Journal of Experimental & Clinical Cancer Research© The Author(s) 2020corrected publication 2022

https://doi.org/10.1186/s13046-020-01633-8

Research

Long noncoding RNA MAPKAPK5-AS1 promotes colorectal cancer progression by cis-regulating the nearby gene MK5 and acting as a let-7f-1-3p sponge
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Abstract
Background
Long noncoding RNAs (lncRNAs) are considered critical regulators in cancers; however, the clinical significance and mechanisms of MAPKAPK5-AS1 (hereinafter referred to as MK5-AS1) in colorectal cancer (CRC) remain mostly unknown.

Methods
In this study, quantitative real-time PCR (qPCR) and western blotting were utilized to detect the levels of MK5-AS1, let-7f-1-3p and MK5 (MAPK activated protein kinase 5) in CRC tissues and cell lines. The biological functions of MK5-AS1, let-7f-1-3p and MK5 in CRC cells were explored using Cell Counting Kit-8 (CCK8), colony formation and transwell assays. The potential mechanisms of MK5-AS1 were evaluated by RNA pull-down, RNA immunoprecipitation (RIP), dual luciferase reporter assay, chromatin immunoprecipitation (ChIP) and bioinformatics analysis. The effects of MK5-AS1 and MK5 on CRC were investigated by a xenotransplantation model.

Results
We confirmed that MK5-AS1 was significantly increased in CRC tissues. Knockdown of MK5-AS1 suppressed cell migration and invasion in vitro and inhibited lung metastasis in mice. Mechanistically, MK5-AS1 regulated SNAI1 expression by sponging let-7f-1-3p and cis-regulated the adjacent gene MK5. Moreover, MK5-AS1 recruited RBM4 and eIF4A1 to promote the translation of MK5. Our study verified that MK5 promoted the phosphorylation of c-Jun, which activated the transcription of SNAI1 by directly binding to its promoter.

Conclusions
MK5-AS1 cis-regulated the nearby gene MK5 and acted as a let-7f-1-3p sponge, playing a vital role in CRC tumorigenesis. This study could provide novel insights into molecular therapeutic targets of CRC.
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Background
Colorectal cancer (CRC) is the third most common cancer among males and the second most common cancer among females, with high incidence and high mortality [1]. Although, cancer biomarkers, surgical excision, radiotherapy and chemotherapy [2] have been applied to CRC diagnosis and treatment, patients have a poor prognosis. Recurrence, metastasis and drug resistance [3] are the main causes of poor prognosis in patients with CRC. The aggressive colorectal neoplasm has complex biological characteristics, involving a series of pathophysiological changes, as well as aberrant regulation of genes and signaling pathways [4, 5]. Therefore, effective tumor markers and therapeutic targets for CRC are of paramount importance.
Long noncoding RNAs (lncRNAs) are a class of noncoding RNAs with a length greater than 200 nucleotides [6] and are categorized based on regulating gene expression in cis versus performing functions in trans [7]. In recent years, emerging evidence has shown that lncRNAs play major roles in the occurrence and development of cardiovascular disease [8], cardiomyopathy [9] and mesenchymal stem cells [10, 11], in particular, dysregulation of lncRNAs has been discovered in many human cancers [12–14]. For example, HOX transcript antisense RNA (HOTAIR) is the first lncRNA [15] demonstrated to have a trans-transcriptional regulatory function, and it has been shown to have carcinogenic function in prostate cancer [16] and breast cancer [17, 18]. The expression of H19 is profoundly upregulated in hepatocellular carcinoma and bladder cancer and is associated with poor clinical prognosis [19, 20]. A previous report demonstrated that lncRNA UICLM (upregulated in colorectal cancer liver metastasis) expression in CRC promoted tumor growth and liver metastasis, and knockdown of lncRNA UICLM expression impaired cell sphere-forming ability and epithelial-mesenchymal transformation (EMT) [21, 22]. EMT is an important biological process of malignant tumor cells derived from epithelial cells to obtain the ability to migrate and invade [23]. In 2000, the zinc finger factor snail (Snail Homologue 1), hereinafter referred to as SNAI1, is a transcriptional suppressor that seems to control protein stability, nuclear localization and function by phosphorylation and zinc transport proteins. Its identification as a transcriptional inhibitor of CDH1 and an inducer of EMT is an important breakthrough and provides a new insight into the molecular mechanism of tumor invasion [24, 25]. SNAI1, a major regulator of EMT, was identified as an upstream of lncRNA WiNTRLINC1 [26]. Therefore, a better understanding of lncRNA and SNAI1 function in CRC progression will improve the understanding of molecular mechanisms and provide information for the diagnosis and treatment of CRC patients.
The lncRNA MAPKAPK5-AS1 (hereinafter referred to as MK5-AS1) is located on chromosome 12q24.12 and has been demonstrated to act as an oncogenic molecule [27]. In this study, we identified MK5-AS1 by screening publicly available expression profiling data from CRC and integrating bioinformatics analyses. MK5-AS1 was significantly upregulated in CRC tissues and correlated with clinical stages and metastasis of CRC patients. In addition, MK5-AS1 regulated cell proliferation and migration both in vitro and in vivo. LncRNAs, including MK5-AS1, have been shown to act as competitive endogenous RNAs (ceRNAs), which can regulate the expression of cancer-related genes by competing with miRNA response elements (MREs) [28, 29], thus affecting mRNA or other lncRNA transcripts. Additionally, we identified a novel regulatory pathway in which MK5-AS1 promoted metastasis via the let-7f-1-3p-SNAI1 axis in CRC. The other mechanism suggested that MK5-AS1 could recruit RBM4 and eIF4A1 to promote the translation of MK5 (MAPK activated protein kinase 5), while MK5 promoted the phosphorylation of c-Jun, and c-Jun activated the transcription of SNAI1 by directly binding to its promoter. These mechanisms demonstrated that non-protein-coding genes contributed to oncogenesis and elucidated the complex genetic rewiring that was driven by MK5-AS1 in CRC. All these results suggest that MAPKAPK5-AS1 could be a prognostic marker for CRC patients.
Materials and methods
Clinical specimens
Between January 2012 and October 2014, 172 pairs of CRC tumor tissues and corresponding adjacent normal tissues were collected from patients with CRC who underwent surgery at Xuzhou Medical University Affiliated Hospital (Xuzhou, China). Patients did not receive any radiotherapy or chemotherapy before surgery. Samples were pathologically confirmed and rapidly placed into liquid nitrogen after surgical operation until use. CRC patients were staged according to the TNM staging system (the 7th edition) of the American Joint Committee on Cancer. Details of the clinicopathological data are shown in Table 1. When the expression of MK5-AS1 was greater than the average, MK5-AS1 was considered to be high and vice versa. The study protocol was approved by the Research Ethics Committee of Xuzhou Medical University. Clinical specimens were obtained with the informed consent of patients.
Table 1The clinic-pathological factors of CRC patients


	Characteristics
	Number of cases
	MAPKAPK5-AS1 expression
	P valuea

	Low(n = 86)
	High(n = 86)

	Age (year)

	  ≤ 60
	91
	46
	45
	0.500

	  > 60
	81
	40
	41
	 
	Gender

	 Female
	84
	40
	44
	0.324

	 Male
	88
	46
	37
	 
	Tumor invasion depth

	 T1–2
	66
	46
	20
	<0.001

	 T3–4
	106
	40
	66
	 
	Lymph node metastasis

	 N0
	101
	66
	35
	<0.001

	 N1 + 2 + 3
	71
	20
	51
	 
	Distant metastasis

	 M0
	152
	83
	69
	0.001

	 M1
	20
	3
	17
	 
	TNM stage

	 I + II
	77
	53
	24
	<0.001

	 III + IV
	95
	33
	62
	 

aStatistical significant results (in bold)



