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Objective: LncRNAs are closely correlated with chronic obstructive pulmonary disease (COPD). We investigated the molecular
mechanism of IncRNA RP11-521C20.3, which targets the action of the Bcl-2 modifying factor (BMF) signaling pathway in the
apoptosis of cigarette smoke extract (CSE)-treated AS549 cells.

Methods: Lung tissues derived from cigarette smoke exposed rats (COPD group) and controls were examined using TUNEL assay
for apoptotic cells and using immunohistochemistry for BMF expression levels. Overexpression and knockdown of BMF by lentiviral
vector transfection were used to explore the role of BMF on the apoptosis of CSE-treated A549 cells. Overexpression and knockdown
of RP11-521C20.3 were used to assess the effect of RP11-521C20.3 on the expression levels of BMF and apoptosis in CSE-treated
A549 cells. Cell proliferation, mitochondrial morphology, and apoptosis were assessed in A549 cells. Real-time quantitative poly-
merase chain reactions and Western blotting detected the expression of apoptosis-related molecules.

Results: The number of apoptotic cells and the level of BMF protein were significantly increased in lung tissues of the COPD group
compared to the control group. Overexpression of BMF or knockdown of RP11-521C20.3 in CSE-treated AS549 cells increased
apoptosis, inhibited cell proliferation, and exacerbated mitochondrial damage. There were also increased protein levels of p53, cleaved
caspase-3, and cleaved caspase-7, and decreased protein levels of Bcl-2 and survivin. Knockdown of BMF or overexpression of RP11-
521C20.3 in CSE-treated A549 cells attenuated apoptosis, promoted cell proliferation, and alleviated mitochondrial damage. Observed
effects also included decreased protein levels of p53, cleaved caspase-3, and cleaved caspase-7, and increased protein levels of Bcl-2
and survivin. In CSE-treated A549 cells, overexpression of RP11-521C20.3 suppressed the expression of BMF mRNA and protein.
Conclusion: In CSE-treated A549 cells, BMF promoted apoptosis and RP11-521C20.3 might target the BMF signaling axis to protect
CSE-treated A549 cells from apoptosis.
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Introduction

Chronic obstructive pulmonary disease (COPD) is a preventable and treatable respiratory disease but is incurable.'
Cigarette smoke (CS) remains the most common and important environmental risk factor for COPD.** Smoking-
mediated oxidative stress or inflammatory responses triggered by smoking can cause lung tissue damage.* It has been
proposed that COPD develops and progresses due to increased apoptosis of alveolar epithelial cells and pulmonary
vascular endothelial cells, resulting in lung damage.>® However, the molecular mechanism of CS-induced apoptosis in
COPD has not been fully elucidated.

Apoptosis removes abnormal, damaged, and unwanted cells and plays an important role in tissue homeostasis and
immunity.”®* Apoptosis occurs through both extrinsic and intrinsic pathways.*? Apoptosis is regulated by members of the
Bcl-2 family, the inhibitor of apoptosis proteins family and the caspase family. Bcl-2, an anti-apoptotic protein, inhibits
cell death by suppressing the function of pro-apoptotic proteins in the Bcl-2 family.® Survivin is a member of the
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mammalian inhibitor of apoptosis proteins family, which inhibits caspase-dependent and non-caspase-independent
apoptosis.'® Caspase-3 and caspase-7 are members of a conserved family of cysteine proteases (caspases)."!
Activation of caspase-3 and caspase-7 promotes apoptosis.'' The cytoplasmic form of the tumor suppressor protein
p53 translocates to the mitochondria and interacts with members of the Bcl-2 family to induce apoptosis.'*'?

