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Objectives: The long-noncoding RNAs (lncRNAs) are identified as new crucial regulators of 

diverse cellular processes in glioblastoma (GBM) tissues. However, the expression pattern and 

biological function of lncRNAs remain largely unknown. Here, for the first time, the effects of 

lncRNA lymphoid enhancer-binding factor 1 antisense RNA 1 (LEF1-AS1) on GBM progres-

sion both in vitro and in vivo are investigated.

Materials and methods: Expression profiles of LEF1-AS1 in GBM specimens were 

investigated by bioinformatics analyses. LEF1-AS1 expression in GBM tissues was detected 

using a quantitative polymerase chain reaction. LEF1-AS1 expression was inhibited by trans-

fecting the LEF1-AS1-specific small interfering RNAs (siRNAs) and stable cell lines estab-

lished were inhibited by transfecting si-LEF1-AS1 viruses. The Cell Counting Kit-8, ethynyl 

deoxyuridine, and colony formation assay were used to examine proliferation function. The 

flow cytometry detected cell-cycle change and apoptosis. Migration effects were detected by a 

Transwell assay. The tumor xenografts and immunohistochemistry were performed to evaluate 

tumor growth in vivo.

Results: In this study, LEF1-AS1 expression was found significantly upregulated in GBM 

specimens compared with normal tissues. The 5-year overall survival in GBM patients from The 

Cancer Genome Atlas with high expression of LEF1-AS1 was inferior to that with low expression. 

It was confirmed that expression of LEF1-AS1 was higher in GBM tissues than normal ones. 

Knockdown of LEF1-AS1 significantly inhibited the malignancy of GBM cells, including pro-

liferation and invasion, and promoted cell apoptosis. The result of Western blot assays indicated 

that knockdown of LEF1-AS1-mediated tumor suppression in GBM cells may be via the reduction  

of ERK and Akt/mTOR signaling activities. Finally, the in vivo experiment also demonstrated 

that knockdown LEF1-AS1 inhibited the growth-promoting effect of LEF1-AS1 of U87 cells.

Conclusion: Our result indicated that lncRNA LEF1-AS1 acts as an oncogene in GBM and 

may be a pivotal target for this disease.

Keywords: lncRNA, LEF1-AS1, glioblastoma, proliferation, invasion, apoptosis

Introduction
Glioblastoma (GBM) is the most common and aggressive tumor in the central nervous 

system,1 with a median survival of patients of only 12–15 months.2 Although some 

advances in the treatment of surgical, radiological, and chemotherapeutic interven-

tions have greatly improved over the past 20 years, the prognosis of these patients still 

remains poor.3 Therefore, understanding the molecular mechanisms associated with 

the GBM development is critical to develop new approaches to overcome this disease, 

where long noncoding RNAs (lncRNAs) are promising candidates.

lncRNAs are functionally defined as transcribed RNA molecules .200 nt in length, 

which have no protein-coding potential and are uniquely expressed in differentiated 
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tissues or specific cancer types.4 lncRNAs can modulate the 

downstream target genes by multiple means via cis- and 

trans-regulatory effects, in both transcriptional and post-

transcriptional levels,5,6 which is distinct from microRNAs 

(miRNAs) and other smaller noncoding RNAs. Increasing 

evidence supports that lncRNAs are linked with tumori-

genicity of cancer, including proliferation, metastasis, and 

apoptosis in lung cancer, breast cancer, ovarian cancer, 

and so on.7–9 Many lncRNAs have also been found to be 

involved in GBM progression. Examples include HOX 

transcript antisense intergenic RNA,10 colorectal neoplasia 

differentially expressed (CRNDE),11 maternally expressed 

gene 3,12 cancer susceptibility candidate 2,13 and ANRIL 

(CDKN2B-AS1).14 However, although many lncRNAs have 

been demonstrated to exert crucial regulating activities in the 

biological process during GBM development and progres-

sion, the function of the vast majority of these transcripts 

remains to be identified.

In this study, by performing microarrays on a local com-

puter for gene expressions of lncRNAs profiling from the 

database of The Cancer Genome Atlas (TCGA) and the Gene 

Expression Omnibus (GEO), it was found that a new lncRNA 

lymphoid enhancer-binding factor 1 antisense RNA 1 (LEF1-

AS1), which is located in chromosome 4q25, was upregulated 

in GBM with a poor 5-year survival rate. In addition, LEF1-

AS1 was also found to be upregulated in GBM tissues that 

were collected from the First Affiliated Hospital of Nanjing 

Medical University. Silencing LEF1-AS1 inhibited GBM 

proliferation and invasion and induced G1 phase arrest and 

apoptosis in the GBM cells. Our result suggested that LEF1-

AS1 could act as a GBM oncogene, and it provided a potential 

novel therapeutic target for the treatment of GBM.

Materials and methods
Patients and samples
A total of 10 GBM tissues and 3 normal brain tissues 

were obtained from the Department of Neurosurgery, the 

First Affiliated Hospital of Nanjing Medical University. 

