
ORIGINAL RESEARCH
published: 23 August 2019

doi: 10.3389/fonc.2019.00808

Frontiers in Oncology | www.frontiersin.org 1 August 2019 | Volume 9 | Article 808

Edited by:

Saverio Marchi,

Marche Polytechnic University, Italy

Reviewed by:

Ying Wang,

University of Macau, China

Vassilis G. Gorgoulis,

National and Kapodistrian University

of Athens, Greece

*Correspondence:

Sanqiao Yao

sanqiaoyao@126.com

Lin Zhang

zhanglin8901@163.com

Specialty section:

This article was submitted to

Molecular and Cellular Oncology,

a section of the journal

Frontiers in Oncology

Received: 31 March 2019

Accepted: 07 August 2019

Published: 23 August 2019

Citation:

Duan S, Yu S, Yuan T, Yao S and

Zhang L (2019) Exogenous Let-7a-5p

Induces A549 Lung Cancer Cell Death

Through BCL2L1-Mediated PI3Kγ

Signaling Pathway.

Front. Oncol. 9:808.

doi: 10.3389/fonc.2019.00808

Exogenous Let-7a-5p Induces A549
Lung Cancer Cell Death Through
BCL2L1-Mediated PI3Kγ Signaling
Pathway
Shuyin Duan 1,2, Songcheng Yu 2, Teng Yuan 3, Sanqiao Yao 4* and Lin Zhang 1,5*

1 Key Laboratory of Birth Regulation and Control Technology of National Health Commission of China, Shandong Maternal

and Child Health Care Hospital, Jinan, China, 2 School of Public Health, Zhengzhou University, Zhengzhou, China, 3College of

Jitang, North China University of Science and Technology, Tangshan, China, 4 School of Public Health, Xinxiang Medical

University, Xinxiang, China, 5 School of Public Health and Management, Weifang Medical University, Weifang, China

Elevated expression of let-7a-5p contributes to suppression of lung cancer, in which

let-7a-5p, as exosome cargo, can be transported from macrophages to lung cancer

cells, yet the role of let-7a-5p remains unclear. Utilizing bioinformatics methods and

cellular experiments, this study was designed and conducted to identify let-7a-5p

regulatory network in lung cancer. Bioinformatics analysis and Kaplan-Meier survival

analysis revealed that let-7a-5p could directly target BCL2L1, and aberrant expression

of let-7a-5p affects the survival of lung cancer patients, which was confirmed in A549

lung cancer cells using luciferase reporter assay. Moreover, let-7a-5p inhibited BCL2L1

expression and suppressed lung cancer cell proliferation, migration, and invasion.

Functionally, overexpression of let-7a-5p promoted both autophagy and cell death in

A549 lung cancer cells through PI3Kγ signaling pathway, whereas the apoptosis and

pyroptosis of A549 lung cancer cells were unaffected. Furthermore, aberrant expression

of BCL2L1 significantly altered the expression of lung cancer biomarkers such as MYC,

EGFR, and Vimentin. To sum up, these data demonstrate that exogenous let-7a-5p

induces A549 lung cancer cell death through BCL2L1-mediated PI3Kγ signaling

pathway, which may be a useful target for lung cancer treatment.
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INTRODUCTION

Lung cancer is one of the most common respiratory diseases worldwide, for which there have
been no effective treatment methods (1). With the estimated incidence number of 2,093,876 and
the mortality number of 1,761,007 in 185 countries in 2018 (2), lung cancer has become the most
life-threatening disease in both developed and developing countries.

The dominant role of autophagy in the proliferation, migration, and invasion of lung cancer cells
has been well-established throughout previous studies (3–5). However, the mechanism underlying
the initiation of autophagy is still unclear. In general, autophagy is a bulk degradation process in
which organelles and cytoplasm are engulfed and transported to lysosomes for proteolysis, which
is essential for the management of metabolic stress and the maintenance of normal metabolic
activities (6). However, autophagy is also widely activated in various kinds of cancer cells, and
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certain studies demonstrated that autophagy also leads to cell
death (7–9), but the role of autophagy in lung cancer is still
in debate.

To unveil the role of autophagy in lung cancer, the current
study was designed and conducted based on our previous
work, in which we found that let-7a-5p along with its 4 target
genes, including BCL2-like protein 1 (BCL2L1), insulin-like
growth factor 1 receptor (IGF1R), mitogen-activated protein
kinase 8 (MAPK8), and FAS, were putatively associated with the
autophagy of lung cancer cells (10), and BCL2L1 was confirmed
to be negatively correlated with the survival of lung cancer
patients. Coincidentally, Li et al. indicated that synergistical
application of hyperoside and let-7a-5p induces G1/S phase arrest
and lead to suppression of lung cancer cell proliferation (11). A
meta-analysis also suggests that downregulation of let-7 families
corresponds to poor prognosis in patients with multiple cancers
(12). Herein, let-7a-5p and its 4 target genes were recruited
to investigate the role of autophagy in the carcinogenesis of
lung cancer.

RESULTS

Construction of Let-7a-5p Regulatory
Network in Lung Cancer
To unveil the role of let-7a-5p in lung cancer, we conducted
functional annotation for let-7a-5p using bioinformatics
methods. A total of 17 GO/KEGG items were obtained, and two
functional groups of autophagy and apoptosis were identified
(Figures 1A,B, Table S1). Moreover, we assessed the death
risk of lung cancer patients using 4 target genes related to
let-7a-5p, including BCL2L1, IGF1R, MAPK8, and FAS. As
shown in Figures 1C–F, high expression of BCL2L1 elevated
lung cancer patients death risk [hazard ratio (HR) and 95%
confidence intervals (CI) = 1.60(1.38–1.86)], but no similar
correlations were found in IGF1R, MAPK8, and FAS. These
data suggest that BCL2L1 is a potential target of let-7a-5p
in lung cancer, and the autophagy regulated by let-7a-5p
via targeting BCL2L1 is essential for the survival of lung
cancer patients.