Cell lines and culture
Human CRC cell lines (HCT116, SW620, SW480, DLD-1, HT-29) were purchased from the Cell Bank of the Chinese Academy of Science (Shanghai, China). The human normal colorectal epithelial cell line FHC was obtained from the American Type Culture Collection (Manassas, VA, USA). Cell lines were cultured in the appropriate medium supplemented with 10% fetal bovine serum (FBS; Gibco, NY, USA) and 1% antibiotic/antimycotic solution and maintained in an incubator at 37 °C with 5% CO2 in a humidified atmosphere. DLD-1 and HT-29 cells were maintained in RPMI-1640 medium (Gibco), FHC cells were cultured in Dulbecco’s modified Eagle medium (DMEM; Gibco), HCT116 cells were maintained in McCoy’s 5A medium (KeyGEN, Nanjing, China) and SW620 cells were maintained in L-15 medium (KeyGEN). To test the effects of the N-terminal phosphorylation of c-Jun, HCT116 and SW620 cells were pretreated with SR11302 (10 μM for 1 h) (APExBIO, USA) before transient transfection [30].
Quantitative real-time PCR (qPCR)
According to the manufacturer’s instructions, total RNA from CRC tissues and cells was isolated and quantified using TRIzol reagent (Takara, China). LncRNAs, miRNAs and mRNAs were reverse transcribed in accordance with the manufacturer’s protocol by using PrimeScript RT Master Mix (Takara). The relative quantification of MK5-AS1 was carried out by the 2-ΔΔCT method, and 18S rRNA was used as an internal control. The expression levels of let-7f-1-3p and miR-1284 were normalized to the levels of internal control U6 by the 2-ΔΔCT method. The expression levels of MK5 and SNAI1 were normalized to the levels of the internal control GAPDH by the 2-ΔΔCT method. The reactions were performed independently in triplicate. Quantitative PCR assays were carried out on ABI StepOne (Carlsbad, CA, USA). The primer sequences are listed in Table S1.
Cell transfection
Negative control siRNA (si-NC) and four individual MK5-AS1 siRNAs (si-MK5-AS1 #1, #2, #3, #4), three individual MK5 siRNAs (si-MK5 #1, #2, #3), c-Jun siRNA, let-7f-1-3p mimics, and let-7f-1-3p inhibitor were purchased from Gene Pharma (Shanghai, China). The siRNA sequences are listed in Table S1. Cells were transfected with siRNA when at 30–50% confluence using siLentFect Lipid Reagent (Bio-Rad, CA, USA). MK5-AS1, MK5, and c-Jun were amplified from human cDNA as a template and were cloned into the pcDNA3.1(+) vector (Invitrogen, USA). The c-Jun-S63A sequence was thereafter generated using overlap extension PCR and cloned into pcDNA3.1(+). HCT116 and SW620 cells were grown to 90% confluence before being transiently transfected with plasmids using Lipofectamine 2000 (Invitrogen), according to the manufacturer’s protocol. At 24–48 h posttransfection, cells were harvested for qPCR or western blot analysis.
Cell proliferation assay (CCK8 assay and colony formation assay)
A cell proliferation assay was performed with the Cell Counting Kit-8 (CCK8) assay (APExBIO). Equal numbers of HCT116 and SW620 cells 24 h after transfection with si-MK5-AS1, si-MK5, let-7f-1-3p inhibitor and let-7f-1-3p mimics were seeded into 96-well plates. CCK8 solution (10 μl per well) with 100 μl serum-free medium was added every 24 h, and the plates were incubated at 37 °C for 2 h. The optical density (OD) was then measured at 450 nm. For the colony formation assay, HCT116 and SW620 cells transfected similarly were plated in each well of a six-well plate and cultured in the appropriate medium containing 10% FBS for approximately 14 days, and the medium was replaced every 5 days. After 14 days, the colonies were fixed with methanol and stained with 0.1% crystal violet (Vicmed, China). The colony formation rate was determined by counting the number of stained colonies.
Migration and invasion assays
The cell migration and invasion abilities were evaluated by a modified bicameral culture system with a pore size of 8 μm. Transwell inserts (Corning Incorporated, USA) with or without Matrigel (BD Biosciences, USA) coating were used to perform the invasion or migration assays, respectively. The transfected cells were seeded into transwell inserts. After culture, cells were fixed with 4% paraformaldehyde solution and stained with 0.1% crystal violet. Then, we used an Olympus microscope to obtain images at a magnification of × 100 and then used ImageJ software to calculate the number of cells penetrating the pores. All experiments were carried out three times.
Immunoblotting, coimmunoprecipitation (co-IP) and antibodies
Cells were harvested with RIPA lysis buffer (Beyotime, China) supplemented with PMSF, phosphatase inhibitor cocktail and protease inhibitor cocktail (Sigma Aldrich, MO, USA). Lysates were cleared by centrifugation at 13,000 g for 15 min at 4 °C. Cell protein lysates were quantified and separated by electrophoresis on SDS-polyacrylamide gel electrophoresis, transferred to a nitrocellulose filter membrane, blocked with 5% skim milk (BD Biosciences) in Tris-buffered saline with 0.05% Tween-20, and probed with specific antibodies. The signals were detected using Chemistar™ High-sig ECL Western Blot Substrate (Tanon, Shanghai, China). Similarly, human tissues were ground and then prepared in RIPA buffer as mentioned before. For co-IP, cell lysates (1000 μg) containing a cocktail of protease/phosphatase inhibitors were rotated overnight for immunoprecipitation with anti-c-Jun IgG, anti-MK5 IgG, anti-RBM4 IgG, anti-eIF4A1 IgG and rabbit IgG (Beyotime, China). Then, 30 μl of Protein A/G agarose beads (Santa Cruz Biotechnology, USA) was added to the cell lysates and incubated for 4 h at 4 °C. Beads were washed with lysis buffer three times. The immunoprecipitation complexes were analyzed by western blot. Antibodies against the following proteins were used: MK5 (1:1000; Santa Cruz Biotechnology); c-Jun (1:200; Santa Cruz Biotechnology); p-c-Jun (1:5000; Abcam, USA); N-cadherin (1:2000; Abcam); E-cadherin, vimentin, SNAI1, SNAI2, and RBM4 (1:1000; Proteintech, Wuhan, China); eIF4A1 (1:1000, Cell Signaling Technology, USA); GAPDH (1:1000; ABM, Canada); goat anti-rabbit HRP, and goat anti-mouse HRP (1:10,000, Vicmed).
RNA-Fluorescence in Situ Hybridization (RNA-FISH)
HCT116 cells were washed twice with phosphate buffered saline (PBS) and fixed in 4% formaldehyde for 15 min. The fixed cells were permeabilized with Triton X-100 and dehydrated by an ascending series of ethanol concentrations. The cells were then incubated with 50 nmol probe labeled with CY3 at the 5′ end in hybridization buffer at 73 °C for 5 min. Cells were hybridized at 37 °C for 14 h, washed and dehydrated. After adding DAPI working solution, the cells were scanned and imaged. RNA FISH probes were designed and synthesized by Sangon Biotech (Shanghai, China). The probe sequences are listed in Table S1.
RNA pull-down assay
Biotin-labeled RNAs were transcribed with T7 RNA polymerase (Takara) and biotin labeling mix (Roche, USA). The product was treated with RNase-free DNase I and purified with the RNeasy Mini kit (Qiagen, MD, USA). We used the Pierce Magnetic RNA-Protein Pull-Down Kit (Thermo Fisher, USA) according to the manufacturer’s instructions. The biotin-labeled RNAs (1 μg) were first folded in RNA structure buffers (20 mM Tris-HCl [pH 7.0], 0.2 M KCl and 20 mM MgCl2) for 20 min and then coincubated with HCT116 cell lysates and 100 U/ml RNase inhibitor at 4 °C for 12 h. After incubation, the RNA/protein complex was captured by magnetic streptavidin-coupled beads, washed twice in washing buffer and eluted in elution buffer. The eluted lncRNA-interacting proteins were separated by SDS–PAGE and standard immunoblotting.
RNA Immunoprecipitation (RIP) assay
HCT116 cells lysates were incubated with anti-RBM4 IgG or anti-eIF4A1 IgG at 4 °C for 12 h. The immune complex was conjugated with 30 μl Protein A/G beads. After 3–6 h, the beads were washed and then directly resuspended in TRIzol reagent and subjected to RNA isolation. Finally, specific primers were used for qPCR analysis of immunoprecipitated RNA to confirm the presence of MK5-AS1.
Dual luciferase reporter assay
The sequences of human MK5-AS1 and SNAI1 3’UTR were cloned into pGL3-basic (Promega, USA) at the XbaI site. Similarly, the SNAI1 promoter was cloned into pGL3-basic between the KpnI and XhoI sites. All mutant SNAI1 promoter and 3’UTR sequences were amplified by overlap extension PCR. HCT116 cells seeded in a 24-well plate were cotransfected with expression plasmids and RNA oligos using Lipofectamine 2000. The relative activity of firefly luciferase was assessed by the Dual-Luciferase Reporter Assay System (Promega) after 48 h of transfection and normalized to that of Renilla luciferase. All experiments were repeated in triplicate.
Chromatin Immunoprecipitation (ChIP) assays
The ChIP assay was performed with an EZ-ChIP kit (Millipore, USA) according to the manufacturer’s protocol. Whether or not HCT116 and SW620 cells were transfected with c-Jun, they were lysed by SDS lysis solution. The DNA samples were reduced to 500–1000-bp fragments by ultrasound. DNA fragments were coincubated with anti-c-Jun IgG, rabbit IgG or anti-RNA pol II IgG at 4 °C for 12 h. The immune complex was conjugated with 40 μl Protein A/G beads. After 1–2 h, the protein/DNA complexes were washed and then eluted in an elution buffer containing 1% SDS and 0.1 M NaHCO3, and the DNA was purified by a DNA cleanup spin column. The presence of specific DNA sequences in the eluted sample was measured by PCR. The ChIP primers are listed in Table S1.
Lentiviral transduction and tumor xenograft experiments
HCT116 cells labeled with luciferase were infected with lentiviruses expressing GFP and carrying sh-negative control, sh-MAPKAPK5-AS1, or sh-MK5 by 8 mg/ml Polybrene (Gene Pharma). The shRNA sequences are listed in Table S1. All animal experiments were approved by the Committee on the Ethics of Animal Experiments of the Xuzho u Medical University. All animal studies complied with the National Institutes of Health Guide for the Care and Use of Laboratory Animals. BALB/c female nude mice were provided by HFK Bioscience (Beijing, China) and randomized into four groups (n = 7 for each). A total of 3 × 106 Ctrl-HCT116 cells, sh-MK5-AS1 HCT116 cells and sh-MK5 HCT116 cells suspended in 150 μl PBS were injected into mice through the tail vein. The metastatic tumor numbers were measured every 3 days with a whole-body fluorescent imaging system. After 2 months, mice in all four groups were sacrificed, and pulmonary tumors were isolated for imaging, statistical analysis and hematoxylin and eosin (HE) staining.
H&E and immunohistochemical staining
Paraffin-embedded lung tissues were sectioned at 5 μm thick, then stained with hematoxylin and eosin (H&E). Pulmonary tissues were cut into 4 μm sections, then deparaffinized and rehydrated. For retrieving antigen, the slides were heated at 95 °C in 0.01 M citrate buffer (pH = 6.0), and 3% hydrogen peroxide was used to quench peroxidase activity for 20 min. The sections were treated with normal goat serum, followed by incubation overnight with anti-Vimentin antibody (1:400 dilution; Proteintech) at 4 °C. After being rinsed with PBS, the sections were incubated with goat anti rabbit IgG for 1 h and stained with 3, 3′-diaminobenzidine (DAB; Zhongshan biotech, Beijing, China). After hematoxylin counterstain was completed, all the sections were dehydrated and sealed. We used PBS instead of prime antibody as a negative control. All images were recorded by Olympus BX-51 light microscope.
Statistical analysis
Statistical analysis was performed by SPSS 17.0 software (SPSS, USA), and images were acquired with GraphPad Prism 5 software (La Jolla, USA). The significance of the differences between the groups was evaluated by a paired two-tailed Student’s t-test or χ2 test. The correlation analysis between MK5-AS1, let-7f-1-3p and MK5 was evaluated by Spearman’s test. The Kaplan-Meier method and log-rank test were used to evaluate the overall survival (OS). Data represent the mean ± standard deviation (SD). Differences were considered statistically significant when P < 0.05 (* P < 0.05, ** P < 0.01, *** P < 0.001).
Results
MK5-AS1 was upregulated in CRC
To discover the lncRNAs that was involved in CRC, we first analyzed the lncRNA expression profiles of CRC in TCGA colorectal database. We identified a series of abnormally expressed lncRNAs in CRC and found that MAPKAPK5-AS1 was significantly upregulated (Fig. 1a). Analysis of the TCGA dataset confirmed that MK5-AS1 was upregulated in CRC tissues compared with normal tissues (Fig. 1b). Therefore, we speculated that it may play an important role in the development and homeostasis of colorectal tissue. To investigate MK5-AS1 expression in CRC, qPCR was performed in 172 pairs of matched colorectal tissues and corresponding normal tissues. The results showed that the levels of MK5-AS1 were upregulated in CRC tissues (Fig. 1c). In addition, we measured the levels of MK5-AS1 in CRC cell lines (HCT116, SW480, SW620, HT-29, DLD-1) and the normal colorectal epithelial cell line FHC by qPCR. The results showed that MK5-AS1 expression was increased in CRC cell lines compared with the normal cell line (Fig. 1d). Further analysis of clinical data revealed a correlation between the expression of MK5-AS1 and the clinicopathology of CRC patients. Correlation analysis demonstrated that high levels of MK5-AS1 were associated with tumor invasion depth (P < 0.001), lymph node metastasis (P < 0.001), Distant metastasis (P = 0.001) and TNM stages (P < 0.001). However, there was no significant relationship between MK5-AS1 expression and other factors, including age (P = 0.5) and gender (P = 0.324) (Table 1). To further determine whether the increase in MK5-AS1 staining in patients with CRC was associated with poor prognosis, Kaplan-Meier analysis showed that high levels of MK5-AS1 in the TCGA cohort were associated with decreased overall survival (OS), while high levels of MK5-AS1 in our CRC cohort were associated with overall survival (OS) and relapse-free survival (RFS) (Fig. 1e and f). Cox univariate regression analysis showed that MK5-AS1 expression was an independent prognostic factor in patients with CRC (Table 2). Therefore, these results showed that it may play an important role in the progression and homeostasis of colorectal cancer.
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Fig. 1MK5-AS1 was upregulated in CRC tissues. a. A Heatmap of RNA-Seq analysis of differentially expressed lncRNAs in CRC and corresponding normal tissues generated from RNA sequencing data from the TCGA database. Red in the heatmap denotes upregulation, green denotes downregulation. b. Expression of MK5-AS1 in the TCGA CRC cohort. c. qPCR was utilized to analyze the MK5-AS1 expression in 172 pairs of CRC tissues and corresponding adjacent non-tumoral tissues. d. Expression of MK5-AS1 was detected by qPCR in the normal colorectal epithelium cell line (FHC) and CRC cell lines. e. Kaplan-Meier overall survival was analyzed according to MK5-AS1 expression in TCGA cohort. f. Kaplan-Meier overall survival and relapse-free survival curves according to MK5-AS1 expression in our cohort. *P < 0.05, **P < 0.01 and ***P < 0.001