The samples were collected between November 2015 

and September 2016. The three normal brain tissues were 

obtained from surgeries of brain trauma (n=1) and epilepsy 

(n=2). GBM (grade IV) was classified on the basis of the 

World Health Organization criteria. All specimens were 

snap-frozen in liquid nitrogen and stored at -80°C for a 

subsequent analysis. The ethical committees of Jiangsu 

Province Hospital affiliated to Nanjing Medical University 

approved this study. All patients’ written informed consent 

were received from each patient for this study.

cell lines culture conditions and small 
interfering rna (sirna) transfection
Human 293FT cells and U251 and U87 glioma cells were 

purchased from Shanghai Institutes for Biological Sciences, 

Cell Resource Center. All the cells were cultured in Dul-

becco’s Modified Eagle’s Medium (Gibco BRL, Grand 

Island, NY, USA)/high glucose-containing 10% fetal bovine 

serum (FBS) (Gibco BRL) and maintained at 37°C with 

5% CO
2
. The GBM cell lines were transfected with siRNA 

using Lipofectamine2000 (Invitrogen, Carlsbad, CA, USA) 

according to the manufacturer’s recommendations. LEF1-

AS1 RNAi segments (the RNAi sequence: si-LEF1-AS1 1# 

is sense: 5′-CCUGGGUGGAUAUGGUAAUTT-3′ and anti-

sense: 5′-AUUACCAUAUCCACCCAGGTT-3′; si-LEF1-

AS1#2 is sense: 5′-GGAGAUUAAUGCAGAACAATT-3′ 
and antisense: 5′-UUGUUCUGCAUUAAUCUCCTT-3′) 
were synthesized by Genepharma (Shanghai, China).

Plasmid constructs and the generation 
of stable cell lines
Amplification of LEF1-AS1 transcript complementary DNA 

(cDNA) by polymerase chain reaction (PCR) inserted into 

the pLenti6/V5-D-TOPO vector, following the ViraPower™ 

Lentiviral Expression Systems (Thermo Fisher Scientific) 

protocol. The plasmid was packaged into 293FT cells. The 

resultant lentivirus particles were infected into U87MG cells 

and the stable cell lines were selected in a medium containing 

blasticidin (Thermo Fisher Scientific).

Quantitative real-time Pcr
The total RNA from cell lines was isolated using TRIzol 

reagent (Thermo Fisher Scientific) following the manufactur-

er’s instructions. The RNA concentrations and quality were 

estimated by the 260/280 nm absorbance using a Nanodrop 

Spectrophotometer (IMPLEN GmbH, Munich, Germany). 

cDNA was synthesized from 1 μg of RNA in a final volume 

of 20 μL with random primers using the PrimeScript RT 

Reagent Kit (Takara, Otsu, Japan). The primers were obtained 

from GenePharma. The sequences were shown as follows: 

LEF1-AS1, forward 5′-AAGGACGAGAGAAAAGCAC-3′, 
reverse 5′-CACACAAAGGGGAAGACC-3′; glycer-

aldehyde-3-phosphate dehydrogenase (GAPDH), for-

ward 5′-AGCAAGAGCACAAGAGGAAG-3′, reverse 

5′-GGTTGAGCACAGGGTACTTT-3′. Quantitative reverse 

real-time PCR was conducted in 10 μL reactions contain-

ing 0.2 μM of each primer, 5 μL SYBR Green PCR master 

mix (2×) (Takara) and 0.2 μL cDNA on a 7900 Fast Real-

Time PCR System (Thermo Fisher Scientific). The reaction 
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mixtures were performed at 95°C for 30 seconds and then 

were amplified for 40 cycles at 95°C for 5 seconds and 60°C 

for 31 seconds. The raw data from each target lncRNA were 

normalized with the corresponding GAPDH. Each sample 

was examined in triplicate.

cell viability assays
Cell viability was monitored using the Cell Counting Kit-8 

(CCK8; Beyotime, Jiangsu, China). Cells (2,000 cells/well) 

in each group were plated into 96-well plates. The CCK8 

regent (~10 μL) was added to each well containing 100 μL 

culture medium after transfection and then was incubated for 

2 hours at 37°C with 5% CO
2
. The plates were measured at 

a wavelength of 450 nm using a plate reader (Infinite M200; 

Tecan, Männedorf, Switzerland). Five replicate wells were 

designed in each group and experiments were repeated 

in triplicate.

colony formation assay
Approximately 1×104 U87 and U251 cells were seeded 

in 6×6 cm plates with 10% FBS after transfecting with 

si-RNA or small interfering negative control (si-NC). After 

2 weeks, the cells were fixed with methanol for 15 minutes 

and then stained with 1% crystal violet (Beyotime) for 

30 minutes. Colonies with .50 cells/colony were counted 

under an inverted microscope (Olympus Corporation, Tokyo 

Japan). All of the experiments were repeated in triplicate 

independently.