Let-7a-5p Directly Targets BCL2L1 and
Inhibits It’s Expression
As predicted by bioinformatics analysis, BCL2L1 is a putative
target of let-7a-5p in lung cancer. Thus, the seed region
of let-7a-5p, 7 bases start from the second base at the
3′ region of let-7a-5p, was supposed to bind the 3′-UTR
sequence of BCL2L1 transcript (Figure 2A). To validate the
hypothesis, we adopted luciferase reporter plasmid assay
by inducing mutation in the 3′-UTR region of BCL2L1,

Abbreviations: AKT, Protein kinase B; BCL2L1, Bcl-2-like protein 1; CI,

Confidence intervals; DMEM, Dulbecco’s modified Eagle medium; FBS, Fetal

bovine serum; FC, Fold change; FDR, False discovery rate; GO, Gene Ontology;

HR, Hazard ratio; KEGG, Kyoto Encyclopedia of Genes and Genomes;

KM, Kaplan-Meier; MAPK8, Mitogen-activated protein kinase 8; PI3Kγ,

Phosphatidylinositol-4,5-bisphosphate 3-kinase gamma; PTEN, Phosphatase and

tensin homolog; RT-qPCR, Real-time quantitative PCR; SDS-PAGE, Sodium

dodecyl sulfate-polyacrylamide gel electrophoresis; UTR, Untranslated region.

and the let-7a-5p mimics or inhibitors were co-transfected
into the mutant or wild-type A549 lung cancer cells. For
cells of the wild-type, the relative luciferase activity of
the reporters of let-7a-5p mimics decreased comparing with
the mimic control group, whereas the relative luciferase
activity increased in cells transfected with let-7a-5p inhibitors.
In contrast, the relative luciferase activity of the reporters
of the mutant 3′-UTR region of BCL2L1 was unaffected
after the cells being transfected with let-7a-5p mimics or
inhibitors (Figure 2B).

To further explore the regulatory mechanism of let-
7a-5p on BCL2L1, we conducted RT-qPCR and western
blot to detect the expressions of let-7a-5p and BCL2L1
after the cells being transfected with let-7a-5p mimics
or inhibitors, respectively. The expression of let-7a-5p
increased after being transfected with let-7a-5p mimics,
while it decreased after transfection of let-7a-5p inhibitors
(Figure 2C). In contrast, the expression of BCL2L1 was
downregulated at high level let-7a-5p, but it elevated in
cells transfected with let-7a-5p inhibitors (Figures 2D,E).
Consequently, our data demonstrate that let-7a-5p inhibits
the expression of BCL2L1 via targeting the 3′-UTR region of
BCL2L1 transcript.

Abbarent Expression of Let-7a-5p Alters
the Migration and Invasion of A549 Lung
Cancer Cells
To investigate the biological behaviors of let-7a-5p on A549
lung cancer cells, we conducted CCK8 assays to evaluate
the cellular viability of A549 lung cancer cells. As shown
in Figure 3A, overexpression of let-7a-5p suppressed cell
proliferation, while knockdown of let-7a-5p promoted cell
proliferation. We then performed transwell assays to estimate
the migration and invasion of A549 lung cancer cells.
Knockdown of let-7a-5p significantly enhanced the migration
and invasion of A549 lung cancer cells, but overexpression
of let-7a-5p suppressed the cells’ migration and invasion
(Figures 3B–E). These data suggest that let-7a-5p can modulate
the proliferation, migration, and invasion of A549 lung
cancer cells, which may be crucial in the development of
lung cancer.

BCL2L1 Promotes the Proliferation,
Migration, and Invasion of A549 Lung
Cancer Cells
To explore the biological function of BCL2L1 in the proliferation,
migration, and invasion of lung cancer cells, we designed and
synthesized the plasmids of shRNAs and pcDNAs to silence
or overexpress the expression of BCL2L1 in A549 lung
cancer cells. As shown in RT-qPCR and western blot, the
expression of BCL2L1 was downregulated after transfection
of sh-BCL2L1, while it increased after transfection of pc-
BCL2L1 (Figures 4A–D). We then performed transwell
assays to evaluate the migration and invasion of A549 lung
cancer cells. Silencing BCL2L1 attenuated the migration and
invasion of A549 lung cancer cells, whereas overexpression
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FIGURE 1 | Regulatory network of let-7a-5p in lung cancer. (A) Functional annotation of let-7a-5p by bioinformatics analysis. Two functional groups of autophagy

(Red) and apoptosis (Blue) were identified. (B) Schematic of autophagy regulated by let-7a-5p via targeting BCL2L1 and IGF1R in lung cancer. (C–F) Kaplan–Meier

survival analysis in 2,437 lung cancer patients with different expressions of BCL2L1, IGF1R, MAPK8, and FAS, respectively. HR, hazard ratio.

of BCL2L1 elevated the migration and invasion of A549
lung cancer cells (Figures 4E–H). Meanwhile, we conducted
rescue experiments by co-transfection of let-7a-5p inhibitors
in sh-BCL2L1 transfected A549 lung cancer cells. Comparing
with cells solely transfected with sh-BCL2L1, CCK8 assays
showed significant recovery of cellular viability in A549
lung cancer cells that were co-transfected with let-7a-5p
inhibitors (Figure 5A). Therefore, BCL2L1 is an import
promoter in lung cancer cell proliferation, migration,
and invasion.

Inhibition of BCL2L1 Using Let-7a-5p
Induces Autophagy in A549 Lung Cancer
Cells
To investigate the mechanism that overexpression of let-7a-

5p induces autophagy in A549 lung cancer cells (Figure 1B),

we explored the ultrastructural characteristics of A549 lung

cancer cells with different treatments. The transmission electron

microscope showed that knockdown of BCL2L1 contributed

to the formation of autophagosomes, and many cells were
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FIGURE 2 | Exogenous let-7a-5p inhibits the expression of BCL2L1 in A549 lung cancer cells. (A) The crosstalk between let-7a-5p and BCL2L1 transcript. (B) The

luciferase plasmid reporter assay of let-7a-5p-BCL2L1 crosstalk. The mutant (MT) and/or wild-type (WT) A549 lung cancer cells were transfected with both luciferase

reporters and let-7a-5p mimics or inhibitors. (C) RT-qPCR assays of let-7a-5p in A549 lung cancer cells transfected with let-7a-5p mimics or inhibitors. (D,E) Western

blot gels and protein expression analysis of BCL2L1. NC represents the negative control. *P < 0.05 compared with the control group using the pooled variance t-test.

captured with damaged cellular membrane, blurred cytoplasm,

or expanded dimensions, the undigested organelles in the

autophagosomes could be clearly observed, the morphological

integrity of these cells was destroyed. While overexpression of
BCL2L1 inhibited the formation of autophagosomes, the cellular

integrity was unaffected (Figure 5B). Additionally, we detected
the expression of autophagy related biomarkers, including
BECN1, PI3Kγ, ATG12, and LC3, which have been confirmed
to be associated with the activation of autophagy in previous
studies (13–16), and we found that knockdown of BCL2L1
promoted the expression of all these genes, while overexpression

of BCL2L1 inhibited the expression of Beclin1, Atg12, and LC3
(Figures 5C–G). Besides, the cellular viability detected using
CCK8 assays showed similar trend with the autophagy-related
biomarkers (Figure 5A). Thus, these data suggest that BCL2L1
is a suppressor for initiating autophagy in A549 lung cancer cells.