Bcl-2 modifying factor (BMF) is a member of the Bcl-2 family of pro-apoptotic BH3-only proteins.'* Under normal
conditions, BMF is sequestered in the cellular cytoskeleton through interactions with kinesin light chain 2 via the myosin
V motor complex.'”> When cells are subjected to certain stressful stimuli, BMF is released from the cytoskeleton and
localizes to the mitochondria to initiate pro-apoptotic activity.'>'® Levels of BMF mRNA are elevated in the peripheral
blood of COPD patients compared to healthy individuals who smoke.'® Current studies on BMF regulation of apoptosis
are primarily focused on cancer and autoimmune diseases.” ** Studies on the functional apoptotic mechanism of BMF in
COPD have not been reported.

Tobacco smoke exposure can alter the expression and function of long non-coding RNAs(IncRNAs), which may be
involved in the onset and progression of COPD.?**** Even heat-not-burn tobacco (IQOS) smoke seems to affect the
proliferation of human gingival fibroblasts and human keratinocytes.”> LncRNA SNHGS5 increases PTEN expression by
sponging miR-132 to attenuate the influence of cigarette smoke extract (CSE) on cellular proliferation and apoptosis, and
tissue inflammation.”® The IncRNA MEG3 targets different microRNAs to regulate the expression of protein-coding
genes, ultimately regulating the effects of CSE on cellular proliferation and apoptosis, and tissue inflammation.>” %’

The expression of the IncRNA RP11-521C20.3 (BMF antisense RNA 1, BMF-AS1) is reduced in the peripheral blood
of COPD patients and the expression of its associated BMF mRNA is elevated.'” Many natural antisense transcripts have
been described as IncRNAs,*® which mediate the regulation of sense mRNA through various mechanisms such as
transcriptional interference, epigenetic modifications, processing of RNA and selective splicing.*' Therefore, RP11-
521C20.3 may regulate the expression of BMF and thereby play an important apoptotic function in COPD.

We investigated the biological function of RP11-521C20.3 and its regulatory effect on BMF. We also investigated the
pathological effects of BMF, its biological function, and its regulatory role on downstream molecules in apoptosis.

Materials and Methods

Sample Preparation

The Experimental Zoology Center of Kunming Medical University provided 30 healthy male and female Sprague-
Dawley rats weighing 130-160 g. CS exposed rats were constructed as described previously.**** They were randomly
divided into control and smoking groups, reared on standard chow, and watered ad libitum. Rats were housed in
a controlled experimental environment (temperature: 22 + 2 °C; light hours: 6:00-18:00). The rats in the smoking
group were placed in a PAB-S200 Animal Passive Smoking Exposure System (BioLab Technology Co. Ltd., Beijing,
China), which consists of five parts: passive smoking smoke poisoning box, cigarette smoke generator, gas sensor, signal
conditioner, real-time data recording and analysis software. The rats exposed to CS once per day: 5 sets of 3 cigarettes/15
min with a 3-min pause between each set of 3 cigarettes (Per cigarette contains 1.0 mg of nicotine, 11 mg of tar), 6 d/wk
for 4 mo. The control group was exposed to room air. Rats were executed after the last CS exposure.

Lung Histology
Rat lung tissues were fixed with 4% paraformaldehyde, embedded in paraffin, cut into 3-4-pm-thick sections, and stained
with hematoxylin and eosin (HE).

Immunohistochemistry

Fixed rat lung tissue slides were dewaxed, hydrated, and washed with PBS. The slides were incubated with 3% hydrogen
peroxide for 10-20 min in the dark and washed with PBST buffer. The slides were incubated with 10% goat serum for
20—60 min, washed, and incubated with a BMF primary antibody (Catalog # ab9655, Abcam, Shanghai, China) at
a dilution of 1:100 at 4 °C overnight. Subsequently, 50 pL of enhanced enzyme-labeled goat anti-mouse/rabbit IgG
polymer was added, and the slides were incubated for 20 min at room temperature (RT). The slides were washed in tap
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water, and the color was developed with 50 uL of DAB working solution. The slides were re-stained with hematoxylin
and dehydrated, transparent, and sealed. The slides were observed under 400X microscopy and photographed. Images of
three slides were taken from each of the experimental and control groups, and the images were analyzed using Image-Pro
Plus image analysis software to measure the integral optical density (IOD) values of positive BMF expression. Five
visual fields were randomly selected for each slide, and the mean optical density (MOD) values of the five visual fields
were used as the relative expression level of BMF in the samples.