Table 2Cox univariate regression analysis of the risk factors for death in CRC patients


	Variablesa
	Overall survival
	Relapse-free survival
	 
	HR (95% CI)
	P
	HR (95% CI)
	P

	MK5-AS1
	0.476 (0.309–0.734)
	0.01
	0.538 (0.358–0.808)
	0.003

	Age (year)
	0.777 (0.501–1.203)
	0.258
	0.667 (0.439–1.015)
	0.059

	Gender
	0.854 (0.561–1.301)
	0.463
	0.885 (0.581–1.348)
	0.57

	Tumor invasion depth
	0.463 (0.312–0.688)
	< 0.001
	0.48 (0.323–0.713)
	< 0.001

	Lymph node metastasis
	0.319 (0.19–0.536)
	< 0.001
	0.355 (0.211–0.598)
	< 0.001

	Distant metastasis
	0.112 (0.033–0.383)
	< 0.001
	0.228 (0.075–0.694)
	0.009

	TNM stage
	0.412 (0.27–0.63)
	< 0.001
	0.426 (0.279–0.653)
	< 0.001


aMK5-AS1: low vs high; age: ≤60 vs > 60; gender: male vs female; Tumor invasion depth: T1–T2 vs T3–T4; Lymph node metastasis: N0 vs N1, N2, N3; TNM stage was ranked as I–II vs III–IV



MK5-AS1 promoted the proliferation, migration and invasion of CRC
Because HCT116 and SW620 cells had the highest expression of MK5-AS1 among the CRC cell lines, they were selected for further study in subsequent experiments. To assess the biological functions of MK5-AS1 in cell proliferation, migration and invasion of CRC, transient transfection of MK5-AS1-expressing cell lines was performed, wherein pcDNA3.1 MK5-AS1 and siMK5-AS1-siRNA (si-MK5-AS1 #1, si-MK5-AS1 #2, si-MK5-AS1 #3, si-MK5-AS1 #4) were used for overexpression and knockdown functional studies, respectively. The levels of MK5-AS1 in the transient transfection cell lines were detected by qPCR to demonstrate the effectiveness of transfections. Next, si-MK5-AS1 #1 and si-MK5-AS1 #2 were selected for further experiments on the basis of their more effective inhibition (Fig. S1A and S1B). The growth curve of the CCK8 proliferation assay showed that MK5-AS1 knockdown clearly inhibited the growth of HCT116 and SW620 cells, while MK5-AS1 overexpression promoted the proliferation of HCT116 and SW620 cells (Fig. S1C). The same results were obtained by colony formation assay. Colony formation experiments showed that MK5-AS1 decreased the number and size of the colonies in HCT116 and SW620 cells and that MK5-AS1 overexpression was upregulated (Fig. S1D). These results demonstrate that MK5-AS1 can promote the proliferation of CRC cells.
Next, transwell assays revealed that knockdown of MK5-AS1 expression clearly suppressed migration and invasion compared with the control transfection. As expected, overexpression of MK5-AS1 promoted cell migration and invasion (Fig. 2a). Local tumor invasion is the first step in the cascade of tumor metastasis, which requires profound changes in the adhesion and migration of tumor cells, which is reminiscent of the developing EMT. To further verify that MK5-AS1 promoted the migration and invasion of CRC, we detected the levels of EMT-related markers. The results showed that MK5-AS1 knockdown markedly increased epithelial marker E-cadherin expression and decreased the expression of the mesenchymal markers N-cadherin, Vimentin, SNAI1 and SNAI2. Conversely, MK5-AS1 overexpression attenuated the levels of E-cadherin and boosted the levels of N-cadherin, Vimentin, SNAI1 and SNAI2. The change in SNAI1 levels was especially obvious (Fig. 2b). To determine whether MK5-AS1 affected tumor metastasis in vivo, HCT116 cells stably transfected with control vector or sh-MK5-AS1 were injected into the caudal vein of nude mice. According to previous studies, vimentin was used to detect lung metastasis in nude mice [31]. The results demonstrated that there were less metastatic foci in the lungs of nude mice in the MK5-AS1 knockdown groups than in the empty vector group, and micrometastases detected by hematoxylin and eosin (H&E) and anti-vimentin staining (Fig. 2c and d). Collectively, these results revealed that MK5-AS1 is an oncogene that is associated with proliferation, migration and invasion.
[image: ]
Fig. 2MK5-AS1 regulated CRC invasion and migration in vitro and vivo. a. Transwell assays were used to determine the invasion and migration abilities of HCT116 and SW620 cells after MK5-AS1 overexpression and knockdown. Scale bar, 100 μm for A. b. Immunoblotting of EMT-related markers after transfection in CRC cells. c. Nude mice were injected with HCT116 cell after MK5-AS1 knockdown into tail vein. The number of metastatic nodules of lung was shown and counted. The black arrow marked metastatic nodules. d. Tumor progression was monitored using a small animal imaging system, HE-stained lung sections (Scale bar, 100 μm) and antibody vimentin of metastatic nodules were shown (× 400 magnification). The black arrow marked metastatic nodules. e. The Ensembl Genome browser (http://​asia.​ensembl.​org/​) showed that MK5 was the nearby gene of MK5-AS1. f. Immunoblotting was used to investigate the level of MK5 of HCT116 and SW620 cells after intervening MK5-AS1, respectively. The data represented the mean ± SD from three independent experiments. *P < 0.05, **P < 0.01 and ***P < 0.001


MK5 promoted CRC proliferation, migration, and invasion
Previous reports [7] have shown that lncRNAs can be widely divided into those that function in cis, thus affecting the expression and/or chromatin state of nearby genes, and those that perform a series of functions in a trans manner throughout the cell. The biological behavior induced by MK5-AS1 was likely to occur in whole or in part through the effect of the MK5 gene, which has partially overlapping sequences with MK5-AS1 (Fig. 2e). In this context, our data showed that there were changes in the expression of MK5 protein and mRNA after knockdown or overexpression of MK5-AS1 (Fig. 2f and Fig. S1E). Additionally, we used western blot to detect the levels of MK5 in 4 pairs of matched colorectal tissues and corresponding normal tissues and in CRC cell lines (HCT116, SW480, SW620, HT-29, DLD-1) and the normal colorectal epithelial cells FHC. The results showed that the expression of MK5 in CRC tissues and cells was considerably increased compared to that in adjacent nontumor tissues and normal cells (Fig. 3a and b). Furthermore, analysis of the TCGA dataset and western blot demonstrated that MK5 expression was significantly upregulated in CRC tissues (Fig. 3c and Fig. S2). Kaplan–Meier analysis of OS showed that our CRC patients, but not the CRC patients of the TCGA cohorts, with high MK5 expression had a much worse prognosis than those with low MK5 levels (Fig. S3A). Further analysis showed that MK5 was positively correlated with MK5-AS1. Similarly, the correlation between MK5 and MK5-AS1 was also congruent with the publicly available GEPIA data (Fig. 3d).
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Fig. 3MK5 promoted CRC cells invasion and migration in vitro and vivo. a. Immunoblotting of MK5 expression in 4 pairs of human CRC tissues (T) and adjacent non-tumor tissues (N). b. Expression of MK5 in the normal colorectal epithelium cell line (FHC) and CRC cells by immunoblotting. c. Statistical analysis of MK5 expression in TCGA database. d. Correlation analysis of the expression of MK5-AS1 and MK5 in GEPIA. e. Transwell assays were used to determine the changes in invasion and migration abilities of HCT116 and SW620 cells after transfection. Scale bar, 100 μm for E. f. Immunoblotting analysis of EMT-related markers after transfection in CRC cells, respectively. g. The number of metastatic pulmonary nodules was shown and counted. The black arrow marked metastatic nodules. h. After HCT116 cells with knockdown MK5 were injected into the tail vein of nude mice, In vivo fluorescence imaging, the gross lesion in lung tissues and H. E staining and antibody vimentin of metastatic nodules in the lungs were observed (× 400 magnification). Scale bar, 100 μm for H.E. The black arrow marked metastatic nodules. The data represented the mean ± SD from three independent experiments. *P < 0.05, **P < 0.01 and ***P < 0.001