Effect of Let-7a-5p-BCL2L1 Crosstalk on
the Apoptosis/Pyroptosis of A549 Lung
Cancer Cells
Apart from autophagy, available studies suggest that the
apoptosis/pyroptosis alters the viability of A549 lung cancer
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FIGURE 3 | Aberrant expression of let-7a-5p alters the growth, migration, and invasion of A459 lung cancer cells. (A) CCK8 assays show that let-7a-5p suppresses

the growth of A549 lung cancer cells. (B,C) Transwell assays display that let-7a-5p inhibits the invasion (B) and migration (C) of A549 lung cancer cells. (D,E)

Quantitative analysis of (B,C). NC represents the negative control. *P < 0.05 compared with the control group using the pooled variance t-test.
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FIGURE 4 | BCL2L1 modulates the migration and invasion of A549 lung cancer cells. (A) Examination of the knockdown efficiency of sh-BCL2L1 plasmid using

RT-qPCR. (B) RT-qPCR assays of BCL2L1 in A459 lung cancer cells transfected with pc-BCL2L1 or negative control. (C,D) Western blot gels and protein expression

(Continued)
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FIGURE 4 | analysis of BCL2L1 in A459 lung cancer cells transfected with shRNAs or pcDNAs. (E,F), Transwell assays show the alterations of cell invasion (E) and

migration (F) of A459 lung cancer cells. (G,H) Quantitative analysis of (E,F). NC represents the negative control. *P < 0.05 compared with the control group using the

pooled variance t-test.

FIGURE 5 | The crosstalk between let-7a-5p and BCL2L1 affects the autophagy and cellular viability of lung cancer cells. (A) CCK8 assays show the viability of A459

lung cancer cells. (B) Ultrastructural characteristics of A459 lung cancer cells captured by the transmission electron microscope. Arrows denote the autophagosomes.

(C) Western blot gels of GAPDH, PI3Kγ, BECN1, LC3, ATG12. (D–G) Quatitative analysis of PI3Kγ, BECN1, LC3, ATG12. N, nucleus; Let-7, let-7a-5p; NC, negative

control. *P < 0.05 compared with the indicated group using the pooled variance t-test.

cells (17, 18). Interestingly, BCL2 families are well-known anti-
apoptosis factors or pyroptosis regulators (19, 20). To investigate
the effect of BCL2L1 on the apoptosis/pyroptosis of A549 lung
cancer cells, we conducted cellular flow cytometry to evaluate
the cell death rate in different intervention groups of A549 lung
cancer cells. As shown in Figure 6A, knockdown of BCL2L1
elevated the cell death rate, overexpression of BCL2L1 decreased

the cell death rate, whereas the apoptosis rate was unaffected
(Figures 6A–C). We then performed western blot to detect
the protein biomarkers related to apoptosis and pyroptosis.
Two biomarkers, cleaved-Caspase-1 and cleaved-Caspase-3, were

employed to indicate pyroptosis and apoptosis, respectively
(21, 22). We found that these two protein biomarkers were
unaffected by dysregulation of BCL2L1 (Figures 6D–F). These
data demonstrate that aberrant expression of BCL2L1 alters

the viability of lung cancer cells, while it does not change the
apoptosis/pyroptosis of lung cancer cells.

The Crosstalk of Let-7a-5p-BCL2L1 Alters
the Migration of Lung Cancer Cells and the
Expression of Lung Cancer Biomarkers
in vitro
To explore the effect of let-7a-5p-BCL2L1 crosstalk on the
migration of A459 lung cancer cells, we conducted wound
healing assays. As shown in Figures 7A,B, knockdown of
BCL2L1 suppressed the wound healing capability of A549 lung
cancer cells, while overexpression of BCL2L1 enhanced the
cells’ wound healing capability. In addition, the expression
of PTEN, MYC, EGFR, and Vimentin, potential indicators
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FIGURE 6 | Role of let-7a-5p-BCL2L1 crosstalk in the apoptosis and pyroptosis of A549 lung cancer cells. (A) Results of flow cytometry showed the effects of

let-7a-5p-BCL2L1 crosstalk on cell death and apoptosis of A459 lung cancer cells. (B,C) Quantitative analysis of cell death and apoptosis in A459 lung cancer cells.

(D–F) Western blot membranes and protein expression analysis for biomarkers of pyroptosis and apoptosis. let-7, let-7a-5p; Casp-1, cleaved-Caspase-1; Casp-3,

cleaved-Caspase-3; NC, negative control. *P < 0.05 compared with the indicated group using the pooled variance t-test.
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FIGURE 7 | Effect of let-7a-5p-BCL2L1 crosstalk on lung cancer cells in vitro. (A) Wound healing assays exhibit the effect of let-7a-5p-BCL2L1 crosstalk on the

migration of A459 lung cancer cells. (B) Quantitative analysis of (A). (C-F) RT-qPCR analysis of lung cancer biomarkers. let-7, let-7a-5p; NC, negative control.

*P < 0.05 compared with the indicated group using the pooled variance t-test.
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associated with lung cancer patients survival period (23–26),
was also detected in A549 lung cancer cells. Knockdown
of BCL2L1 significantly attenuated the expression of MYC,
EGFR, and Vimentin, while overexpression of BCL2L1
elevated their expressions (Figures 7D–F). In contrast,
PTEN, the anti-tumor indicator, was upregulated after
knockdown of BCL2L1 and downregulated in the recuse
experiments (Figure 7C).

DISCUSSION

To investigate the role of let-7a-5p-BCL2L1 crosstalk in lung
cancer, we performed functional annotation and signaling
pathway enrichment for let-7a-5p. As shown in Figure 1

and Table S1, let-7a-5p and its 4 target genes were clustered
into 2 groups of apoptosis and autophagy, among which
BCL2L1, IGF1R, and MAPK8 were mainly involved in
autophagy, while BCL2L1, FAS, and MAPK8 were predicted
to be associated with apoptosis. Consistent with previous
studies, BCL2L1, collaborating with VDAC2, could suppress
autophagy and improve female fecundity (27). Autophagy
mediated by MAPK8/9/10 could be repressed by Rabl3, leading
to poor survival of non-small cell lung cancer (28). IGF1R
has been proved to be regulated by let-7 families in T cell
protection (29), and dysregulation of EGFR using chemically
synthesized small interfering RNAs also lead to autophagy,
in which the potential mechanisms are associated with the
PI3Kγ/AKT/mTOR signaling pathway (30). On the other hand,
BCL2L1, FAS, and MAPK8 are widely reported in cell apoptosis
(31–33). Based on the epidemiology survey and Kaplan-
Meier survival analysis among 2,437 lung cancer patients, the
alteration of BCL2L1 affects the lung cancer patients’ survival.
Therefore, it is essential to deep investigate the role of BCL2L1
for understanding the carcinogenesis and development of
lung cancer.

