-Ying H. Regulation of cell proliferation and migration by p62 through stabilization of Twist1. Proc Natl Acad Sci U S A. 2014;111:9241–6.Crossref

40.
Qiang L, He YY. Autophagy deficiency stabilizes TWIST1 to promote epithelial-mesenchymal transition. Autophagy. 2014;10:1864–5.Crossref

41.
Saiki S, Sasazawa Y, Imamichi Y, Kawajiri S, Fujimaki T, Tanida I, Kobayashi H, Sato F, Sato S, Ishikawa KI. Caffeine induces apoptosis by enhancement of autophagy via PI3K/Akt/mTOR/p70S6K inhibition. Autophagy. 2011;7:176–87.Crossref

42.
Bodine SC, Stitt TN, Gonzalez M, Kline WO, Stover GL, Bauerlein R, Zlotchenko E, Scrimgeour A, Lawrence JC, Glass DJ. Akt/mTOR pathway is a crucial regulator of skeletal muscle hypertrophy and can prevent muscle atrophy in vivo. Nat Cell Biol. 2001;3:1014–9.Crossref

43.
Gao N, Flynn DC, Zhang Z, Zhong XS, Walker V, Liu KJ, Shi X, Jiang BH. G1 cell cycle progression and the expression of G1 cyclins are regulated by PI3K/AKT/mTOR/p70S6K1 signaling in human ovarian cancer cells. Am J Physiol Cell Physiol. 2004;287:C281.Crossref

44.
Qian Y, Corum L, Meng Q, Blenis J, Zheng JZ, Shi X, Flynn DC, Jiang BH. PI3K induced actin filament remodeling through Akt and p70S6K1: implication of essential role in cell migration. American Journal of Physiology Cell Physiology. 2004;286:C153.Crossref

45.
Lee YJ, Han HJ. Troglitazone ameliorates high glucose-induced EMT and dysfunction of SGLTs through PI3K/Akt, GSK-3β, Snail1, and β-catenin in renal proximal tubule cells. Am J Physiol Renal Physiol. 2010;298:F1263.Crossref

46.
Byers LA, Diao L, Wang J, Saintigny P, Girard L, Peyton M, Shen L, Fan Y, Giri U, Tumula PK. An epithelial-mesenchymal transition (EMT) gene signature predicts resistance to EGFR and PI3K inhibitors and identifies Axl as a therapeutic target for overcoming EGFR inhibitor resistance. Clin Cancer Res. 2013;19:279–90.Crossref

47.
Qiying X, Zelin S, Meifang C, Qiaoqing Z, Tianlun Y, Jun Y. IL-8 up-regulates proliferative angiogenesis in ischemic myocardium in rabbits through phosphorylation of Akt/GSK-3β(ser9) dependent pathways. Int J Clin Exp Med. 2015;8:12498.

48.
Yang W, Zhang Y, Li Y, Wu Z, Zhu D. Myostatin induces cyclin D1 degradation to cause cell cycle arrest through a phosphatidylinositol 3-kinase/AKT/GSK-3 beta pathway and is antagonized by insulin-like growth factor 1. J Biol Chem. 2007;282:3799.Crossref

49.
Xu W, Wang Z, Zhang W, Qian K, Li H, Kong D, Li Y, Tang Y. Mutated K-ras activates CDK8 to stimulate the epithelial-to-mesenchymal transition in pancreatic cancer in part via the Wnt/β-catenin signaling pathway. Cancer Lett. 2015;356:613–27.Crossref

50.
Haraguchi K, Ohsugi M, Abe Y, Semba K, Akiyama T, Yamamoto T. Ajuba negatively regulates the Wnt signaling pathway by promoting GSK-3β-mediated phosphorylation of β-catenin. Oncogene. 2007;27:274.Crossref

51.
Ikeda S, Kishida S, Yamamoto H, Murai H, Koyama S, Kikuchi A. Axin, a negative regulator of the Wnt signaling pathway, forms a complex with GSK-3β and β-catenin and promotes GSK-3β-dependent phosphorylation of β-catenin. EMBO J. 1998;17:1371–84.Crossref




OEBPS/sidebar.gif





OEBPS/cc-by.png
() _®





OEBPS/A13046_2019_1043_Fig2_HTML.png
B HCT116

NC

Fat4

E-cadherin E-cadherin E-cadherin






OEBPS/A13046_2019_1043_Fig4_HTML.png
A Lovo B HCT116 C SW480
Fat4






OEBPS/A13046_2019_1043_Fig8_HTML.png
NC

+FAT4

Tumor volume(mm3)

800:

600:

400

200:

Lovo

~o- Normal
- +FAT4

Lovo

Tumor volume(mm3)

HCTI116

HCT116

~o- Normal
-# +FAT4

Weeks

NC

sh-FAT4

Tumor volume(mm3)

SW480

1000: ~o- Normal
-= sh-FAT4
800
600 x*
400
200-
23 4567 8

Weeks

Tumor weight(g)

Tumor weight(g)

= Normal
- FATS

Lovo

- Normal
- AFAT

SWag0

= Normal
- shFATE






OEBPS/contact.gif





OEBPS/A13046_2019_1043_Fig1_HTML.png
A Colorectal Cancer

FAT4

B

N Ti No T Ns Ts N Tu

= — ——

R ——— N ——————— }-2C1i1

Non-malignant Tissues

Relative FAT4 expression
s 2

.