TUNEL and DAPI Staining

Rat lung tissues were paraffin-embedded and sectioned for Terminal deoxynucleotidyl transferase-mediated dUTP-biotin
nick end labeling (TUNEL) staining (No. KGA7063, KeyGEN BioTECH, Nanjing, China). The slides were treated with
a proteinase K working solution for 10 min at RT and washed with PBS. A TdT enzyme reaction solution (50 pL) was
added dropwise to the slides and incubated at 37 °C for 60 min in the dark, then the slides were washed with PBS.
A streptavidin-TRITC labeling solution (50 pL) was added dropwise to the slides, and the slides were incubated at 37 °C
for 30 min in the dark, then washed with PBS. The slides were incubated with a DAPI solution (50 pL) for 10 min, then
washed with PBS. The slides were observed under fluorescent microscopy and photographed. Three slides were selected
for each group, and four fields of view were randomly selected for each slide. The positive points of DAPI and Tunel
were counted separately using Image J software. The positive points of DAPI were taken as the total number of cells, the
positive points of TUNEL were taken as the number of apoptotic cells, and the apoptosis rate (%) = TUNEL/
DAPI*x100%. The apoptosis rate of this sample was the average of the apoptosis rates of the four fields of vision.

Cigarette Smoke Extract Preparation

CSE was prepared as previously described.** Two commercially available unfiltered cigarette brands (Hongyun Honghe
Tobacco, Yunnan, China) were burned, and the smoke was drawn through 25 mL of serum-free Ham’s F-12K medium
(Procell, Wuhan, China) using a vacuum pump. The medium was filtered through a 0.22-um filter, and the pH was
adjusted to 7.2—7.4. The final preparation was considered a 100% CSE solution. CSE was stored at —80°C until needed.
CSE was diluted with complete Ham’s F-12K medium to make working concentrations of 0.5%, 1%, 2.5%, 5%, 10%,
20%, and 40%.

Lentivirus Production and Transfection

Recombinant lentiviral vectors overexpressing RP11-521C20.3, BMF and the corresponding negative controls were
designed and constructed (Obio Technology, Shanghai, China). The recombinant lentiviral vectors expressing short
hairpin RNA (shRNA) targeting RP11-521.C20.3, BMF and the corresponding negative controls were also purchased
from Obio Technology. A549 cells were inoculated in six-well microtiter plates at a density of 1x10° cells/well. When
the cells reached 30%-40% confluency, they were transfected with recombinant lentiviruses at a multiplicity of infection
of 5. After a 24 h transfection period, the supernatant was replaced with fresh medium. After 72 h, successfully
transfected cells were selected using 2 pug/mL puromycin. Inverted fluorescence microscopy (Mshot, Guangzhou,
China) confirmed the transfection efficiency, and RT-qPCR was used to determine the expression level of the target
genes. The primer sequences used are shown in Table 1.

Cell Proliferation Assay

Transfected and control A549 cells were treated with 10% CSE for 24 h. Cells from the different treatment groups were
seeded in 96-well plates at a density of 3x10* cells/well. Cell proliferation was determined using the Cell Counting Kit-8
(Dojindo Molecular Technologies, Rockville, MD). At 0, 24, 48, and 72 h after inoculation, the medium was removed
from the cells, 10 pL of CCK-8 reagent was added to each well, and the cells were incubated at 37 °C for 2 h. The optical
density (OD) at 450 nm was determined using an RT-2100C microplate reader (Rayto Life and Analytical Sciences,
Shenzhen, China). The OD value of each experimental group was equal to the measured OD value of the experimental
group minus the OD value of the blank group.
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Table | Primer Sequences Used in the Experiments