The dual-luciferase reporter assay was first adopted to
examine the regulatory mechanism of let-7a-5p-BCL2L1
crosstalk. As shown in Figure 2, the luciferase activity was
downregulated in cells that were treated with let-7a-5p
mimics, while the luciferase activity was unaffected after
inducing mutation in the seed region of BCL2L1, indicating
that BCL2L1 could be inhibited by let-7a-5p. Indeed, the
mediatory relationship between le-7 families and BCL2L1
has been demonstrated in previous studies. For example,
overexpression of let-7c leads to BCL2L1 repression and
induces apoptosis in liver cancer cells (34), and repression
of BCL-XL by let-7c promotes ox-LDL induced endothelial
apoptosis (35). However, to the best of our knowledge, the
role of let-7a-5p-BCL2L1 crosstalk in lung cancer has not
been reported.

In general, autophagy is beneficial for cell survival, and
it is sometimes a must for cancer cells to adapt rapid
growing conditions (36, 37). To reveal the role of let-7a-5p-
BCL2L1 crosstalk on autophagy in lung cancer, we observed
the ultrastructural changes of the A459 lung cancer cells
and examined the cellular viability under different conditions.

We found that overexpression of BCL2L1 led to autophagy
suppression, but inadequate BCL2L1 promoted lung cancer
cell migration and invasion. Considering the anti-apoptosis
capability of BCL2 families, we assessed the apoptosis/pyroptosis
of A549 lung cancer cells by detecting the expression of
the cleaved Caspase-3 and Caspase-1, respectively. The results
of western blot showed that the expression of both protein
biomarkers was unaffected by the aberrant expression of BCL2L1.
All of which indicated that dysregulation of BCL2L1 could
not initiate or block the apoptosis or pyroptosis biological
process in A549 lung cancer cells, while autophagy induced
by let-7a-5p-BCL2L1 crosstalk adversely affects lung cancer cell
migration and invasion. Interestingly, several studies also found
similar phenomenon with this study. For example, excessive
autophagy induces neuron death in cerebral ischemia (38),
and autophagy induced by oxidative stress in preeclampsia
also led to the failure of trophoblast invasion and vasculature
(39). Several more recent studies confirmed that autophagy
is involved in X-linked myopathy (40, 41). However, several
studies demonstrate that autophagy exhibits a tumor suppressing
role in precancerous lesions, whereas it has a tumor-promoting
role in full-blown cancer (42–44). Considering the dual role
of autophagy, we detected the cell death using flow cytometry,
in which the PI-positive cells were treated as dead cells. From
the TEM images of BCL2L1 highly expressed A549 cells, we
found the damaged cellular membrane and nuclear membrane,
while the loss of cell membrane integrity is essential for
PI entering nucleus and binding to DNA, so we conclude
that autophagy induces the damage of cell membrane, which
in turn lead to cell death. For the role of autophagy in
lung cancer, it may be that excessive autophagy induces lung
cancer cell death. In this study, we found that BCL2L1 is a
suppressor of macroautophagy, so high expression of BCL2L1
reduces excessive autophagy in A549 cells, which is good for
cell survival.

Collectively, our findings confirm that upregulation of
let-7a-5p leads to lung cancer cell death, the underlying
mechanism is associated with the autophagy burst induced by
the inhibition of BCL2L1 through PI3Kγ signaling pathway,
which provide emerging insight into the investigation of lung
cancer carcinogenesis and development, and let-7a-5p, as an
efficient BCL2L1 inhibitor, might be a useful target for lung
cancer treatment.

METHODS

Cell Culture and Intervention
The A549 lung cancer cells derived from human lung
adenocarcinoma were obtained from ATCC Company (ATCC,
Manassas, VA, USA) and maintained in high glucose complete
Dulbecco’s modified Eagle medium (DMEM) (Hyclone, Utah,
USA) in a humidified atmosphere at 37◦C and 5% CO2, the
complete DMEM was composed of 10% fetal bovine serum
(FBS), 100µg/mL streptomycin, 100 U/mL penicillin and 2mM
glutamine. After being passaged for three generations, the A549
lung cancer cells obtained from the fourth generation were used
for downstream experiments. When the A549 lung cancer cells
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growing up to 70% confluence of 60mm dish, the chemically
synthesized mimics or inhibitors of let-7a-5p were added to the
serum-free medium. Keep incubating for 48 h, the A549 lung
cancer cells were harvested for further use.

Functional Annotation and Pathway
Enrichment of Let-7a-5p
Let-7a-5p and its 4 target genes including BCL2L1, IGF1R,
MAPK8, and FAS were employed to conduct functional
annotation and pathway enrichment using R software version 3.6
for Windows based on databases of Gene Ontology (GO) and
Kyoto Encyclopedia of Genes and Genomes (KEGG), in which
4 features of cellular component, molecular function, biological
process, and signaling pathway were analyzed, respectively.
Functional items that satisfied the conditions pre-set (P < 0.05,
false discovery rate (FDR) < 0.01, fold change (FC) ≥ 2.0 or ≤
0.5) were selected and clustered into different functional groups.

Kaplan-Meier and Cox Hazards Regression
Survival Analysis
Kaplan-Meier and Cox hazards regression survival analysis was
performed for all target genes using the online database registered
as KM plotter for lung cancer (available online at http://kmplot.
com/analysis/). The database integrated 54,675 genes on survival
using 10,461 cancer samples, including 2,437 lung cancer patients
with a mean follow-up time of 49 months. The target genes
related to patient survival in lung cancer were selected for
downstream analysis.