5-ethynyl-2-deoxyuridine (edU) assay
The U251 and U87 cells were cultured in 24-well plates pre-

coated with 200 μL of 50 μM EdU labeling/detection kit (Ribo-

bio, Guangzhou, China) for 2 hours at 37°C after transfecting 

with si-RNA or si-NC. Then the cells were fixed with 4% 

paraformaldehyde (pH 7.4) for 30 minutes and incubated with 

0.5% Triton X-100 (Sigma-Aldrich Co., St Louis, MO, USA) 

for 20 minutes at room temperature. After washing, the cells of 

each well were stained with Apollo fluorescent dye (Ribobio, 

Guangzhou, China) for 30 minutes. Subsequently, the DNA 

contents of cells in each well were stained with Hoechst 3334 

(5 μg/mL) for 30 minutes and photographs of the cells were 

captured using a fluorescent microscope (Olympus).

cell invasion assay
For cell invasion assay, serum-free media (100 μL) with the 

cell suspension (3×104 cells) were added into the top chamber 

of Transwell (8 μM pore, Millipore, Billerica, MA, USA) 

coated with 25 μL of Matrigel (BD Biosciences, San Jose, 

CA, USA) and 75 μL of culture medium without FBS after 

transfecting with si-LEF1-AS1 or si-NC for ~24 hours. The 

lower chambers were added the medium containing 10% 

FBS. After incubating for 48 hours at 37°C with 5% CO
2
, the 

invading cells of the lower side membrane were fixed with 

methanol and stained with 0.1% crystal violet for 30 minutes. 

Six randomly chosen fields of each insert were counted using 

a digital microscope (Olympus).

Flow cytometric analysis
For cell-cycle analysis by flow cytometry, the U87 and 

U251 cells transfected for 72 hours were harvested and 

fixed in 70% ethanol overnight at 4°C after being washed 

three times by cold phosphate buffer solution (PBS). The 

cell nuclei were stained with 10 mg/mL ribonuclease and 

1 mg/mL propidium iodide (PI) (Sigma-Aldrich Co.) at 

37°C for 30 minutes in the dark. Finally, the DNA contents 

were analyzed on a FACS Calibur flow cytometer (Becton 

Dickinson, Franklin Lakes, NJ, USA). For cell apoptosis 

analysis, the cells were harvested and stained with annexin 

V-fluorescein isothiocyanate isomer (FITC) and PI using 

Annexin V-FITC/PI double-staining kit (Beyotime) at 37°C 

for 30 minutes in the dark. The number of apoptotic cells was 

also quantified with the FACS Calibur flow cytometer.

Western blotting analysis
The stimulated cancer cell lines were lysed with radioimmu-

noprecipitation assay lysis buffer (Cell Signaling Technology, 

Danfoss, MA, USA) containing phenylmethanesulfonyl fluoride 

(Beyotime). Equal amounts of protein lysate were separated 

on 10% or 12.5% SDS PAGE gels (Abcam, Cambridge, UK) 

and then transferred to polyvinylidene fluoride membranes 

(EMD Millipore). The membranes were incubated with the 

primary antibodies at 4°C overnight. The following primary 

antibodies were used: anti-human matrix metallopeptidase 

2 (MMP2) (#4022; Cell Signaling Technology), MMP9 

(#13667; Cell Signaling Technology), p-ERK (4370P; Cell 

Signaling Technology), extracellular signal-regulated kinase 

1/2 (ERK1/2) (4695P; Cell Signaling Technology), Akt (#4691; 

Cell Signaling Technology), p-Akt (#4060; Cell Signaling 

Technology), Bcl-2 (#4223; Cell Signaling Technology), Bax 

(#2772; Cell Signaling Technology), p27 (#2552; Cell Signaling 

Technology), p-mTOR (#2971; Cell Signaling Technology), 

mTOR (2983P; Cell Signaling Technology), cyclinD1 (#2978; 

Cell Signaling Technology), and GAPDH (AF0009; Beyotime). 

After incubation, the membranes were incubated with an horse-

radish peroxidase-conjugated secondary antibody for 1 hour at 

room temperature. Then, the membranes were washed six times 
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with TBST (PBS with 0.05% Tween20). The blot bands were 

visualized by Find-do ×6 Tanon (Tanon, Shanghai, China).

in vivo experiments
BALB/c nude mice at 4–5 weeks of age purchased from the 

animal center at the cancer institute at the Model Animal 

Research Center of Nanjing University (Nanjing, China) 

were maintained under pathogen-free conditions and 

manipulated according to the protocols. The animals from 

this study were approved by the Institution of Animal Ethical 

and Welfare Committee of Nanjing Medical University and 

the guidelines of National Animal Care and Use Committee 

were used. The effects of LEF1-AS1 on tumor growth were 

explored using U87 cells stably transfected with si-LEF1-

AS1 or si-NC. The mice were randomly assigned into two 

groups and subcutaneously injected with 1×107 U87 cells into 

a single side of posterior flank of each mouse. To examine 

tumor growth, tumor volumes were measured using a caliper 

for every 3 days. The tumor volume was calculated by using 

the following formula: (short diameter)2 × (long diameter)/2. 

The mice were sacrificed after 24 days. The tumors were 

resected and fixed in formalin.

statistical analysis
The data were expressed as mean ± standard deviations of 

at least three separate experiments and analyzed using the 

Student’s t-test or one-way analysis of variance by using an 

SPSS 16.0 software system (IBM Corp., Armonk, NY, USA). 

A P-value of ,0.05 was considered statistically significant.