Gene Name Forward Primer Reverse Primer
RPI1-521C20.3 | 5'-CCCTGCTTTGGGGTTGTGA-3’ 5'-GGAGGCTTTGTGGCTTGCT-3"
BMF 5'-CATCAAGCAGAGCACCAGCA-3’ 5'-CCATTCAAAGCAAGGTTGTGC-3"
Bcl-2 5'-CATGTGTGTGGAGAGCGTCA-3’ 5'-CACTTGTGGCTCAGATAGGCA-3’
p53 5'-ACCTATGGAAACTACTTCCTGAAA-3" | 5'-GGAGCTTCATCTGGACCTGG-3’
Survivin 5'-TGAGAACGAGCCAGACTTGG-3’ 5-TGTTCCTCTATGGGGTCGTCA-3’
Caspase-3 5'-TGCATACTCCACAGCACCTG-3" 5-TCTGTTGCCACCTTTCGGTT-3"
Caspase-7 5'-GCCTGCATCCTCTTAAGCCA-3’ 5'-CCCCTAAAGTGGGCTGTCAAA-3’
GAPDH 5'-CTGGGCTACACTGAGCACC-3’ 5"-AAGTGGTCGTTGAGGGCAATG-3’

Cell Apoptosis Assay

Apoptosis was measured using an Annexin V-kFluor647/PI apoptosis detection kit (KeyGEN Biotech, Nanjing, China)
according to the manufacturer’s instructions. Control or untransfected and transfected CSE-treated A549 cells were
collected and centrifuged and then washed 3 times with cold PBS. Cells were resuspended and stained with Annexin
V and propidium iodide for 20 min in the dark at RT. The number of apoptotic cells (10,000 analyzed cells/per sample)
was detected within 1 h using the BD Accuri C6 Plus flow cytometer (BD Bioscience, Shanghai, China). We used Flowjo
software (https://www.flowjo.com/solutions/flowjo, ver. 10.6.2) to analyze the data.

RT-qPCR

Total RNA was extracted from cells of different treatment groups using TriQuick Reagent (Solarbio Life Science,
Beijing, China), chloroform, isopropanol, and 75% ethanol. Total RNA was reverse-transcribed to cDNA using the
Servicebio™ RT First Strand cDNA Synthesis Kit (Servicebio Technology, Wuhan, China). gPCR was performed using
the 2xSYBR Green qPCR Master Mix (Servicebio Technology, Wuhan, China) in an Applied Biosystem’s StepOnePlus
real-time PCR system (Thermo Fisher Scientific, Shanghai, China). GAPDH was used as a standardized control. The
sequences of the primers (Generay Biotech, Shanghai, China.) are shown in Table 1.

Transmission Electron Microscopy
Transfected and untransfected A549 cells were treated with 10% CSE for 24 h. Cells were fixed in glutaraldehyde for electron
microscopy. Sections were observed with a JEM-1400Plus transmission electron microscope (JEOL, Beijing, China).

Western Blotting Analysis

Transfected and untransfected A549 cells were treated with 10% CSE for 24 h. A549 cells were collected and lysed with Radio
Immunoprecipitation Assay Lysis buffer (Solarbio Life Science, Beijing, China) containing PMSF on ice for 30 min. The
supernatant was obtained by centrifugation at4 °C and 12 000 rpm for 20 min to obtain total protein. The protein concentration
was measured by a BCA protein assay kit (Solarbio Life Science, Beijing, China). The loading amount of each sample was
determined according to the concentration of the protein and the gray value of GAPDH. Equal amounts of protein samples
were separated using SDS gel electrophoresis and transferred to PVDF membranes (Millipore Sigma, Beijing, China). The
membranes were cut according to the molecular weight of each target protein during the transfer. The membranes were
blocked with 5% skim milk for 1 h at RT and incubated with Abcam (Shanghai, China) primary antibodies for BMF (ab9655),
Bcl-2 (ab32124), p53 (ab26), survivin (ab76424), cleaved caspase-3 (ab32042), cleaved caspase-7 (ab256469), and GADPH
(ab8245) at 4 °C overnight. Membranes were then incubated with secondary antibodies at RT for 2 h. Incubation with the ECL
reagent (Millipore, Sigma Beijing, China) revealed protein bands, which were observed using a Chemidoc XRS+
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chemiluminescence imaging system (Bio-RAD, Beijing, China). Image J software (https://imagej.nih.gov/ij/download.html)

was used to quantify the scanned images.