Plasmids Construction and Transfection
The mature sequences of let-7a-5p mimics, inhibitors, and
their corresponding negative controls (listed in below) were
designed and synthesized by Sangon Biotech (Shanghai, China).
The inserted fragment was validated using DNA sequencing
technology. Cell transfection and co-transfection were conducted
using Lipo6000 (Beyotime, Shanghai, China). Firefly luciferase
reporter plasmids containing 3′ untranslated region (UTR)
of the BCL2L1 were purchased from AmyJet Scientific Inc.
(Wuhan, China). The mutations were induced with the supposed
target site of BCL2L1 3′-UTR using the QuickChange XL kit
(Stratagene, La Jolla, CA, USA) according to the manufactures
instructions. The primers were:

let-7a-5p mimic: 5′-UGAGGUAGUAGGUUGUAUAGUU-3′

Negative control: 5′-UUCUCCGAACGUGUCACGUTT-3′

let-7a-5p inhibitor: 5′-AACUAUACAACCUACUACCUCA-3′

Negative control : 5′-AGCUCCCAAGAGCCUAACCCGU-3′

For aberrant expression of BCL2L1, the A549 lung cancer
cells were transfected with pcDNA3.1 plasmids and shRNAs,
respectively. To overexpress BCL2L1, the full length of BCL2L1
cDNA was amplified and subcloned into pcDNA3.1; whereas
3 shRNAs were synthesized to knockdown the expression of
BCL2L1. The empty pcDNA3.1 plasmid and a scrambled shRNA
were used as negative controls, respectively. All plasmids were
isolated and purified using the AxyPrep DNA Miniprep Kit
(Axygen Scientific, CA, USA).

Luciferase Reporter Plasmid Assay
The A549 lung cancer cells were plated in the 6-well plates
with 80% confluence and transfected with 0.5 µg reporter
plasmid along with 50 nmol let-7a-5p mimics, inhibitors or
their corresponding controls, respectively. The pRL-CMV
plasmid expressing Renilla luciferase was also transfected
to each group as the internal control. After incubating
for 24 h, the cells were harvested with the trypsin at the
concentration of 0.25%, 37◦C for 1min. The fluorescence
intensity of Firefly and Renilla was detected, and all
values stained with Firefly were normalized with values
of Renilla, each experiment was repeated with 5 samples
in parallel.

Migration and Invasion Assay
The protocols used to detect cell migration and invasion were
previously reported (29). In brief, the motility of A549 lung
cancer cells was measured using a Transwell apparatus. A549
lung cancer cells transfected with plasmids were seeded in
the log phase of the Transwell apparatus, and the serum free
medium was renewed 2 h later, the medium in the lower chamber
was replaced with 10% FBS containing DMEM. For invasion
assays, the filters of the Transwell chambers were coated with
30 µg Matrigel (BD Biosciences, San Jose, CA, USA). Keep
incubating for 24 h in a standard cell incubator, the cells were
harvested at the bottom of the Transwell apparatus, fix with 100%
methanol for 2min, stain in 0.5% crystal violet for 2min, and
rinse with PBS. Finally, the cells were subjected to an optical
microscope (CKX41, Olympus, Tokyo, Japan). The cell migration
and invasion were evaluated by randomly counting 5 fields of the
stained cells.

Protein Immunoblotting
Total protein of A549 lung cancer cells from different
transfection groups was extracted and quantified. Then 40
µg protein was diluted in 20 µL volume of PBS and added
to sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) and transferred onto PVDF membranes (Millipore,
Billerica, MA). After incubating in 5% non-fat milk at 4◦C
with rabbit anti-human primary antibody of BCL2L1, Caspase-
1, Caspase-3, and GAPDH (Abcam, Cambridge, MA, USA)
for 12 h, the protein coated membrane was washed with
TBST for three times, 10min per time. All membranes
were then exposed to goat anti-rabbit secondary antibodies
(Abcam, Cambridge, MA, USA). After washing for three times
with TBST, 10min per time, the membranes were subjected
to Fluor Chem HD2Gel imaging system (Proteinsimple,
San Jose, CA, USA) for signal measurement. All samples
used in protein detection were repeated for five times
in parallel.

Real-Time Quantitative PCR (RT-qPCR)
The A549 lung cancer cells were harvested from different
transfection groups, and the total mRNAs were then isolated.
cDNAs were obtained using mRNA reverse kit (Sangon Biotech,
Shanghai, China). The GAPDH was used as internal control.
RT-qPCR was conducted using SYBR Green Method (Sangon
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Biotech, Shanghai, China) with StepOnePlus Real-Time PCR
System (Applied Biosystems, Foster, CA, USA). The PCR
primers were:

let-7a-5p: 5′- TGAGGTAGTAGGTTGTATAGTT-3′

BCL2L1 forward primer: 5′-GCATATCAGAGCTTTGAA
CAGG-3′

BCL2L1 reverse primer: 5′-GAAGGAGAAAAAGGCCAC
AATG-3′

BECN1 forward primer: 5′-ATCTAAGGAGCTGCCGTT
ATAC-3′

BECN1 reverse primer: 5′-CTCCTCAGAGTTAAACTG
GGTT-3′

LC3 forward primer: 5′-CCTGGACAAGACCAAGTT
TTTG-3′

LC3 reverse primer: 5′-GTAGACCATATAGAGGAA
GCCG-3′

PTEN forward primer: 5′-GACCAGAGACAAAAAGGG
AGTA-3′

PTEN reverse primer: 5′-ACAAACTGAGGATTGCAA
GTTC-3′

EGFR forward primer: 5′-ACCCATATGTACCATCGA
TGTC-3′

EGFR reverse primer: 5′-GAATTCGATGATCAACTC
ACGG-3′

MYC forward primer: 5′-CGACGAGACCTTCATCAA
AAAC-3′

MYC reverse primer: 5′-CTTCTCTGAGACGAGC
TTGG-3′

PI3Kγ forward primer: 5′-CACACACTACATCAGTGGCTC
AAAG-3′

PI3Kγ reverse primer: 5′-TCCAGCACATGAACGTGTAA
ACAG-3′

ATG12 forward primer: 5′-AACAAAGAAATGGGCT
GTGG-3′

ATG12 reverse primer: 5′-TTGCAGTAATGCAGGA
CCAG-3′

Vimentin forward primer: 5′-GAGAACTTTGCCGTT
GAAGC-3′

Vimentin reverse primer: 5′-GCTTCCTGTAGGTGGC
AATC-3′

GAPDH forward primer: 5′-ACCCAGAAGACTGTGG
ATGG-3′

GAPDH reverse primer: 5′-TCTAGACGGCAGGTCA
GGTC-3′.

Wound Healing Assays
An equal number of A549 lung cancer cells from different
transfection groups were seeded onto 6-well plates, and then
they were incubated at a standard atmosphere for 24 h. A
wound was scraped into the middle region of the cell growing
area with a plastic 200 µL tip and washed with PBS for
three times. At the time point 0 and 48 h, the wounds were
captured using an optical microscope (CKX41, Olympus, Tokyo,
Japan). The distance of the scratches was measured using
Photoshop CS5.0 for Windows (Adobe Systems, San Jose,

CA, USA) and the healing ability of A549 lung cancer cells
was assessed.