Results
LEF1-AS1 expression was upregulated 
in gBM
To analyze lncRNA expression levels in GBM tissues 

compared with normal tissues, microarray data were down-

loaded first from TCGA and GEO data sets. A significant 

upregulation of LEF1-AS1 expression levels was observed 

in GSE7696, GSE16011, GSE50161, and TCGA data set 

(Figure 1A). Next, the GBM gene expression data of TCGA 

were employed to analyze the association between LEF1-

AS1 expression and GBM patient prognosis. The Kaplan–

Meier analysis and the log-rank test indicated that the 5-year 

overall survival in GBM patients with high expression of 

LEF1-AS1 was notably shorter than that with low expression 

Figure 1 Upregulation of LEF1-AS1 in GBM and its clinical significance.
Notes: (A) relative expression of LEF1-AS1 in gBM tissues compared to normal tissues was expressed at higher levels in Tcga and gene expression Omnibus data sets 
gse7696, gse16011, and gse50161. (B) Kaplan–Meier analyses of the correlation between high and low LEF1-AS1 expression levels in Tcga database and 5-year overall 
survival. (C) relative expression of LEF1-AS1 in gBM tissues (n=10) compared with corresponding normal tissues (n=3) was detected by qrT-Pcr and normalized to gaPDh 
expression.
Abbreviations: LEF1-AS1, lymphoid enhancer-binding factor 1 antisense rna 1; gBM, glioblastoma; Tcga, The cancer genome atlas; gse, gene expression omnibus data 
set; qrT-Pcr, quantitative real-time polymerase chain reaction.
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(P,0.0001) (Figure 1B). The real-time reverse transcription 

(RT)-PCR was performed to measure the expression levels 

of LEF1-AS1 in 10 GBM tumors and 3 normal tissues. The 

results showed that the LEF1-AS1 expression levels were 

significantly upregulated in GBM tissues compared with 

normal tissues (Figure 1C).

Knockdown of LEF1-AS1 arrested cell 
proliferation in gBM cells
To evaluate the biological function of LEF1-AS1 in GBM 

cells, a quantitative polymerase chain reaction (qPCR) was 

performed first to detect the knockdown efficiency of the 

LEF1-AS1-specific siRNAs in GBM cells. The silencing 

efficiency of si-LEF1-AS1 was higher than that of the nega-

tive control siRNA in U87 and U251 cells (Figure 2A). The 

impact of LEF1-AS1 knockdown on cell proliferation was 

assessed next. As shown in Figure 2B, the result of CCK8 

indicated si-LEF1-AS1 resulted in a significantly decreased 

proliferation of the U87 and U251 cells compared to the 

respective NC group. The result of EdU-positive cell num-

bers also indicated that si-LEF1-AS1 could inhibit the GBM 

cell proliferation (Figure 2C). Similarly, the result of colony 

formation assays showed that clonogenic survival was strik-

ingly decreased following the inhibition of LEF1-AS1 in two 

GBM cell lines (Figure 2D). The flow cytometric analysis 

revealed that si-LEF1-AS1 induced GBM-cell G1 phase arrest 

in the U87 and U251 cells (Figure 3A).

Knockdown of LEF1-AS1 promoted 
apoptosis and inhibited invasion in 
gBM cells
The flow cytometric analysis was performed to detect the 

function of si-LEF1-AS1 on the apoptosis of GBM cells. 

The results are shown in Figure 3B. It is suggested that the 

low LEF1-AS1 expression promoted the apoptosis of GBM 

cells. The invasiveness effects of LEF1-AS1 on GBM cells 

were checked by a Matrigel invasion assay. As is shown 

in Figure 3C, the numbers of U87 and U251 cells in the 

Figure 2 (Continued)
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lower section were significantly reduced in the si-LEF1-

AS1 group compared with the si-NC group (Figure 3C). 

This indicated that the knockdown of LEF1-AS1 inhibited 

cell invasion.

Knockdown of LEF1-AS1 inhibited akt/
mTOr and MaPK pathway in gBM cells
To dissect the expression of genes downstream of lncRNA, 

Western blot assays were performed on LEF1-AS1 respon-

sible for si-LEF1-AS1-mediated inhibition of tumorigenicity. 

As known, the Akt/mTOR and ERK pathways are hyperacti-

vated in many human cancers including GBM. They regulate 

many important functions for tumor initiation and apoptosis, 

proliferation, and invasion function.15,16 The p-Akt, p-mTOR, 

and p-ERK expressions were significantly decreased in the 

si-LEF1-AS1 group compared with the control (si-NC group), 

both in the U87 and U251 cell lines, while the Akt, mTOR, 

ERK1/2 and protein expressions were not changed obviously 

(Figure 4A). The result suggested that si-LEF1-AS1 may 

exert inhibition of tumorigenicity function by downregulated 

ERK1/2- and Akt-mediated signaling pathway. The relative 

protein expressions of pro-invasion (MMP9 and MMP2), 

G1 phase arrest (cyclinD1), and anti-apoptosis protein were 

downregulated significantly compared with the control in the 

U87 and U251 cells, while cell-cycle regulatory protein p27 

and pro-apoptosis protein Bax were up-regulated (Figure 4B). 

The findings of this study suggested that si-LEF1-AS1 

inhibited GBM cell proliferation and invasion and induced 

apoptosis via regulation protein of MMP9, MMP2, cyclinD1, 

p27, Blc-2, and Bax expression.