Furthermore, to assess the biological functions of MK5 in cell proliferation, migration and invasion of CRC, we knocked down or overexpressed MK5 in HCT116 and SW620 cells by transfecting with si-MK5 (si-MK5 #1, siMK5 #2, siMK5 #3) or with an overexpression plasmid (pcDNA3.1-MK5) (Fig. S3B). Then, si-MK5 #2 and si-MK5 #3 were selected for further experiments on the basis of their more effective inhibition. Additionally, we examined the function of MK5 on CRC cells using CCK8 and colony formation assays. The results of the CCK8 assay demonstrated that MK5 silencing downregulated cell proliferation in HCT116 and SW620 cells compared with the control cells, while MK5 upregulated cell growth (Fig. S3C). Analogously, the colony formation assay of MK5 knockdown and overexpression cells revealed that MK5 knockdown cells formed fewer colonies than control cells, while MK5 overexpression cells formed more colonies (Fig. S3D). In summary, these results confirmed the promoting effect of MK5 on cell growth. Moreover, transwell assays showed that MK5 knockdown strikingly decreased cell migration and invasion, while MK5 overexpression increased cell migration and invasion (Fig. 3e). The initiation of EMT is the driving force for tumor invasion and metastasis. MK5 silencing upregulated the protein expression of the epithelial marker E-cadherin and downregulated the mesenchymal markers N-cadherin, Vimentin, SNAI1 and SNAI2, and the opposite was observed upon MK5 overexpression (Fig. 3f). We evaluated the effect of MK5 on tumor metastasis in vivo. By calculating the number of pulmonary nodules after intravenous injection of tumor cells in nude mice, we found that sh-MK5 markedly decreased the pulmonary homing potential of HCT116 cells (Fig. 3d). Micrometastases detected by H&E and anti-vimentin staining (Fig. 3h). Overall, these results suggested that sh-MK5 reduced lung colonization of tumors.
MK5-AS1 promoted translation initiation by binding directly with RBM4
To explore the molecular mechanism of MK5-AS1 promoting the invasion and migration of CRC cells, we first analyzed the distribution of MK5-AS1 in CRC cells by using RNA-FISH. The results confirmed that MK5-AS1 was localized predominantly in the cell cytoplasm rather than the nucleus (Fig. 4a), indicating that MK5-AS1 might exert a major regulatory effect at the posttranscriptional level. To explore the mechanism between MK5-AS1 and MK5, we examined whether MK5-AS1 directly interacted with MK5 to facilitate MK5 expression. We performed an RNA pull-down experiment by western blot with anti-MK5 antibodies and could not retrieve MK5 from HCT116 cell extracts (Fig. 4b). Therefore, we speculated that MK5-AS1 might regulate MK5 expression posttranscriptionally through other pathways. We incubated the transcribed MK5-AS1 with beads coupled to protein lysate of HCT116 cells to purify the MK5-AS1 RNA-protein complex. Before the western blot experiment, we utilized the public bioinformatics databases catRAPID and RBPDB and predicted that RBM4 might interact with MK5-AS1 (Fig. 4c and d). The presence of RBM4 (RNA-binding motif 4), an RNA binding protein (RBP), was subsequently verified by western blot. Previous reports have demonstrated that RBM4 can interact with eIF4A1 [32] and participate in the initiation of translation. The RNA pull-down assay showed that MK5-AS1 RNA but not the negative control RNA specifically pulled down eIF4A1 from the HCT116 cell lysate (Fig. 4e). In addition, the relationship between RBM4, eIF4A1 and MK5-AS1 was confirmed in HCT116 cells by RIP assay (Fig. 4f). Based on these results, we hypothesized that RBM4 could recruit eIF4A1 to promote translation initiation. To confirm this mechanism, we conducted a co-IP experiment, and the results showed that RBM4 could physically interact with eIF4A1 (Fig. 4g).
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Fig. 4MK5-AS1 recruited RBM4/eIF4A1. a. RNA FISH analysis of the location of MK5-AS1 (red) in the cytoplasm of HCT116 cells. Original magnifications, × 400 for A. b. RNA pull-down assay showed that MK5-AS1 could not retrieve MK5 from HCT116 cells lysates. c, d. Analysis of the interaction propensities between MK5-AS1 and RBM4 by public databases catRAPID. e. RNA pull-down assays followed by immunoblotting showed that MK5-AS1 bound RBM4 and eIF4A1 in HCT116 cells. f. RIP experiments for RBM4 and eIF4A1 were performed and the coprecipitated RNA was subjected to qPCR for MK5-AS1. g. Coimmunoprecipitation was used to identify interaction between RBM4 and eIF4A1 in HCT116 cells. Data were shown as mean ± SD for three independent experiments. *P < 0.05, **P < 0.01 and ***P < 0.001


MK5 promoted SNAI1 expression by phosphorylating c-Jun
We found that intervening with MK5 expression in CRC cells could obviously affect the expression of SNAI1. Western blot analysis showed that MK5 could promote the phosphorylation of c-Jun S63 site and the expression of SNAI1 (Fig. 5a). Furthermore, after overexpression or knockdown of MK5-AS1, we observed phosphorylated c-Jun coincident with SNAI1 expression (Fig. 5b). Based on these results, we hypothesized that MK5-AS1 increased SNAI1 expression by promoting MK5 expression, which successively contributed to the phosphorylation of the transcription factor c-Jun. We carried out co-IP experiments, and the results showed that MK5 could physically interact with c-Jun (Fig. 5c). Overexpression of MK5 clearly increased the p-c-Jun and SNAI1 levels in HCT116 and SW620 cells, which could be reversed by transfection with si-c-Jun (Fig. 5d). Notably, co-overexpression of MK5 and c-Jun resulted in much greater expression of p-c-Jun and SNAI1 compared with each individual overexpression alone. In addition, mutation of the c-Jun S63 site (c-Jun S63A) or treatment with SR11302 (inhibitor of c-Jun phosphorylation) could not promote the expression of p-c-Jun and SNAI1 (Fig. 5e). These results indicated that MK5 promoted the expression of SNAI1 by phosphorylating c-Jun. In addition, compared with cotransfection with c-Jun and mutant SNAI1 promoter or cotransfection with c-Jun S63A and SNAI1 promoter, cotransfection of c-Jun and saturated SNAI1 promoter resulted in obvious activation of luciferase activity in HCT116 cells (Fig. 5f-h). The lysates containing DNA fragments of HCT116 and SW620 cells were incubated with anti-c-Jun antibody to purify the DNA-protein complexes. Then, it was verified by PCR that c-Jun could bind to the promoter of SNAI1 (Fig. 5i, Fig. S4A and S4B). According to the analysis, we found that MK5 promoted the phosphorylation of c-Jun, and c-Jun activated the transcription of SNAI1 by directly binding to its promoter.
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Fig. 5MK5 upregulated SNAI1 expression by phosphorylating c-Jun. a. Immunoblotting was confirmed the protein levels of c-Jun, p-c-Jun(S63) and SNAI1 after MK5 overexpression and silencing in HCT116 and SW620 cells. b. Immunoblotting analysis of MK5, c-Jun, p-c-Jun(S63) and SNAI1 after MK5-AS1 overexpression and knockdown in HCT116 and SW620 cells. c. Coimmunoprecipitation was used to identify interaction between MK5 and c-Jun in HCT116 cells. d. After cotransfection with pcDNA3.1 MK5, si-c-Jun or control siRNA, the proteins levels of MK5, c-Jun, p-c-Jun (S63) and SNAI1 were determined by immunoblotting. e. Immunoblotting of MK5, c-Jun, p-c-Jun(S63) and SNAI1 proteins levels from pcDNA3.1 MK5, pcDNA3.1 c-Jun, pcDNA3.1 c-Jun (S63A) transfection samples treated with DMSO or c-Jun phosphorylation inhibitor SR11302 in HCT116 and SW620 cells. f. Dual luciferase reporter plasmids containing SNAI1 promoter or pGL3 basic were co-transfected into HCT116 cells with c-Jun or mutant c-Jun (S63A) in parallel. g. Dual luciferase reporter plasmids of SNAI1 promoter were designed to contain c-Jun binding sequences or not. h. Dual luciferase reporter plasmids containing SNAI1 promoter, SNAI1 promoter MUT or pGL3 basic were cotransfected into HCT116 cells with c-Jun plasmid in parallel. i. Identification of the c-Jun binding sequences in SNAI1 promoters by ChIP-PCR. Data were shown as mean ± SD for three independent experiments. *P < 0.05, **P < 0.01 and ***P < 0.001