Transmission Electron Microscope
The A549 lung cancer cells harvested from each transfection
group were fixed in 2.5% glutaraldehyde and 0.1M cacodylate
buffer (pH 7.4) for 2 h. After washing with PBS, the cells were
post-fixed in 2% osmium tetroxide. Then, the cell pellets were
embedded in Epon resin. The ultra-structures of A549 lung
cancer cells were observed under the transmission electron
microscope (Hitachi, Tokyo, Japan) at an acceleration voltage of
80 kV.

Cell Flow Cytometry
The A549 lung cancer cells with different transfections were
seeded onto 6-well plates, keep growing up to 80% confluence,
the cells were harvested by trypsin enzyme digesting. Then the
cells were stained with PI/Annexin V using Annexin V-FITC
Apoptosis Detection Kit (Beyotime Biotechnology, Shanghai,
China) and subjected to BD Accuri C6 flow cytometry (BD
Medical Technology, Franklin Lakes, NY, USA), and the data
were analyzed using FCS Express 6.0 (De Novo Software,
Glendale, CA, USA).

Statistical Analysis
All data were analyzed using the SAS software package version
9.2 for Windows (SAS Institute Inc., Cary, NC, USA). The
continuous variables of normal distribution were described
as mean ± standard deviation. The differences between any
two groups were compared using the pooled variance t-test.
A P < 0.05 was considered statistically significant unless
otherwise indicated.

DATA AVAILABILITY

All datasets generated for this study are included in the
manuscript and/or the Supplementary Files.

AUTHOR CONTRIBUTIONS

LZ and SYa designed the study and wrote the manuscript. SD,
SYa, SYu, TY, and LZ performed the work. SD analyzed the data
and interpreted the results. All authors have read and approved
the final version of the manuscript.

FUNDING

This work was supported by Projects of Medical and Health
Technology Development Program in Shandong Province
(2018WS059) to LZ.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fonc.
2019.00808/full#supplementary-material

Frontiers in Oncology | www.frontiersin.org 12 August 2019 | Volume 9 | Article 808

https://www.frontiersin.org/articles/10.3389/fonc.2019.00808/full#supplementary-material
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles


Duan et al. Let-7a-5p Promotes A549 Cell Death

REFERENCES

1. Bironzo P, Di Maio M. A review of guidelines for lung cancer. J Thorac Dis.

(2018) 10 (Suppl. 13):S1556–63. doi: 10.21037/jtd.2018.03.54

2. Siegel RL,Miller KD, Jemal A. Cancer statistics, 2018.CACancer J Clin. (2018)

68:7–30. doi: 10.3322/caac.21442

3. Kim KW, Hwang M, Moretti L, Jaboin JJ, Cha YI, Lu B. Autophagy

upregulation by inhibitors of caspase-3 and mTOR enhances radiotherapy

in a mouse model of lung cancer. Autophagy. (2008) 4:659–68.

doi: 10.4161/auto.6058

4. Rao S, Tortola L, Perlot T, Wirnsberger G, Novatchkova M, Nitsch R, et al.

A dual role for autophagy in a murine model of lung cancer. Nat Commun.

(2014) 5:3056. doi: 10.1038/ncomms4056

5. Zhang L, Li J, Hao C, Guo W, Wang D, Zhang J, et al. Up-regulation of

exosomal miR-125a in pneumoconiosis inhibits lung cancer development by

suppressing expressions of EZH2 and hnRNPK. RSC Adv. (2018) 8:26538–48.

doi: 10.1039/C8RA03081B

6. Ouyang L, Shi Z, Zhao S, Wang FT, Zhou TT, Liu B, et al. Programmed cell

death pathways in cancer: a review of apoptosis, autophagy and programmed

necrosis. Cell Prolif. (2012) 45:487–98. doi: 10.1111/j.1365-2184.2012.00845.x

7. Huang Z, Wu S, Kong F, Cai X, Ye B, Shan P, et al. MicroRNA-21

protects against cardiac hypoxia/reoxygenation injury by inhibiting excessive

autophagy in H9c2 cells via the Akt/mTOR pathway. J Cell Mol Med. (2017)

21:467–74. doi: 10.1111/jcmm.12990

8. Munteanu I, Kalimo H, Saraste A, Nishino I, Minassian BA.

Cardiac autophagic vacuolation in severe X-linked myopathy

with excessive autophagy. Neuromuscul Disord. (2017) 27:185–7.

doi: 10.1016/j.nmd.2016.10.007

9. Wang S, Wang C, Yan F, Wang T, He Y, Li H, et al. N-Acetylcysteine

attenuates diabetic Myocardial Ischemia reperfusion injury through

inhibiting excessive autophagy. Mediators Inflamm. (2017) 2017:9257291.

doi: 10.1155/2017/9257291

10. Zhang L, Hao C, Zhai R, Wang D, Zhang J, Bao L, et al. Downregulation

of exosomal let-7a-5p in dust exposed- workers contributes to lung cancer

development. Respir Res. (2018) 19:235. doi: 10.1186/s12931-018-0949-y

11. Li JP, Liao XH, Xiang Y, Yao A, Song RH, Zhang ZJ, et al. Hyperoside and let-

7a-5p synergistically inhibits lung cancer cell proliferation via inducing G1/S

phase arrest. Gene. (2018) 679:232–40. doi: 10.1016/j.gene.2018.09.011

12. Xia Y, Zhu Y, Zhou X, Chen Y. Low expression of let-7 predicts poor

prognosis in patients with multiple cancers: a meta-analysis. Tumour Biol.

(2014) 35:5143–8. doi: 10.1007/s13277-014-1663-0

13. Huang R, Liu W. Identifying an essential role of nuclear LC3 for autophagy.

Autophagy. (2015) 11:852–3. doi: 10.1080/15548627.2015.1038016

14. Maejima Y, Isobe M, Sadoshima J. Regulation of autophagy by Beclin 1 in the

heart. J Mol Cell Cardiol. (2016) 95:19–25. doi: 10.1016/j.yjmcc.2015.10.032

15. Yang K, Yu B, Cheng C, Cheng T, Yuan B, Li K, et al. Mir505-3p regulates

axonal development via inhibiting the autophagy pathway by targeting Atg12.