Knockdown of LEF1-AS1 inhibited gBM 
cells’ tumorigenesis in vivo
To assess whether si-LEF1-AS1 can decrease tumorigenesis 

in vivo, U87 cells were inoculated with or empty vector 

into nude mice as xenografts. All the mice were sacrificed 

24 days after the injection, and the tumors formed in the 

sh-LEF1-AS1 group were substantially smaller than those 

in the control group (Figure 5A). Meanwhile, the tumor 

weight and volume of sh-LEF1-AS1-transfected group 

decreased significantly compared with those injected with 

control group (Figure 5B and C). In addition, the result of 

qPCR assays showed that the levels of LEF1-AS1 expres-

sion in tumor tissues were significantly downregulated in the 

sh-LEF1-AS1-transfected cells compared with the control 

cells (Figure 5D). Hematoxylin-eosin staining of the tumor 

tissues from the two groups did not present any difference 

in histology, and the Ki-67-positive cells of tumors formed 

from the sh-LEF1-AS1-transfected U87 cells was obvi-

ously decreased compared with tumors formed from the 

control U87 cells (Figure 5E). These data suggested that the 

knockdown of LEF1-AS1 reduced tumor growth in vivo.

Discussion
Several publications have recently provided compelling 

evidence that the expression patterns of lncRNAs were of 

Figure 2 Knockdown LEF1-AS1 inhibits gBM cell proliferation in vitro.
Notes: (A) LEF1-AS1 expression was downregulated by transfecting with si-LEF1-AS1 1# and si-LEF1-AS1 2# and determined by qrT-Pcr in U251 and U87 cells. **P,0.01 
versus si-nc. (B) after transfection with si-LEF1-AS1 or negative control (si-nc), cell proliferation rates of U87 and U251 cells were determined by ccK8 assay. **P,0.01, 
*P,0.05 versus si-nc. (C) edU assay detected the effect of LEF1-AS1 knockdown on cell proliferation of U87 and U251. The click-it reaction revealed edU staining (red). 
cell nuclei were stained with DaPi (blue). all of the results are presented as mean ± sD from three independent experiments. **P,0.01 versus si-nc. (D) relative ability of 
U87 and U251 cell proliferation after transfection with empty vector and sh-LEF1-AS1 was detected by colony formation assay. **P,0.01 versus empty vector.
Abbreviations: LEF1-AS1, lymphoid enhancer-binding factor 1 antisense rna 1; gBM, glioblastoma; si-LEF1-AS1, sirna targeting LEF1-AS1; sirna, small interfering rna; 
qrT-Pcr, quantitative real time polymerase chain reaction; si-nc, negative control sirna; ccK8, cell counting Kit-8; edU, 5-ethynyl-2-deoxyuridine; DaPi, 4′,6-diamidino-
2-phenylindole; sD, standard deviation; sh, short hairpin; OD, optical density.
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Figure 3 Knockdown LEF1-AS1 induces g1 arrest and apoptosis and inhibits invasion in gBM cells.
Notes: after knockdown of LEF1-AS1 for 24 hours in U87 and U251 cells, the flow cytometric histograms showed cell arrest in G1 phase of cell-cycle (A) and a dramatic 
increase of apoptosis (B). (C) invasion capacities were investigated by Transwell assays. The numbers of invasion cells were calculated. relative bar graphs are shown in right. 
***P,0.001, **P,0.01, *P,0.05 versus si-nc. all of the results are presented as mean ± sD from three independent experiments.
Abbreviations: LEF1-AS1, lymphoid enhancer-binding factor 1 antisense rna 1; gBM, glioblastoma; si-nc, negative control sirna; si rna, small interfering rna; sD, 
standard deviation.

vast importance associated with the pathogenesis of malig-

nant tumors, including tumorigenesis, drug resistance, and 

metastasis.17–19 The functions of lncRNAs can drive complex 

mechanisms on many important cancer phenotypes through 

their interactions with other cellular macromolecules, which 

include epigenetic regulation of protein-coding genes and 

exploration of dysregulated lncRNAs.20 Thus, the dysregu-

lation of lncRNAs may not only affect the regulation of the 
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Figure 4 LEF1-AS1 exerts its function on akt/mTOr and MaPK pathways in gBM cells.
Notes: cells were transfected with si-nc and si-LEF1-AS1. (A) Western blot analyzed the expression levels of p-erK, erK, p-akt, akt, p-mTOr, and mTOr in U87 and 
U251 cells. (B) The levels of cell-cycle, apoptosis, and invasion proteins were detected.
Abbreviations: LEF1-AS1, lymphoid enhancer-binding factor 1 antisense rna 1; gBM, glioblastoma; si-nc, negative control sirna; si rna, small interfering rna; si-LEF1-
AS1, sirna targeting LEF1-AS1; MMP, matrix metallopeptidase.

Figure 5 LEF1-AS1 inhibits tumor growth in vivo.
Notes: (A) Nude mice inoculated were sacrificed 24 days after injection of U87 with sh-LEF1-AS1 or empty vector. (B) The tumor size was measured every 3 days after 
injection. **P,0.01 versus empty vector. (C) The weight of tumor tissue resected from injected mice was measured. **P,0.01 versus empty vector. (D) qrT-Pcr detected 
LEF1-AS1 expression in tumor tissues formed. *P,0.05 versus empty vector. (E) Transplanted tumors with h&e staining and ihc showed expression of Ki-67.
Abbreviations: LEF1-AS1, lymphoid enhancer-binding factor 1 antisense rna 1; qrT-Pcr, quantitative real-time polymerase chain reaction; h&e, hematoxylin-eosin; 
ihc, immunohistochemistry; sh, short hairpin.