MK5-AS1 acted as a ceRNA to regulate SNAI1 expression by sponging let-7f-1-3p
As mentioned above, MK5-AS1 was mainly located in the cytoplasm and played a major role in posttranscriptional regulation. To test the hypothesis that MK5-AS1 functions as a ceRNA in regulating mRNA expression, we used the publicly available bioinformatics databases DIANA Tools and miRcode and observed that the MK5-AS1 sequence contained potential miR-1284, let-7f-1-3p, let-7b-3p, miR-506-5p, and miR-490-5p binding sites (Fig. 6a). Previous reports have proven that the let-7 miRNA family functions as a tumor suppressor gene in human CRC and that let-7f-1-3p is downregulated in tumor tissues [33, 34]. Remarkably, MK5-AS1 overexpression inhibited miR-1284 and let-7f-1-3p expression, while MK5-AS1 knockdown increased the expression level of let-7f-1-3p but not that of miR-1284 (Fig. 6b). Furthermore, we used qPCR to detect the expression level of let-7f-1-3p in 42 pairs of matched colorectal tissues and corresponding normal tissues (Fig. 6c). The data revealed that let-7f-1-3p downregulated in CRC tissues compared with normal tissues, and an inverse correlation between MK5-AS1 and let-7f-1-3p expression was observed (Fig. 6d). We generated a reporter construct in which the predicted binding site of let-7f-1-3p in the MK5-AS1 sequence was mutated by site-specific mutagenesis, which, as expected, eliminated the let-7f-1-3p-mediated inhibition of luciferase activity (Fig. 6e). Consequently, we selected let-7f-1-3p as a candidate for further research and transfected HCT116 and SW620 cells with let-7f-1-3p inhibitor or let-7f-1-3p mimics. We then performed CCK8 and colony formation assays and found that silencing of let-7f-1-3p enhanced cell proliferation and colony formation, and overexpression of let-7f-1-3p had the opposite effects (Fig. 6f and g). Transwell assays demonstrated that cell migration and invasion were induced by silencing let-7f-1-3p expression and were clearly decreased by overexpression of let-7f-1-3p (Fig. 7a).
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Fig. 6MK5-AS1 negatively regulated let-7f-1-3p expression. a. The possible binding sites among MK5-AS1 and microRNAs were predicted by DIANA Tools and miRcode. b. The expressions of miR-1284 and let-7f-1-3p were detected by qPCR in HCT116 and SW620 cells after intervening MK5-AS1, respectively. c. Let-7f-1-3p was downregulated in 42 pairs of CRC tissues compared with normal tissues. d. Correlation analysis of the expression of MK5-AS1 and let-7f-1-3p in 42 pairs of CRC tissues. e. Upper panel, the potential binding sites between MK5-AS1 and let-7f-1-3p. Lower panel, the luciferase reporter plasmids containing wild type (WT) or mutant (MUT) MK5-AS1 were cotransfected into HCT116 cells with let-7f-1-3p. f, g. CCK8 assays and colony formations were used to determine the proliferation of HCT116 and SW620 after transfection. The data represented the mean ± SD from three independent experiments. *P < 0.05, **P < 0.01 and ***P < 0.001
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Fig. 7MK5-AS1/let-7f-1-3p/SNAI1 ceRNA network. a. Transwell assays were used to perform the invasion and migration abilities in HCT116 and SW620 cells after transfection. Scale bar, 100 μm for A. b. The potential binding sites among MK5-AS1, let-7f-1-3p and SNAI1. c. Upper panel, the potential binding sites between let-7f-1-3p and SNAI1. Lower panel, the luciferase reporter plasmids containing wild type (WT) or mutant (MUT) SNAI1 3′ UTR were cotransfected into HCT116 cells with let-7f-1-3p. d. MK5, c-Jun, p-c-Jun(S63) and SNAI1 expressions were detected in HCT116 and SW620 cells by immunoblotting after transfection with let-7f-1-3p inhibitor or let-7f-1-3p mimics. e. Left panel, the effects of si-MK5-AS1, let-7f-1-3p inhibitor and si-MK5-AS1 + let-7f-1-3p inhibitor on protein levels of SNAI1 in HCT116 and SW620 cells. Right panel, the effects of pcDNA3.1 MK5-AS1, let-7f-1-3p mimics, and pcDNA3.1 MK5-AS1 + let-7f-1-3p mimics on protein levels of SNAI1 in HCT116 and SW620 cells. Data were shown as mean ± SD for three independent experiments. *P < 0.05, **P < 0.01 and ***P < 0.001


According to the sequence analysis of SNAI1, the 3′ UTR of SNAI1 (748–771 nucleotides) contains a let-7f-1-3p binding site. Our previous results confirmed that MK5-AS1 upregulated the expression of SNAI1, so we speculated that MK5-AS1 acted as a ceRNA to regulate SNAI1 by sponging let-7f-1-3p (Fig. 7b). Subsequently, we performed a luciferase reporter assay to validate the binding of let-7f-1-3p with SNAI1. The results demonstrated that overexpression of let-7f-1-3p markedly reduced the luciferase activity of the reporter containing the predicted let-7f-1-3p binding site (wt-SNAI1), but this inhibition was abolished by mutation of the predicted let-7f-1-3p binding site in the SNAI1 3′ UTR (mut-SNAI1) in HCT116 cells (Fig. 7c). To test whether SNAI1 was regulated by let-7f-1-3p in CRC cells, we measured the levels of MK5, p-c-Jun, c-Jun and SNAI1 when let-7f-1-3p was suppressed or overexpressed in HCT116 and SW620 cells. We found that inhibition of let-7f-1-3p promoted the phosphorylation of c-Jun S63 site and the expression of MK5 and SNAI1, overexpression of let-7f-1-3p decreased the phosphorylation of c-Jun S63 site and the expression of MK5 and SNAI1 (Fig. 7d and Fig. S4C).
Next, we wanted to verify whether MK5-AS1 could regulate SNAI1 by targeting let-7f-1-3p in CRC cells via cotransfection of cells with si-MK5-AS1 #1 and let-7f-1-3p inhibitor. Interestingly, the inhibition of SNAI1 protein expression induced by si-MK5-AS1 #1 was effectively reversed by let-7f-1-3p inhibitor. In addition, the level of SNAI1 protein increased after MK5-AS1 overexpression, which was reversed when pcDNA3.1 MK5-AS1 and let-7f-1-3p mimics were cotransfected (Fig. 7e). In summary, the above results suggested that MK5-AS1 regulated the expression of SNAI1 by sponging let-7f-1-3p.
Discussion
Recently, emerging evidence has suggested that lncRNAs play a vital role in cellular development and human diseases, especially in cancer [12]. Dysregulated expression of lncRNAs might lead to progressive, uncontrolled growth and metastasis of tumors [14, 35]. Using a combination of genomic, biochemical, and cell biological analysis, we proved that MK5-AS1 is an oncogenic lncRNA in CRC. Database and clinical specimen analysis demonstrated that MK5-AS1 was upregulated in CRC and induced cell proliferation and metastasis. Moreover, a change in MK5-AS1 levels was correlated with advanced TNM stage, including lymph node metastasis, peripheral metastasis, pathological staging, tumor development and tumorigenesis, which is consistent with previous reports [27]. However, Wang et al. mainly focused on MK5-AS1 enhancing CRC development by targeting p21 [27], and the mechanism of MK5-AS1 promoting tumor metastasis and invasion was poorly defined. MK5-AS1 is an antisense transcript of MK5, and both genes share overlapping sequences in the promoter and first exon region, so MK5-AS1 could cis-regulate the neighboring gene MK5. The MK5 gene has been proven to have dual characteristics in cancer progression [36], hence, the effects of high expression of MK5 on OS in the TCGA database were in contradiction with ours. MK5-AS1 was found to be mainly located in the cytoplasm, which did not correspond with a previous study [27] of MK5-AS1 showing that it was mainly located in the nucleus. However, the results do not disapprove MK5-AS1 as having a nonrestrictive subcellular localization. This discrepancy may be due to the heterogeneity of tumor cells or differences in the activation status. Cytoplasmic lncRNAs might participate in modulating the translation process and regulating RNA and protein stability and modification; however, the underlying molecular mechanisms of MK5-AS1 remain unknown.
In addition, we observed that MK5-AS1 could positively regulate SNAI1 and MK5 mRNA and protein expression. Over the last decade, research studies have focused on inhibiting or even reversing SNAI1-induced EMT, including a series of cell morphological conversions, changes in extracellular matrix properties, and redistribution of surface markers on membranes [37, 38]. Nevertheless, most trials with SNAI1 inhibitors have not been optimistic, which could be attributed, at least in part, to suboptimal target selection. Subsequently, inhibition of SNAI1 before being translated into mature protein was more significant in restraining metastasis. Mechanistically, MK5-AS1 regulated SNAI1-mediated EMT through at least two pathways: MK5-AS1, acting as a ceRNA, promoted the levels of SNAI1 by inhibiting let-7f-1-3p expression and MK5-AS1 recruited eIF4A1, the RBM4 complex and then cis-regulated the neighboring gene MK5. MK5 phosphorylated the substrate protein c-Jun, which activated the transcription factor SNAI1 (Fig. 8).
[image: ]
Fig. 8A hypothetical model depicts the roles of MK5-AS1 in the promotion of EMT in CRC