Autophagy. (2017) 13:1679–96. doi: 10.1080/15548627.2017.1353841

16. Sophia J, Kowshik J, Dwivedi A, Bhutia SK, Manavathi B, Mishra R, et al.

Nimbolide, a neem limonoid inhibits cytoprotective autophagy to activate

apoptosis via modulation of the PI3K/Akt/GSK-3beta signalling pathway in

oral cancer. Cell Death Dis. (2018) 9:1087. doi: 10.1038/s41419-018-1126-4

17. Ma J, Zhao D, Lu H, Huang W, Yu D. Apoptosis Signal-Regulating Kinase

1 (ASK1) activation is involved in silver nanoparticles induced apoptosis

of A549 lung cancer cell line. J Biomed Nanotechnol. (2017) 13:349–54.

doi: 10.1166/jbn.2017.2359

18. Sannino F, Sansone C, Galasso C, Kildgaard S, Tedesco P, Fani R, et al.

Pseudoalteromonas haloplanktis TAC125 produces 4-hydroxybenzoic acid

that induces pyroptosis in human A459 lung adenocarcinoma cells. Sci Rep.

(2018) 8:1190. doi: 10.1038/s41598-018-19536-2

19. Ha SD, Han CY, Reid C, Kim SO. HDAC8-mediated epigenetic

reprogramming plays a key role in resistance to anthrax lethal toxin-

induced pyroptosis in macrophages. J Immunol. (2014) 193:1333–43.

doi: 10.4049/jimmunol.1400420

20. Siddiqui WA, Ahad A, Ahsan H. The mystery of BCL2 family: Bcl-

2 proteins and apoptosis: an update. Arch Toxicol. (2015) 89:289–317.

doi: 10.1007/s00204-014-1448-7

21. Porter AG, Janicke RU. Emerging roles of caspase-3 in apoptosis. Cell Death

Differ. (1999) 6:99–104. doi: 10.1038/sj.cdd.4400476

22. Miao EA, Rajan JV, Aderem A. Caspase-1-induced pyroptotic cell

death. Immunol Rev. (2011) 243:206–14. doi: 10.1111/j.1600-065X.2011.0

1044.x

23. Kidd ME, Shumaker DK, Ridge KM. The role of vimentin intermediate

filaments in the progression of lung cancer. Am J Respir Cell Mol Biol. (2014)

50:1–6. doi: 10.1165/rcmb.2013-0314TR

24. Havel LS, Kline ER, Salgueiro AM, Marcus AI. Vimentin regulates lung

cancer cell adhesion through a VAV2-Rac1 pathway to control focal

adhesion kinase activity. Oncogene. (2015) 34:1979–90. doi: 10.1038/onc.

2014.123

25. Ding M, Lu X, Wang C, Zhao Q, Ge J, Xia Q, et al. The E2F1-miR-

520/372/373-SPOP axis modulates progression of renal carcinoma. Cancer

Res. (2018) 78:6771–84. doi: 10.1158/0008-5472.CAN-18-1662

26. Kim Y, Lee B, Shim JH, Lee SH, Park WY, Choi YL, et al. Concurrent

genetic alterations predict the progression to target therapy in EGFR-mutated

advanced non-small cell lung cancer. J Thorac Oncol. (2018) 14:193–202.

doi: 10.1016/j.jtho.2018.10.150

27. Verrecchia F, Redini F. Transforming growth factor-beta signaling plays

a pivotal role in the interplay between osteosarcoma cells and their

microenvironment. Front Oncol. (2018) 8:133. doi: 10.3389/fonc.2018.00133

28. Yuan J, Zhang Y, Sheng Y, Fu X, Cheng H, Zhou R. MYBL2 guides autophagy

suppressor VDAC2 in the developing ovary to inhibit autophagy through

a complex of VDAC2-BECN1-BCL2L1 in mammals. Autophagy. (2015)

11:1081–98. doi: 10.1080/15548627.2015.1040970

29. Zhang W, Sun J, Luo J. High expression of Rab-like 3 (Rabl3) is associated

with poor survival of patients with non-small cell lung cancer via repression

of MAPK8/9/10-mediated autophagy. Med Sci Monit. (2016) 22:1582–8.

doi: 10.12659/MSM.898632

30. Hou C, Zhu M, Sun M, Lin Y. MicroRNA let-7i induced autophagy to protect

T cell from apoptosis by targeting IGF1R. Biochem Biophys Res Commun.

(2014) 453:728–34. doi: 10.1016/j.bbrc.2014.10.002

31. Balomenos D, Shokri R, Daszkiewicz L, Vazquez-Mateo C, Martinez AC. On

how fas apoptosis-independent pathways drive T cell hyperproliferation

and lymphadenopathy in lpr mice. Front Immunol. (2017) 8:237.

doi: 10.3389/fimmu.2017.00237

32. Cai J, Liu T, Jiang X, Guo C, Liu A, Xiao X. Downregulation of USP18 inhibits

growth and induces apoptosis in hepatitis B virus-related hepatocellular

carcinoma cells by suppressing BCL2L1. Exp Cell Res. (2017) 358:315–22.

doi: 10.1016/j.yexcr.2017.07.006

33. Zhou Y, Geng P, Liu Y, Wu J, Qiao H, Xie Y, et al. Rotavirus-

encoded virus-like small RNA triggers autophagy by targeting IGF1R via

the PI3K/Akt/mTOR pathway. Biochim Biophys Acta. (2018) 1864:60–8.

doi: 10.1016/j.bbadis.2017.09.028

34. Zou MH, Xie Z. Regulation of interplay between autophagy and apoptosis

in the diabetic heart: new role of AMPK. Autophagy. (2013) 9:624–5.

doi: 10.4161/auto.23577

35. Shimizu S, Takehara T, Hikita H, Kodama T, Miyagi T, Hosui A, et al. The let-7

family of microRNAs inhibits Bcl-xL expression and potentiates sorafenib-

induced apoptosis in human hepatocellular carcinoma. J Hepatol. (2010)

52:698–704. doi: 10.1016/j.jhep.2009.12.024

36. Degenhardt K, Mathew R, Beaudoin B, Bray K, Anderson D, Chen G,

et al. Autophagy promotes tumor cell survival and restricts necrosis,

inflammation, and tumorigenesis. Cancer Cell. (2006) 10:51–64.

doi: 10.1016/j.ccr.2006.06.001

37. Qin B, Xiao B, Liang D, Li Y, Jiang T, Yang H. MicroRNA let-

7c inhibits Bcl-xl expression and regulates ox-LDL-induced endothelial

apoptosis. BMB Rep. (2012) 45:464–9. doi: 10.5483/BMBRep.2012.45.