 
O

nc
oT

ar
ge

ts
 a

nd
 T

he
ra

py
 d

ow
nl

oa
de

d 
fr

om
 h

ttp
s:

//w
w

w
.d

ov
ep

re
ss

.c
om

/ b
y 

54
.7

0.
40

.1
1 

on
 1

4-
A

ug
-2

01
8

F
or

 p
er

so
na

l u
se

 o
nl

y.

Powered by TCPDF (www.tcpdf.org)

                               1 / 1

www.dovepress.com
www.dovepress.com
www.dovepress.com


OncoTargets and Therapy 2017:10 submit your manuscript | www.dovepress.com

Dovepress 

Dovepress

4259

LEF1-AS1 as an oncogene in glioblastoma

eukaryotic genome, but may also provide a growth advantage 

to malignant cells, resulting in progressive and uncontrolled 

tumor growth.21 For example, lncRNA AB073614 induces 

tumor progression and predicts poor prognosis through 

regulating ERK1/2 and Akt signaling pathways in ovarian 

cancer.22 lncRNA CRNDE function a pro-oncogenic role 

through modulation of the mTOR signaling pathway.23 

In addition, several studies reveal that lncRNAs are exqui-

sitely regulated and are restricted to specific cell types to 

a greater degree than protein-coding genes,20,24,34,35 which 

indicates that lncRNAs may serve as more sensitive bio-

markers of different cancers. Therefore, identification of 

GBM-associated lncRNAs, investigation of their clinical 

significance and biological function may new therapeutic 

targets for malignancy.

Benefits of the fast development of sequencing technique 

and bioinformatics in the past decades and genome-wide 

cancer mutation analyses are identifying an extensive land-

scape of functional mutations within noncoding RNAs’ 

genome, with profound effects on the expression of 

lncRNAs in multiple cancer phenotypes. More and more 

novel lncRNAs have been discovered and biomarker of 

lncRNAs in multiple cancer phenotypes has been identified, 

which included GBM.25,26 Dependent of some microarray 

platforms with a large group of lncRNA-specific probes, 

lncRNA profiling was performed initially on large cohorts 

of GBM patients using data downloaded from TCGA and 

GEO databases. In this study, a new lncRNA LEF1-AS1 was 

demonstrated, which was most significantly upregulated in 

the GBM tissues, and the higher level of LEF1-AS1 expres-

sion was correlated with poor prognosis and short survival 

time in the GBM patients. It was also confirmed that lncRNA 

LEF1-AS1 was extremely upregulated in 10 GBM tissues, 

compared with 3 normal tissues. These findings indicate that 

lncRNA LEF1-AS1 may serve as a novel prognostic marker 

and therapeutic target for GBM. To further determine the 

effect of lncRNA LEF1-AS1, a series of experiments was 

performed in vitro and vivo to investigate the loss of lncRNA 

LEF1-AS1 function on various aspects of GBM-cell biology. 

The knockdown of lncRNA LEF1-AS1 significantly reduced 

cell proliferation, migration, and invasion, and induced cell-

cycle G1 phase arrest and apoptosis in the U87 and U251 

cell lines. The in vivo studies also showed that the tumors 

derived from the knockdown of LEF1-AS1 cells grew slower 

compared to those in the control group. Therefore, LEF1-AS1 

may exert tumorigenic activity in GBM, and promote growth 

and aggressive characteristics.

Akt and mTOR are important kinases that are activated 

by many cellular stimuli and regulate fundamental cellular 

functions including transcription, translation, proliferation, 

growth, and survival.27 Inhibition of the phosphatidylinositol 

3-kinase/Akt/mTOR pathway has served as a compelling 

therapeutic target for GBM in clinical trials.28 Otherwise, it 

has been confirmed that ERKs promote cell proliferation, 

cell survival, and metastasis especially through upstream 

activation by the epidermal growth factor receptor and Ras 

small guanosine triphosphatases,29 which is included GBM.30 

It was found that the knockdown of LEF1-AS1 downregulated 

the expression of p-ERK1/2 and p-AKT, which indicated 

that lncRNA LEF1-AS1 may exert its function by targeting 

ERK1/2 and Akt/mTOR signaling pathways. To the best of 

our knowledge, Akt/mTOR signaling pathway is one of the 

most important signaling pathways regulating apoptosis and 

cyclic protein of tumor cells.31,32 Activated ERK1/2 could 

increase the production of MMPs.33 As expected, LEF1-AS1 

knockdown decreased the cell pro-invasion protein (MMP9 

and MMP2), G1 phase protein (cyclinD1), and Blc-2 signifi-

cantly in both U87 and U251 cell lines, while it decreased the 

cell-cycle regulatory protein p27 and pro-apoptosis protein 

Bax significantly, indicating that LEF1-AS1-regulated GBM 

progression involved these genes.

In summary, it has been shown for the first time that 

LEF1-AS1 expression was upregulated in GBM tissues and its 

overexpression might correlate with poor overall survival in 

GBM patients. The knockdown of LEF1-AS1 exerted tumor 

suppressive functions through by reducing cell proliferation, 

migration and invasion as well as inducing apoptosis. Fur-

thermore, the oncogenic mechanism of LEF1-AS1 is partially 

through downregulating ERK and Akt/mTOR pathways. The 

findings suggest that lncRNA LEF1-AS1 acts as a functional 

oncogene in GBM cell line and that the downregulation of 

lncRNA LEF1-AS1 expression decreases GBM develop-

ment. However, further studies are necessary to validate 

the findings in GBM cells, and finding out the underlying 

mechanism could provide a novel promising candidate for 

the treatment of GBM.