Due to cytoplasmic localization of MK5-AS1, we hypothesized that MK5-AS1 promoted MK5 translation or enhanced its mRNA stability. We first demonstrated that MK5-AS1 could directly bind to RBM4, which was confirmed to interact with eIF4A1, a subunit of the protein complex eIF4F [39]. RBM4 and the eIF4A1 complex mediate the recruitment of ribosomes to mRNAs and participate in eukaryotic translation initiation [32]. Collectively, these data demonstrated that MK5-AS1 promoted MK5 expression by binding to MK5 mRNA through overlapping sequences, recruiting RBM4 and the eIF4A1 protein complex, and further initiating IRES-dependent translation initiation. Moreover, our report was in agreement with previous investigation results showing increased stability of the MK5 mRNA 5′ end and reduced degradation [40]. In our studies, MK5 promoted tumor development and metastasis, which was inconsistent with previous reports [41, 42], indicating the heterogeneity and complexity of tumor [36]. MK5 is a p38 MAP kinase-activated protein kinase that has been demonstrated by in vitro kinase assays to phosphorylate the substrate c-Jun (1–93), [43]. In light of the above information, we confirmed by co-IP and IB that MK5 could specifically phosphorylate c-Jun at the S63 site, which played a vital role in enhancing the activity of the transcription activator [44]. MK5 has been verified to contain NLS and NES sequences and to be shuttled between the cytoplasm and the nucleus [45], it is possible that MK5 could translocate into the nucleus to phosphorylate the nuclear transcription factor c-Jun. It has also been reported that there are multiple c-Jun binding sites on the SNAI1 promoter. Previous studies mentioned that the p38 MAPK pathway could regulate SNAI1 by c-Jun under cell stress conditions, and the underlying mechanism is unclear [46, 47]. In our current study, we identified a novel c-Jun binding site on the SNAI1 promoter, suggesting that c-Jun is a strong transcriptional activator of the SNAI1 promoter. Consequently, our study clearly determined that p38 MAP kinase-activated MK5 could trigger the activity of c-Jun through phosphorylation of c-Jun, which then bound to the SNAI1 promoter to promote SNAI1-mediated EMT.
It has been reported that altering extracellular responses and intracellular signal transduction, such as enhancing the activity of p38MAPK [48], JNK [49] and eIF4 [39] signaling pathways, leads to carcinogenesis and aggravates metastasis. The p38MAPK pathway responds and adapts to numerous extracellular stimuli through downstream targets, which include protein kinases, phosphatases, transcription factors, and cell-cycle regulators. It has come to light that c-Jun participates in the JNK and stress-activated MAPK signaling pathways [50]. MK5, which is directly phosphorylated by MAPK4/6 (Erk3/4), could be phosphorylated and catalyzed by p38 MAP kinase instead of JNK [51]. Additionally, MK5 has been confirmed to phosphorylate the substrate eIF4E [43], and MK5-AS1 was analyzed as a possible direct binding partner of eIF4B (predicted by RBPDB). Consequently, the functional interaction between MK5-AS1 and MK5 appears to be involved in multiple positive feedback loops in regulating MK5 translation to facilitate the oncogenic phenotype, but this has not been verified. Furthermore, we hypothesized that MK5-AS1 in the cytoplasm could participate in RNA networks through MREs. MK5-AS1 and SNAI1 mRNA were found to be potential targets of let-7f-1-3p/miR-1284. We verified the expression of let-7f-1-3p/miR-1284 in CRC cell lines and confirmed that MK5-AS1-let-7f-1-3p-SNAI1 mRNA acted as a ceRNA. The mature sequence and seed sequence of let-7f-1-3p and miR-1284 are highly analogous, which revealed the importance of this binding site for RNA “Talk” and the similarity of their biological functions. According to our analysis, MK5-AS1 might regulate MK5 mRNA by acting as a ceRNA, as both of them possessed analogous MREs and high abundance miRNAs as the underlying targets. In addition, other highly complementary mRNAs with MK5-AS1 also exhibited potential ceRNA properties. The RNA network is a multilayered, multidirectional, multi-interactive and multidimensional network architecture that orchestrates cellular responses. Whether MK5-AS1 communicated with other microRNAs/lncRNAs/mRNAs through MREs to form RNA regulatory networks needs to be further confirmed.
Conclusion
In conclusion, we found that MK5-AS1 functioned as a carcinogenic lncRNA during CRC progression and revealed a novel regulatory pathway in which MK5-AS1 upregulated SNAI1 expression by sponging let-7f-1-3p and the cis-regulating adjacent gene MK5. We identified MK5-AS1 as a cancer-associated lncRNA, which could be a novel potential therapeutic target for CRC.
Supplementary information
Supplementary information accompanies this paper at https://​doi.​org/​10.​1186/​s13046-020-01633-8.
Acknowledgements
The authors thank the donors who provided their clinical tissue samples.

Authors’ contributions
TY, WCC, TJ, JS and DSP designed, performed and analyzed experiments. PCS, HS and RZF performed experiments. JQW provided clinical samples and clinical information. TY, WCC and MRL wrote the paper. JS and DSP commented on the study and revised the paper. JS and DSP obtained funding and designed the research. All authors read and approved the final manuscript.

Funding
This work was supported by the National Natural Science Foundation of China: No. 81572349 (DS Pei), No. 81872080 (DS Pei), Jiangsu Provincial Medical Talent No. ZDRCA2016055 (DS Pei), the Science and Technology Department of Jiangsu Province No. BK20181148 (DS Pei), the Priority Academic Program Development of Jiangsu Higher Education Institutions (PAPD) (DS Pei), National Natural Science Foundation of Jiangsu No. BK20191154 (J Song) and Six Talent Peaks Project in Jiangsu Province No. WSW-050 (J Song).

Availability of data and materials
All data generated or analyzed during the current study are available from the corresponding author on reasonable request.

Ethics approval and consent to participate
This study was performed under a protocol approved by the Review Board of The Affiliated Hospital of Xuzhou Medical University, and all examinations were performed after obtaining written informed consents. Animal experiments were in conformance with the Institutional Animal Care and Use Committee of Xuzhou Medical University.

Consent for publication
Not applicable.

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


Change History
13 December 2022A Correction to this paper has been published: https://​doi.​org/​10.​1186/​s13046-022-02537-5


References
	1.
Siegel RL, Miller KD, Jemal A. Cancer statistics, 2019. CA Cancer J Clin. 2019;69:7–34.

	2.
Primrose J, Falk S, Finch-Jones M, Valle J, O'Reilly D, Siriwardena A, Hornbuckle J, et al. Systemic chemotherapy with or without cetuximab in patients with resectable colorectal liver metastasis: the New EPOC randomised controlled trial. Lancet Oncol. 2014;15:601–11.

	3.
Tol J, Koopman M, Cats A, Rodenburg CJ, Creemers GJ, Schrama JG, Erdkamp FL, et al. Chemotherapy, bevacizumab, and cetuximab in metastatic colorectal cancer. N Engl J Med. 2009;360:563–72.

	4.
Dekker E, Tanis PJ, Vleugels JLA, Kasi PM, Wallace MB. Colorectal cancer. Lancet. 2019;394:1467–80.

	5.
Miller KD, Nogueira L, Mariotto AB, Rowland JH, Yabroff KR, Alfano CM, Jemal A, et al. Cancer treatment and survivorship statistics, 2019. CA Cancer J Clin. 2019;69:363–85.

	6.
Geisler S, Coller J. RNA in unexpected places: long non-coding RNA functions in diverse cellular contexts. Nat Rev Mol Cell Biol. 2013;14:699–712.

	7.
Kopp F, Mendell JT. Functional classification and experimental dissection of Long noncoding RNAs. Cell. 2018;172:393–407.

	8.
Liang H, Su X, Wu Q, Shan H, Lv L, Yu T, Zhao X, et al. LncRNA promotes ischemic myocardial injury by regulating autophagy through targeting. Autophagy. 2019;12:1–15.

	9.
Pant T, Dhanasekaran A, Bai X, Zhao M, Thorp EB, Forbess JM, Bosnjak ZJ, et al. Genome-wide differential expression profiling of lncRNAs and mRNAs associated with early diabetic cardiomyopathy. Sci Rep. 2019;9:15345.

	10.
Zhang Y, Cao X, Li P, Fan Y, Zhang L, Ma X, Sun R, et al. LncRNA NKILA integrates RXFP1/AKT and NF-κB signalling to regulate osteogenesis of mesenchymal stem cells. J Cell Mol Med. 2019; DOI: 10.1111.

	11.
Wu N, Zhang X, Bao Y, Yu H, Jia D, Ma C. Down-regulation of GAS5 ameliorates myocardial ischaemia/reperfusion injury via the miR-335/ROCK1/AKT/GSK-3β axis. J Cell Mol Med. 2019;12:8420–31.

	12.
Ni W, Yao S, Zhou Y, Liu Y, Huang P, Zhou A, Liu J, et al. Long noncoding RNA GAS5 inhibits progression of colorectal cancer by interacting with and triggering YAP phosphorylation and degradation and is negatively regulated by the mA reader YTHDF3. Mol Cancer. 2019;18:143.

	13.
Marín-Béjar O, Mas AM, González J, Martinez D, Athie A, Morales X, Galduroz M, et al. The human lncRNA LINC-PINT inhibits tumor cell invasion through a highly conserved sequence element. Genome Biol. 2017;18:202.

	14.
Wang K, Jin W, Song Y, Fei X. LncRNA RP11-436H11.5, functioning as a competitive endogenous RNA, upregulates BCL-W expression by sponging miR-335-5p and promotes proliferation and invasion in renal cell carcinoma. Mol Cancer. 2017;16:166.

	15.
Pádua AC, Fonseca AS, Muys BR, de Barros E, Lima BR, Bürger MC, de Souza JE, Valente V, et al. Brief report: the lincRNA Hotair is required for epithelial-to-mesenchymal transition and stemness maintenance of cancer cell lines. Stem Cells. 2013;31:2827–32.

	16.
Ding J, Yeh CR, Sun Y, Lin C, Chou J, Ou Z, et al. Estrogen receptor β promotes renal cell carcinoma progression via regulating LncRNA HOTAIR-miR-138/200c/204/217 associated CeRNA network. Oncogene. 2018;37:5037–53.

	17.
Rinn JL, Kertesz M, Wang JK, Squazzo SL, Xu X, Brugmann SA, Chang C, et al. Functional demarcation of active and silent chromatin domains in human HOX loci by noncoding RNAs. Cell. 2007;129:1311–23.

	18.
Sørensen KP, Thomassen M, Tan Q, Bak M, Cold S, Burton M, Larsen MJ, et al. Long non-coding RNA HOTAIR is an independent prognostic marker of metastasis in estrogen receptor-positive primary breast cancer. Breast Cancer Res Treat. 2013;142:529–36.

	19.
Luo M, Li Z, Wang W, Zeng Y, Liu Z, Qiu J. Long non-coding RNA H19 increases bladder cancer metastasis by associating with EZH2 and inhibiting E-cadherin expression. Cancer Lett. 2013;333:213–21.

	20.
Zhang J, Han C, Ungerleider N, Chen W, Song K, Wang Y, Kwon H, et al. A transforming growth factor-β and H19 signaling Axis in tumor-initiating hepatocytes that regulates hepatic carcinogenesis. Hepatology. 2019;69:1549–63.

	21.
Chen DL, Lu YX, Zhang JX, Wei XL, Wang F, Zeng ZL, Pan ZZ, et al. Long non-coding RNA UICLM promotes colorectal cancer liver metastasis by acting as a ceRNA for microRNA-215 to regulate ZEB2 expression. Theranostics. 2017;7:4836–49.

	22.
Persa OD, Niessen CM. Epithelial polarity limits EMT. Nat Cell Biol. 2019;21:299–300.

	23.
Guo R, Wu Z, Wang J, Li Q, Shen S, Wang W, Zhou L, et al. Development of a non-coding-RNA-based EMT/CSC inhibitory Nanomedicine for in vivo treatment and monitoring of HCC. Adv Sci (Weinh). 2019;6:1801885.

	24.
Peinado H, Olmeda D, Cano A. Snail, Zeb and bHLH factors in tumour progression: an alliance against the epithelial phenotype? Nat Rev Cancer. 2007;7:415–28.

	25.
Batlle E, Sancho E, Francí C, Domínguez D, Monfar M, Baulida J, García D, Herreros A, et al. The transcription factor snail is a repressor of E-cadherin gene expression in epithelial tumour cells. Nat Cell Biol. 2000;2:84–9.