Relative FAT4 mRNA levels O

Normal

§
o &Y
IR

— — Q Fat4

— e w— -octin

Lovo

g

o

2
8 10,
£
508
2
£ o
g
3 00
K
i o2
2
5 oo
I3 © © &
S ~
S & &
HCT116 Swaso
e - Normal
- shFATS

g

‘The average absorbance values.
3

l!

i s s o7 8
o/

== Normal
o +FAT4
1z 3
AY

The average absorbance values

‘The average absorbance values






OEBPS/A13046_2019_1043_Fig5_HTML.png
A Lovo B HCT116 C
NC FAT4 NC FAT4

- am» FAT4 ~ = FAT4
-
& e AKT & e AKT
W = p_AKT W - O AKT
B or = aiox
C p70S6K “ p70S6K
S - p-p70S6K - w=S H-p70S6K
== . GSK-3B === e GSK-3p
@8 wu p-GSK-3p = p-GSK-3B
" s==e (3-actin (wm— s [(-actin

2 g

Relative protein levels

L& S F R R
& Q;'\g & T F
R &

HCT116
== Normal
- FATS

5

7 8

Relative protein levels
5 28

B

,
I

G
o

& & & R R
& St (RS
F &S &

TR OQQ

SW480
NC sh-FAT4

-  FAT4

" S PI3K

— — AKT

p-AKT
mTOR
p70S6K
e 706K
& “~ GSK-3p
p-GSK-3pB

w— wsw [(-actin

SwW480
== Normal
. sh-FAT4

Relative protein levels
s 2 2 2 2
5 2 5 & &

°
B






OEBPS/A13046_2019_1043_Fig9_HTML.png
FAT4

PI3K

|

AKT

VR

csca
Autophagy —| —>| EMT & Proliferation ‘






OEBPS/A13046_2019_1043_Fig3_HTML.png
A Lovo B HcT116 C sw480
NC FAT4 NC FAT4 NC sh-FAT4

- wm» FAT4 = wm FAT4 — - FAT4

wssss wwm E-cadherin -- E-cadherin - E-cadherin

o= L — .
- N-cadherin N-cadherin N-cadherin

L —
- Vimentin W s \sientin Vimentin

SRR Twist1 b . Twistl N Twist]
B-catenin “ B-catenin w B-catenin
ULK1 -i- " ULK1 —— wws ULKI1
LC3-1 LC3-1 :: LC3-1
LC3-2 bz LC3-2 LC3-2
P62 (W == pgo - P62
C-myc h C-myc -. C-myc
B-actin .o B-actin w— w=w» [3-actin

SR N el

== Normal
. W +FATA

- Sh-FAT4,

o 4FAT4 8

o
o
0.
X

Relative protein levels.

2
2
3
<
E
B
5
o
2
3
&

Relative protein levels

& ¢ & ¢
«'s«‘g" f?‘\\*"@ Q\r*}‘s@ ‘@@@ ,&‘Q"‘z‘"’* Qt,b\\gpa“ e“e\' E
& P & <

@

LOVO Normal
LOVO+FAT4
HCT116 Normal
HCT116+FAT4
SW480 Normal
SW480+sh-FAT4

5
H

Flod change of protein expression
£

LC3-2/LC3-1





OEBPS/A13046_2019_1043_Fig6_HTML.png
A Lovo B uerie C swaso
P4+ + Fa4 + + sh-Fad  + +
740Y-P — T 740yP — + Wortmannin ~ — =+
e Pk - m PI3K e PI3K
—— e o F—_—
v g P-AKT . w— p-AKT - p-AKT
e . MTOR W e TOR B oor
- LC3-1 . LC3-1 -‘ LC3-1
- .C3-2 ‘ . LC3-2 '.« LC3-2
© == p-catenin _ B-catenin - B-catenin
. Gsk3p @8 &= GSK3p = GSK-3p
“ . s D-GSK-3p &= @ p-GSK-3p Bl ,Gsk3p
=% 8 P62 A8 ro2 - - re
B-actin B-acti .
-— — .- actin — s [-actin
Lovo HCT116 SW480
L = e L = Hreiiore P ot wotmermin
i i i
CEESHES TEEF IS LS IS

*

" LOVO+FAT4

15 LOVO+FAT4+740Y-P

. HCT116+FATA
 HCT116+FAT4+740Y-P

1 SWABO+Sh-FATA.

W SW480+sh-FAT4+Wortmann

»

Flod change of protein expression
o 3

LC3-2/LC31





OEBPS/A13046_2019_1043_Fig7_HTML.png
B C

Lovo HCT116 SW480
Fad + + Fad + + sh-Fad  + +
MHYI485 + — MHY 1485 Torinl T+ —

+
LC3-1 “ LC3-1 LC3-1
LC3-2 LC3-2 LC3-2
e e - = e - 2
-~ -

Twistl

Twistl O' Twistl

B-actin

Lovo HCT116
- FATEMHY 1485

“ ShFATasTorint
- FATOMHY 1485 AT

.
1., - AT 1, 2 &
fur i ju
H i i
£ £ 0
Fo 3o é oz
< 0.0- 00- 0.0- Y N
& & & & & &
5
ge . LOVO+FATA4+MHY 1485
g " LOVO+FAT4
£ N . HCT116+FATA+MHY 1485
] . = HCTH16+FATS
a4 W SW480+sh-FAT4+Torin1
s W SW480+sh-FAT4
32 .
& Lea-2Lea1
D Lovo HCT116 SW480
MHY 1485 Fat4 Invation Migration Invation Migration Torinl sh-Fat4  Invation ~ Migration
B e 3 % P
+ + + +
— SE — +

Lovo

swago

- FATesTorint
- FATS

| FATEMHYIES

coll numbor
call number

coll number