8.033

38. Shi R, Weng J, Zhao L, Li XM, Gao TM, Kong J. Excessive autophagy

contributes to neuron death in cerebral ischemia. CNS Neurosci Ther. (2012)

18:250–60. doi: 10.1111/j.1755-5949.2012.00295.x

39. Gao L, Qi HB, Kamana KC, Zhang XM, Zhang H, Baker PN. Excessive

autophagy induces the failure of trophoblast invasion and vasculature:

possible relevance to the pathogenesis of preeclampsia. J Hypertens. (2015)

33:106–17. doi: 10.1097/HJH.0000000000000366

Frontiers in Oncology | www.frontiersin.org 13 August 2019 | Volume 9 | Article 808

https://doi.org/10.21037/jtd.2018.03.54
https://doi.org/10.3322/caac.21442
https://doi.org/10.4161/auto.6058
https://doi.org/10.1038/ncomms4056
https://doi.org/10.1039/C8RA03081B
https://doi.org/10.1111/j.1365-2184.2012.00845.x
https://doi.org/10.1111/jcmm.12990
https://doi.org/10.1016/j.nmd.2016.10.007
https://doi.org/10.1155/2017/9257291
https://doi.org/10.1186/s12931-018-0949-y
https://doi.org/10.1016/j.gene.2018.09.011
https://doi.org/10.1007/s13277-014-1663-0
https://doi.org/10.1080/15548627.2015.1038016
https://doi.org/10.1016/j.yjmcc.2015.10.032
https://doi.org/10.1080/15548627.2017.1353841
https://doi.org/10.1038/s41419-018-1126-4
https://doi.org/10.1166/jbn.2017.2359
https://doi.org/10.1038/s41598-018-19536-2
https://doi.org/10.4049/jimmunol.1400420
https://doi.org/10.1007/s00204-014-1448-7
https://doi.org/10.1038/sj.cdd.4400476
https://doi.org/10.1111/j.1600-065X.2011.01044.x
https://doi.org/10.1165/rcmb.2013-0314TR
https://doi.org/10.1038/onc.2014.123
https://doi.org/10.1158/0008-5472.CAN-18-1662
https://doi.org/10.1016/j.jtho.2018.10.150
https://doi.org/10.3389/fonc.2018.00133
https://doi.org/10.1080/15548627.2015.1040970
https://doi.org/10.12659/MSM.898632
https://doi.org/10.1016/j.bbrc.2014.10.002
https://doi.org/10.3389/fimmu.2017.00237
https://doi.org/10.1016/j.yexcr.2017.07.006
https://doi.org/10.1016/j.bbadis.2017.09.028
https://doi.org/10.4161/auto.23577
https://doi.org/10.1016/j.jhep.2009.12.024
https://doi.org/10.1016/j.ccr.2006.06.001
https://doi.org/10.5483/BMBRep.2012.45.8.033
https://doi.org/10.1111/j.1755-5949.2012.00295.x
https://doi.org/10.1097/HJH.0000000000000366
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles


Duan et al. Let-7a-5p Promotes A549 Cell Death

40. Dowling JJ, Moore SA, Kalimo H, Minassian BA. X-linked myopathy

with excessive autophagy: a failure of self-eating. Acta Neuropathol. (2015)

129:383–90. doi: 10.1007/s00401-015-1393-4

41. Zhang L, Hao C, Yao S, Tang R, Guo W, Cong H, et al. Exosomal miRNA

profiling to identify nanoparticle phagocytic mechanisms. Small. (2018)

14:e1704008. doi: 10.1002/smll.201704008

42. Bhutia SK, Mukhopadhyay S, Sinha N, Das DN, Panda PK, Patra SK,

et al. Autophagy: cancer’s friend or foe? Adv Cancer Res. (2013) 118:61–95.

doi: 10.1016/B978-0-12-407173-5.00003-0

43. Havaki S, Vlachou V, Zampetidis CP, Selemenakis P, Kotsinas A,

Mavrogonatou E, et al. Monitoring autophagy immunohistochemically and

ultrastructurally during human head and neck carcinogenesis. Relationship

with the DNA damage response pathway. Int J Mol Sci. (2017) 18:1920.

doi: 10.3390/ijms18091920

44. Levy JMM, Towers CG, Thorburn A. Targeting autophagy in cancer. Nat Rev

Cancer. (2017) 17:528–42. doi: 10.1038/nrc.2017.53

Conflict of Interest Statement: The authors declare that the research was

conducted in the absence of any commercial or financial relationships that could

be construed as a potential conflict of interest.

Copyright © 2019 Duan, Yu, Yuan, Yao and Zhang. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) and the copyright owner(s) are credited and that the original

publication in this journal is cited, in accordance with accepted academic practice.

No use, distribution or reproduction is permitted which does not comply with these

terms.

Frontiers in Oncology | www.frontiersin.org 14 August 2019 | Volume 9 | Article 808

https://doi.org/10.1007/s00401-015-1393-4
https://doi.org/10.1002/smll.201704008
https://doi.org/10.1016/B978-0-12-407173-5.00003-0
https://doi.org/10.3390/ijms18091920
https://doi.org/10.1038/nrc.2017.53
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles

	Exogenous Let-7a-5p Induces A549 Lung Cancer Cell Death Through BCL2L1-Mediated PI3Kγ Signaling Pathway
	Introduction
	Results
	Construction of Let-7a-5p Regulatory Network in Lung Cancer
	Let-7a-5p Directly Targets BCL2L1 and Inhibits It's Expression
	Abbarent Expression of Let-7a-5p Alters the Migration and Invasion of A549 Lung Cancer Cells
	BCL2L1 Promotes the Proliferation, Migration, and Invasion of A549 Lung Cancer Cells
	Inhibition of BCL2L1 Using Let-7a-5p Induces Autophagy in A549 Lung Cancer Cells
	Effect of Let-7a-5p-BCL2L1 Crosstalk on the Apoptosis/Pyroptosis of A549 Lung Cancer Cells
	The Crosstalk of Let-7a-5p-BCL2L1 Alters the Migration of Lung Cancer Cells and the Expression of Lung Cancer Biomarkers in vitro

	Discussion
	Methods
	Cell Culture and Intervention
	Functional Annotation and Pathway Enrichment of Let-7a-5p
	Kaplan-Meier and Cox Hazards Regression Survival Analysis
	Plasmids Construction and Transfection
	Luciferase Reporter Plasmid Assay
	Migration and Invasion Assay
	Protein Immunoblotting
	Real-Time Quantitative PCR (RT-qPCR)
	Wound Healing Assays
	Transmission Electron Microscope
	Cell Flow Cytometry
	Statistical Analysis

	Data Availability
	Author Contributions
	Funding
	Supplementary Material
	References