	26.
Beyes S, Andrieux G, Schrempp M, Aicher D, Wenzel J, Antón-García P, et al. Genome-wide mapping of DNA-binding sites identifies stemness-related genes as directly repressed targets of SNAIL1 in colorectal cancer cells. Oncogene. 2019;38:6647–61.

	27.
Ji H, Hui B, Wang J, Zhu Y, Tang L, Peng P, Wang T, et al. Long noncoding RNA MAPKAPK5-AS1 promotes colorectal cancer proliferation by partly silencing p21 expression. Cancer Sci. 2019;110:72–85.

	28.
Salmena L, Poliseno L, Tay Y, Kats L, Pandolfi PP. A ceRNA hypothesis: the Rosetta stone of a hidden RNA language? Cell. 2011;146:353–8.

	29.
Karreth FA, Pandolfi PP. ceRNA cross-talk in cancer: when ce-bling rivalries go awry. Cancer Discov. 2013;3:1113–21.

	30.
Wang T, Jin X, Liao Y, Sun Q, Luo C, Wang G, et al. Association of NF-κB and AP-1 with MMP-9 overexpression in 2-Chloroethanol exposed rat astrocytes. Cells. 2018;7:8.

	31.
Wang H, Liu X, Long M, Huang Y, Zhang L, Zhang R, Liao X, et al. NRF2 activation by antioxidant antidiabetic agents accelerates tumor metastasis. Sci Transl Med. 2016;8:334ra351.

	32.
Lin JC, Hsu M, Tarn WY. Cell stress modulates the function of splicing regulatory protein RBM4 in translation control. Proc Natl Acad Sci U S A. 2007;104:2235–40.

	33.
Akao Y, Nakagawa Y, Naoe T. Let-7 microRNA functions as a potential growth suppressor in human colon cancer cells. Biol Pharm Bull. 2006;29:903–6.

	34.
Chang J, Huang L, Cao Q, Liu F. Identification of colorectal cancer-restricted microRNAs and their target genes based on high-throughput sequencing data. Onco Targets Ther. 2016;9:1787–94.

	35.
Dongre A, Weinberg RA. New insights into the mechanisms of epithelial-mesenchymal transition and implications for cancer. Nat Rev Mol Cell Biol. 2019;20:69–84.

	36.
Perander M, Keyse SM, Seternes OM. New insights into the activation, interaction partners and possible functions of MK5/PRAK. Front Biosci (Landmark Ed). 2016;21:374–84.

	37.
Jung HY, Fattet L, Tsai JH, Kajimoto T, Chang Q, Newton AC, Yang J, et al. Apical-basal polarity inhibits epithelial-mesenchymal transition and tumour metastasis by PAR-complex-mediated SNAI1 degradation. Nat Cell Biol. 2019;21:359–71.

	38.
Mazzolini R, Gonzàlez N, Garcia-Garijo A, Millanes-Romero A, Peiró S, Smith S, de Herreros AG, et al. Snail1 transcription factor controls telomere transcription and integrity. Nucleic Acids Res. 2018;46:146–58.

	39.
Gingras AC, Raught B, Sonenberg N. eIF4 initiation factors: effectors of mRNA recruitment to ribosomes and regulators of translation. Annu Rev Biochem. 1999;68:913–63.

	40.
Johnsson P, Ackley A, Vidarsdottir L, Lui WO, Corcoran M, Grandér D, et al. A pseudogene long-noncoding-RNA network regulates PTEN transcription and translation in human cells. Nat Struct Mol Biol. 2013;20:440–6.

	41.
Ronkina N, Johansen C, Bohlmann L, Lafera J, Menon MB, Tiedje C, Laaß K, et al. Comparative analysis of two gene-targeting approaches challenges the tumor-suppressive role of the protein kinase MK5/PRAK. PLoS One. 2015;10:e0136138.

	42.
Sun P, Yoshizuka N, New L, Moser BA, Li Y, Liao R, et al. PRAK is essential for ras-induced senescence and tumor suppression. Cell. 2007;128:295–308.

	43.
New L, Jiang Y, Zhao M, Liu K, Zhu W, Flood LJ, Kato Y, et al. PRAK, a novel protein kinase regulated by the p38 MAP kinase. EMBO J. 1998;17:3372–84.

	44.
Smeal T, Binetruy B, Mercola D, Grover-Bardwick A, Heidecker G, Rapp UR, Karin M, et al. Oncoprotein-mediated signalling cascade stimulates c-Jun activity by phosphorylation of serines 63 and 73. Mol Cell Biol. 1992;12:3507–13.

	45.
New L, Jiang Y, Han J. Regulation of PRAK subcellular location by p38 MAP kinases. Mol Biol Cell. 2003;14:2603–16.

	46.
Thakur N, Gudey SK, Marcusson A, Fu JY, Bergh A, Heldin CH, Landström M, et al. TGFβ-induced invasion of prostate cancer cells is promoted by c-Jun-dependent transcriptional activation of Snail1. Cell Cycle. 2014;13:2400–14.

	47.
Li Y, Liu Y, Xu Y, Voorhees JJ, Fisher GJ. UV irradiation induces snail expression by AP-1 dependent mechanism in human skin keratinocytes. J Dermatol Sci. 2010;60:105–13.

	48.
Stramucci L, Pranteda A, Bossi G. Insights of crosstalk between p53 protein and the MKK3/MKK6/p38 MAPK signaling pathway in Cancer. Cancers. 2018;10:5.

	49.
Solinas G, Becattini B. JNK at the crossroad of obesity, insulin resistance, and cell stress response. Mol Metab. 2017;6:174–84.

	50.
Noguchi H. Regulation of c-Jun NH-terminal kinase for islet transplantation. J Clin Med. 2019;8:11.

	51.
Déléris P, Rousseau J, Coulombe P, Rodier G, Tanguay PL, Meloche S. Activation loop phosphorylation of the atypical MAP kinases ERK3 and ERK4 is required for binding, activation and cytoplasmic relocalization of MK5. J Cell Physiol. 2008;217:778–88.



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


OEBPS/images/13046_2020_1633_Fig7_HTML.png
HCT16

A InhibitorNC  let7r0-3p inhibitor  NC let-7£-1-3p mimics B
. NEEETIEES ! z MAPKAPKS-AS1 5'...AAGBGCGCAGGAT TBTATAG. .3
% let-7f-1-3p 3'...CUUCCGUUAUCUAACAUAlil(I:...5'
2 'g SNAI1 3'UTR 5'...CAAGGAAACGTTTTGTATAG...3'
5
I3 C
K ——] Luciferase SNAI 3' UTR}———
£ — ~—
Wild type 3'UTR 5'.. CAAGGAAACGTTTTGTATAG...3'
let-71.3p 3. CUUCCGUUAUCUAA@Al}Al_JQ...S‘
Mutant 3UTR 5'...CAAGGAAACGTTAACATATE.. 3
Inhibitor NC let-7f-1-3p inhibitor let-7f-1-3p mimics ?
" ]
: :‘%’ é 15
H 0 Q
o ® 3
ﬁ - l%:l‘ 1.0-
2 PR gE
H - o gé 05
g T £2
< A $ SE
E é‘“‘ g 0.0
5 =] SNAM BUTRWT  + + -
SNAI1 3'UTR MUT - - + +
- NC + 5 . N
LO¢ LcS
c oot Qi “,,.»w‘ let-7f-1-3p - + B +
D U N0 A
W e WO et
MK5 IE'_“ E sictd  + - + - pcDNA31  + + . N
p-c-Jun(S63) \El—ﬂ © SIMK5-AS1 1# - + - + PcDNA3.1 MK5-AS1 - - + +
SNAN El_zs I let-7f-1-3p inhibitor - - + + let-7f-1-3p mimics - + - +
. . . T =
CAPDH [wm w— a— ] ¢ oAt [ -2 [, Y - ]
5
MKs —54 GAPDH |- - b |—3s = GAPDH |----|_36
- 1 T O
o =
)
T e e LA e p—
» a a
kDa

SW620





OEBPS/navigation.xhtml

    
      Contents


      
        		Long noncoding RNA MAPKAPK5-AS1 promotes colorectal cancer progression by cis-regulating the nearby gene MK5 and acting as a let-7f-1-3p sponge


      


    
    
      Landmarks


      
        		Body Matter


      


    
  

OEBPS/images/13046_2020_1633_Fig4_HTML.png
HCT116

Negative probe

Protein Residue Index

350

300

250

200

150

100

MK5-AS1

DAPI

Interaction Matrix

Merged

RBM4

elF4A1

elF4A1

1B

‘o

RBM4

500 1000 1500
RNA Nucleotide Index

e | sA
oot ‘.\ega“ “\\’5#

Input 1gG  IP:RBM4

—40

—48
kDa

—40
kDa

2000

Percentage of Input

Wt ned

a\'\“e “\\,\5-P‘$I\

MK5 . —54
kDa
Interaction Profile
2|
15
g ot
3
%)
c osf
kel
g of
g
£ o5t
al
15
L L s L
0 500 1000 1500 2000
Nucleotide Position
RIP:RBM4 RIP:elF4A1

IgG

RBM4
]

elF4A1

0.4

0.3

0.2

0.1

Percentage of Input

0.0
RBM4
Input 19G IP:elF4A1
- —
- -

1gG

—40

—48
kDa

elF4A1





OEBPS/images/13046_2020_1633_Fig5_HTML.png
B

HCT116 SW620

we W
B et (3 Wt o ek po et
so s.‘“vé 5'\\“‘5 oo“"pcﬁ“ o s.\“\kf’ s-\“\kf’ v°°“ ‘,co“"

HCT116 SW620

s
5K
A A2 AR AT A AWK
o o o o s

pS
pat W
pe o 9-‘“.‘65

=l e

MK5 [— -

e e

S—

T | —54

p-c-Jun(S63) } -

[= @ =

- ||

- ‘ p-c-Jun(S63) |- -

- -

U [ | — -

i ] - -

SNAI1

e

-‘ —29

- =~ -] B |

W e e ] [ ] | (=

GAPDH|— — d‘ I- -| |——-‘ |- -‘ i

36
kDa

Input 1gG  IP:MK5 Input  1gG  IP:c-Jun

C

S |
a @
o Dy, o -
kDa kDa
HCT116 SW620
pcDNA3.1  + + + +
siCtrl  + + - + + -
PcDNA3.1 MK5 + + + +
sic-Jun + + + +
MKs l — -I ’ - —_— I —s4