Acknowledgments
This work was supported by the National Natural Science 

Foundation of China (Grant numbers 81473013 and 81673210) 

and Jiangsu Province Blue Project of University.

Disclosure
The authors report no conflicts of interest in this work.

 
O

nc
oT

ar
ge

ts
 a

nd
 T

he
ra

py
 d

ow
nl

oa
de

d 
fr

om
 h

ttp
s:

//w
w

w
.d

ov
ep

re
ss

.c
om

/ b
y 

54
.7

0.
40

.1
1 

on
 1

4-
A

ug
-2

01
8

F
or

 p
er

so
na

l u
se

 o
nl

y.

Powered by TCPDF (www.tcpdf.org)

                               1 / 1

www.dovepress.com
www.dovepress.com
www.dovepress.com


OncoTargets and Therapy

Publish your work in this journal

Submit your manuscript here: http://www.dovepress.com/oncotargets-and-therapy-journal

OncoTargets and Therapy is an international, peer-reviewed, open 
access journal focusing on the pathological basis of all cancers, potential 
targets for therapy and treatment protocols employed to improve the 
management of cancer patients. The journal also focuses on the impact 
of management programs and new therapeutic agents and protocols on 

patient perspectives such as quality of life, adherence and satisfaction. 
The manuscript management system is completely online and includes 
a very quick and fair peer-review system, which is all easy to use. Visit 
http://www.dovepress.com/testimonials.php to read real quotes from 
published authors.

OncoTargets and Therapy 2017:10submit your manuscript | www.dovepress.com

Dovepress 

Dovepress

Dovepress

4260

Wang et al

References
 1. Thakkar JP, Dolecek TA, Horbinski C, et al. Epidemiologic and molecu-

lar prognostic review of glioblastoma. Cancer Epidemiol Biomarkers 
Prev. 2014;23(10):1985–1996.

 2. Tanaka S, Louis DN, Curry WT, Batchelor TT, Dietrich J. Diagnostic 
and therapeutic avenues for glioblastoma: no longer a dead end? Nat 
Rev Clin Oncol. 2013;10(1):14–26.

 3. Omuro A, DeAngelis LM. Glioblastoma and other malignant gliomas: 
a clinical review. JAMA. 2013;310(17):1842–1850.

 4. Iyer MK, Niknafs YS, Malik R, et al. The landscape of long noncoding 
RNAs in the human transcriptome. Nat Genet. 2015;47(3):199–208.

 5. Lee JT. Epigenetic regulation by long noncoding RNAs. Science. 2012; 
338(6113):1435–1439.

 6. Nagano T, Fraser P. No-nonsense functions for long noncoding RNAs. 
Cell. 2011;145(2):178–181.

 7. Chen F, Mo J, Zhang L. Long noncoding RNA BCAR4 promotes 
osteosarcoma progression through activating GLI2-dependent gene 
transcription. Tumour Biol. 2016;37(10):13403–13412.

 8. Wu J, Wang D. Long noncoding RNA TCF7 promotes invasiveness 
and self-renewal of human non-small cell lung cancer cells. Hum Cell. 
2017;30:23–29.

 9. Qiu JJ, Lin YY, Ding JX, Feng WW, Jin HY, Hua KQ. Long non-coding 
RNA ANRIL predicts poor prognosis and promotes invasion/metastasis 
in serous ovarian cancer. Int J Oncol. 2015;46(6):2497–2505.

 10. Gupta RA, Shah N, Wang KC, et al. Long non-coding RNA HOTAIR 
reprograms chromatin state to promote cancer metastasis. Nature. 
2010;464(7291):1071–1076.

 11. Graham LD, Pedersen SK, Brown GS, et al. Colorectal neoplasia 
differentially expressed (CRNDE), a novel gene with elevated expres-
sion in colorectal adenomas and adenocarcinomas. Genes Cancer. 2011; 
2(8):829–840.

 12. Li J, Bian EB, He XJ, et al. Epigenetic repression of long non-coding 
RNA MEG3 mediated by DNMT1 represses the p53 pathway in 
gliomas. Int J Oncol. 2016;48(2):723–733.

 13. Wang P, Liu YH, Yao YL, et al. Long non-coding RNA CASC2 sup-
presses malignancy in human gliomas by miR-21. Cell Signal. 2015; 
27(2):275–282.

 14. Pasmant E, Laurendeau I, Heron D, Vidaud M, Vidaud D, Bieche I. 
Characterization of a germ-line deletion, including the entire INK4/
ARF locus, in a melanoma-neural system tumor family: identification 
of ANRIL, an antisense noncoding RNA whose expression coclusters 
with ARF. Cancer Res. 2007;67(8):3963–3969.

 15. Manning BD, Cantley LC. AKT/PKB signaling: navigating down-
stream. Cell. 2007;129(7):1261–1274.

 16. Xu Y, Wang K, Yu Q. FRMD6 inhibits human glioblastoma growth 
and progression by negatively regulating activity of receptor tyrosine 
kinases. Oncotarget. 2016;7:70080–70091.