E HCT116

pcDNA3.1
PcDNA3.1 MK5

+

PcDNA3.1 c-Jun
pcDNA3.1 c-Jun(S63A) -

SR11302 - .
MK [ — o — -‘ —54
p-c-Jun(S63) [ - - . ‘ —a42

n GRS |

suan [ o= -

GAPDH [ G GHD GED G= e e

pcDNA3.1
PcDNA3.1 MKS

—36
kDa

SW620 +

PcDNA3.1 c-Jun
PCDNA3.1 c-Jun(S63A) -

SR11302
| — — — —
SNAI l — ‘ l—. - -I 29 MK5| p— -—-‘_54
GAPDH ‘ - - = -‘ ‘ - &= | s p-c-Jun(S63) - s | %
F evun [ ———— | —39
—1000b -964b -818b +1b snan [ - - a' | —29
2 - -
b cJuni c-Jun2 CAPDH [ e e e e e e | 35
8 wt Luc
o
g TGACCC TGACCC H
2 >15
S cim I—i—'—/ Luc s
- bt
o AAACCC TGACCC @
2 2 10
S 1]
kS cm  p—F———— Tuc ]
[ 8
TGACCC AAACCC ‘5
35
ctmezm p—f———4—] Tuc 2
AAACCC AAACCC K
2 o
HCT116 SW620 B3 PGL3 Basic
Wyt MW e E= PGL3 Basic+c-Jun
o g8 PG (ot (g6 P PGL3 SNAI1 promoter
B3 PGL3 SNAI1 promoter+c-Jun
300kb [ PGL3 SNAI1 promoter MUT1+c-Jun
200kb ——» B Il L Y 11 promoter PGL3 SNAI1 promoter MUT2+c-Jun
EA PGL3 SNAI1 promoter MUT1+2+c-Jun






OEBPS/images/13046_2020_1633_Fig2_HTML.png
siCtrl 1 1# ) ?I‘MK5>AS1 2# pcDNA&;! pcDNAG 1 MKS-AS1
5 e
5
© E
5
2|
5
8
z
ol
g
alf
g
gl s
@i 13
2
H
B HCT116 SW620
S\
v # g2k ¢
'\'1-* AW A a2 A aah
pS _p& p3- PS¢ pS p3- P
SOU ‘“.\kf’ 00“ SO ST S 9;0“ 9“0“
E-cadherin —— | — — I'_ — | — 129
] |
Vimentin | e | [= - — —| [ — ”—so
SNAI |ap s s | | —_ -l_
. 4
GAPDH | e e wie| (GHED D | o --’—aga
Fekk
w« )
= 2 .
shCtrl 5 55 .
2 | ==
'_5_ 2 10 .
58 o K
£% —r=—
shMK5-AS1 28 ¥ =
H .
shCtrl ShMK5-AS1
D Nodules of lung H. E staining Vimentin Vlmentln
. % 57
shCtrl
shMK5-AS1
Chr. 12 F
o2 &S
AT Aty \“‘
- e — SO RN G
e T 1115m T — 112 T
e = ; @i MKS r [ ——se 2
< BRAP ALH2 > mmm_(sAsz homnie > Sicasa > T —— I ]
’LOCWOIOIZCS > .< PCNPPI MIR6761 A.P'KAPKS“) I< L0C724085 GAPDH - - =
| T 1 i MKS o
ATXN2-AS > A()Dln > < RPS2P41 ERP29 > e
| Bt BRI g
< TMEM116 < NAA2S GAPDH | s e | | quue amme —36 |7
ADAMIA > <M_IR36$7 kpa

e TILM 115 TiTovb

112.0M

[Tt






OEBPS/css/envelope.png





OEBPS/images/13046_2020_1633_Fig8_HTML.png
Low MK5-AS1 expression High MK5-AS1 expression

v\wKs-As1
.“((
& /\/mg/ MK5 mRNA

m

SNAI1_ mRNA
%IetJM -3p

/‘f.\ e
L

- Nucleus
e 4 SNAI1 mRNA
N /
(2 |
I
1 (P

Low SNAI1 expression )

Cytoplasm

aaaaaa Epithelial-mesenchymal transition % %%% % %%






OEBPS/images/13046_2020_1633_Fig3_HTML.png
A C

Nt TT N2 T2 N3 T3 N4 T4
MKS | -— — '.|—54

p-value < 0.0001
e ————— R=037

©
P \_\c;ﬂ‘\ S‘Nn“s\ﬂe’l“ oo “1.19

MKS ‘-.—-‘-‘ 4|—54

MAPKAPKS expression

(log2 normalized intensity signal)
3
L
log2(MAPKAPKS TPM)

GAPDH |- ——— - - — ‘_kba o s s ss

10g2(MAPKAPK5-AS1 TPM)

Normal  Tumor
E (N=275) (N=349)

SiMKS 3#

PcDNA3.1 MK5

siCtrl SiMKS 2# PcDNA3.1

migrati

HCT116

invasion

migration

SW620

L
ey

F HCT116 SW620

B g3 o “h-“u\\‘f’ - “w “»3 A3
5’\0“\ 5'\“\\‘5 5\“\\‘ 900 9°° 5‘\5“\ 5‘\“‘\‘ 5\\1\\‘ “

we (@9 —~ —|| g |@» - —|| -|—54
Ecadherin | = mm— =] | g | L — ”J [ o | 1

vimentin [‘ o '_'| |-' *| |’ - -—| I- ‘| —60

SNAI1\Q‘:_. ||— -||‘-— - H-—v E—za
AT
GAPDH |QEED GHED GIID @D GED | | GED e Gu»| WS .-

g AT MRV R
N ERERE.K.

3 8 R

Number of tumor
metastases per lung
0

#

shCtrl ShMKS5.

H Nodules of lung H. E staining Vimentin Vimentin

shCtrl






OEBPS/images/13046_2020_1633_Fig6_HTML.png
@)

M

H
H
2
H
2
2
s
<
2
g
£
H
i
3
8

G

let-7§-1-3p expression (-ACT)

B HCT116

MAPKAPKS-AS1 ' AAGGGCGCAGGAT TGTATAGAA...3'

(1091bp-1112bp) It B8 MK5-AST
let-7f-1-3p 3'...CCCUUCCGUUAUCUAACAUALUC...5' = S miR-1284 hrd BB pcDNAG.1
LoD % PCDNA3.1 MKS-AS1
42-

(1091bp-1112bp)
miR-1284 3'...CUU UCG GUCCCEACAUAUCU...s‘

MEIRIEAS 5. ogcosiomTIGTITION .5

Relative RNA level
Relative RNA level

MAPKAPKE-AST 5. AAGGGCGCAGGAT TGTATAGAA...3

11 Sy
let-7b-3p  3'...CCCUUCCGUCAUCC AACAUAUC...5'

SW620

MAPKAPKE-ASY 5. TTAAGGGCGCAGGATTGTATAG...3' @ WKsAST
miR-506-5p 3'...AAUUCAU GUGGAAGGACUUAU...5' : ‘:‘;ﬁi: .

MAPKAPKS-AST 5. AAGGGCGCAGGATTGT ATAGAA...3'

miR-490-5p 3. .UGGGUGGACCUCUA%JACC. .5

Relative RNA level

S
GGG
D AR
. 15+ "
o 5 4' Luciferase IMAPKAPKS-AS1I7
L] ﬂ /
§ 104 Wild type AS1 5'...AAGGGCGCAG?II\TT?TII\T?(I;...3'
s 2 S let-7f-13p  3'...CUUCCGUUAUCUAACAUALC...5'
3 s =.0.4709 e, Mutant AS1  5'...AAGGGCGCAGCTAACATATC...3'
o - Cpoe
10 2 P =0.0019 ° %
2 28
& £51s
15 30 T T T T 1 83
L] 5 10 15 20 25 23
MK5-AS1 expression (ACT) 82 10
Lo
£8
HCT116 = inhibior NC SW620 - inhibitor NC 38 .
30 = let7-1-3pinhibir g 07 =~ let-7f-1-3p inhibitor [+
« NC £ os -+ NC 5 %
2 - let76-1-3p mimics § _os % = let-7f-1-3p mimics 2E
Ez.o E §"-‘ E 0.0-
g * g o3 - MK5-ASTWT  + + . B
8o £ Soz MK5-AS1 MUT - - + +
05 g oa NC + - + -
0o 5 ool let-7f-1-3p - + +
72 % © 0 24 a8 72 %
Incubation time (hour) Incubation time (hour)
Inhibitor NC let-7f-1-3p inhibitor NC let-7f-1-3p mimics . Inhibitor NC let-7f-1-3p inhibitor NC let-7f-1-3p mimics
A P —_ ) o -
3w o
i g

G

i W’






OEBPS/images/13046_2020_1633_Fig1_HTML.png
TCGA Colorectal
S

EZF1-AS1

AC009495

E TCGA Colorectal F
100+
p=0.04953
S
= 751
2
2
=5
0 50
s
5 — Low MAPKAPK5-AS1 (n=240)
& 251 — High MAPKAPK5-AS1 (n=247)
0 . ‘ ; ‘ ,
0 20 40 60 80 100

(months)

5.00
4.00
3.00
2.00
1.00
0.00
-1.00
-2.00
-3.00

Normal

Tumor

Disease-free survival(%)

100

®
?

)
<

»H
<

N
i

©
©
c cw
o o
[/}
2 3
[
S »
X c
o g
2
% Eo
<3
v N
X = |
o ©
§ £
S
o 2_ |
< &
= o
o
=
-
p=0.0022

—— Low MAPKAPK5-AS1 (n=86)
—— High MAPKAPK5-AS1(n=86)

Normal ' Tumor
(N=275) (N=349)

MAPKAPK5-AS1 expression(-ACT)

O

expression of MAPKAPK5-AS1

100

©
<

o)
<

N
d

20-

Overall Survival(%)

-104

'

N

o
I

o
]

p<0.001

—— Low MAPKAPK5AS1 (n=86)

o
o

20

40

60
(months)

—— High MAPKAPK5-AS1 (n=86)

)
20 40 60
(months)





OEBPS/css/sidebar.gif