 17. Sun M, Nie F, Wang Y, et al. LncRNA HOXA11-AS promotes pro-
liferation and invasion of gastric cancer by scaffolding the chromatin 
modification factors PRC2, LSD1, and DNMT1. Cancer Res. 2016; 
76(21):6299–6310.

 18. Wang Y, Wu K, Yang Z, et al. Multidrug-resistance related long non-
coding RNA expression profile analysis of gastric cancer. PLoS One. 
2015;10(8):e0135461.

 19. Kong H, Wu Y, Zhu M, et al. Long non-coding RNAs: novel prognostic 
biomarkers for liver metastases in patients with early stage colorectal 
cancer. Oncotarget. 2016;7:50428–50436.

 20. Schmitt AM, Chang HY. Long noncoding RNAs in cancer pathways. 
Cancer Cell. 2016;29(4):452–463.

 21. Liu XH, Sun M, Nie FQ, et al. Lnc RNA HOTAIR functions as a 
competing endogenous RNA to regulate HER2 expression by sponging 
miR-331-3p in gastric cancer. Mol Cancer. 2014;13:92.

 22. Cheng Z, Guo J, Chen L, Luo N, Yang W, Qu X. A long noncoding 
RNA AB073614 promotes tumorigenesis and predicts poor prognosis 
in ovarian cancer. Oncotarget. 2015;6(28):25381–25389.

 23. Wang Y, Wang Y, Li J, Zhang Y, Yin H, Han B. CRNDE, a long-
noncoding RNA, promotes glioma cell growth and invasion through 
mTOR signaling. Cancer Lett. 2015;367(2):122–128.

 24. Harrow J, Frankish A, Gonzalez JM, et al. GENCODE: the reference 
human genome annotation for The ENCODE Project. Genome Res. 
2012;22(9):1760–1774.

 25. Wang Q, Zhang J, Liu Y, et al. A novel cell cycle-associated lncRNA, 
HOXA11-AS, is transcribed from the 5-prime end of the HOXA transcript 
and is a biomarker of progression in glioma. Cancer Lett. 2016;373(2): 
251–259.

 26. Zhang JX, Han L, Bao ZS, et al. HOTAIR, a cell cycle-associated long 
noncoding RNA and a strong predictor of survival, is preferentially 
expressed in classical and mesenchymal glioma. Neuro Oncol. 2013; 
15(12):1595–1603.

 27. Asati V, Mahapatra DK, Bharti SK. PI3K/Akt/mTOR and Ras/
Raf/MEK/ERK signaling pathways inhibitors as anticancer agents: 
structural and pharmacological perspectives. Eur J Med Chem. 2016; 
109:314–341.

 28. Li X, Wu C, Chen N, et al. PI3K/Akt/mTOR signaling pathway 
and targeted therapy for glioblastoma. Oncotarget. 2016;7(22): 
33440–33450.

 29. Roberts PJ, Der CJ. Targeting the Raf-MEK-ERK mitogen-activated 
protein kinase cascade for the treatment of cancer. Oncogene. 2007; 
26(22):3291–3310.

 30. Kohsaka S, Hinohara K, Wang L, et al. Epiregulin enhances tumorige-
nicity by activating the ERK/MAPK pathway in glioblastoma. Neuro 
Oncol. 2014;16(7):960–970.

 31. Zhang H, Xu W, Li B, et al. Curcumin promotes cell cycle arrest and 
inhibits survival of human renal cancer cells by negative modulation of 
the PI3K/AKT signaling pathway. Cell Biochem Biophys. 2015;73(3): 
681–686.

 32. Qiu H, Li J, Clark LH, et al. JQ1 suppresses tumor growth via PTEN/
PI3K/AKT pathway in endometrial cancer. Oncotarget. 2016;7: 
66809–66821.

 33. Lee CC, Wang CN, Lee YL, Tsai YR, Liu JJ. High mobility group 
box 1 induced human lung myofibroblasts differentiation and enhanced 
migration by activation of MMP-9. PLoS One. 2015;10(2):e0116393.

 34. Bolha L, Ravnik-Glavač M, Glavač D. Long Noncoding RNAs as 
Biomarkers in Cancer. Dis Markers. 2017;2017:7243968.

 35. Cabili MN, Trapnell C, et al. Integrative annotation of human large 
intergenic noncoding RNAs reveals global properties and specific 
subclasses. Genes Dev. 2011;25(18):1915–1927.

 
O

nc
oT

ar
ge

ts
 a

nd
 T

he
ra

py
 d

ow
nl

oa
de

d 
fr

om
 h

ttp
s:

//w
w

w
.d

ov
ep

re
ss

.c
om

/ b
y 

54
.7

0.
40

.1
1 

on
 1

4-
A

ug
-2

01
8

F
or

 p
er

so
na

l u
se

 o
nl

y.

Powered by TCPDF (www.tcpdf.org)

                               1 / 1

http://www.dovepress.com/oncotargets-and-therapy-journal
http://www.dovepress.com/testimonials.php
www.dovepress.com
www.dovepress.com
www.dovepress.com
www.dovepress.com

	Publication Info 4: 
	Nimber of times reviewed 2: 