Statistical Analysis
Data were analyzed using SPSS 20.0 (https://www.ibm.com/support/pages/spss-statistics-20-available-download) and

GraphPad Prism 7.0 software (GraphPad, San Francisco, CA). Data are expressed as mean plus and minus standard
deviation (SD). Unpaired Student’s ¢ test and one-way ANOVA were used to assess statistical differences between 2 and
multiple groups, respectively. P < 0.05 was considered statistically significant.

Results
Increased Apoptosis and Elevated Levels of BMF Protein in Lung Tissue of COPD Rats

HE staining of lung tissues in the control group showed no obvious pathological changes, while alveolar expansion
was observed in the lung tissues of the COPD group (Figure 1A). Alveolar expansion included thinning and
breaking of alveolar septa in some areas and the fusion of the expanded alveoli into larger cystic cavities
(Figure 1A). The number of apoptotic cells was significantly increased in the lungs of the COPD group compared
to normal controls (Figure 1B and Figure 1). Immunohistochemical analysis showed that the mean number of BMF-
positive cells was significantly higher in the COPD group than that in the control group (Figure 1D and Figure 1).
These data suggest that BMF was associated with the apoptosis of alveolar epithelial cells in COPD.

CSE Promoted Apoptosis in A549 Cells

The percentage of apoptotic A549 cells was significantly increased in the 10%, 20%, and 40% CSE-treated groups
compared to the control medium group (Figure 2). Among them, 10% CSE significantly induced apoptosis, and all
subsequent A549 experiments were treated with 10% CSE for 24 h.

A ) B DAPI TUNEL MERGE

Control

COPD

@)}

Apoptosis rate (%)

Figure | Evaluation of apoptosis and BMF expression in COPD rat lung cells (A) HE staining of lung cells in control and COPD rats (scar bar = 100 um). (B) TUNEL and DAPI
staining of lung cells from control and COPD rats (scar bar = 25 pm). (C) Apoptosis rates in the lung cells of control and COPD rats. (D) Immunohistochemical staining of lung
sections from control and COPD rats (scar bar = 25 um). (E) Quantitative analysis of BMF protein expression based on mean optical density (MOD) values. **P < 0.0 vs Control.
Abbreviations: COPD, Chronic obstructive pulmonary disease; MOD, Mean Optical Density.
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Figure 2 Effects of different concentrations of CSE on apoptosis of A549 cells. Flow cytometric analysis of CSE-treated A549 cells. *P < 0.05, **P < 0.01 vs Control.
Abbreviation: CSE, cigarette smoke extract.

BMF Promoted Apoptosis in CSE-Treated A549 Cells

We overexpressed or knocked down BMF using lentiviral transfection in A549 cells (Figure 3A). Next, we
investigated cell proliferation, apoptosis, mitochondrial integrity, and mRNA and protein levels of apoptosis-
related molecules in transfected and untransfected CSE-treated A549 cells. Overexpression of BMF in CSE-
treated AS549 cells inhibited proliferation and exacerbated apoptosis compared to untransfected controls
(Figure 3B and C). These cells were characterized by disrupted mitochondrial double-membrane structures,
decreased number of intra-mitochondrial cristae, severe vacuolization, and the appearance of autophagosomes
(Figure 3D). Overexpression of BMF in CSE-treated A549 cells increased the levels of BMF and p53 mRNA and
decreased the levels of Bcl-2 and survivin mRNA but had no effect on the expression of caspase-3 and caspase-7
mRNA compared to untransfected controls (Figure 3E). Overexpression of BMF in CSE-treated A549 cells
increased the protein levels of BMF, p53, cleaved caspase-3, and cleaved caspase-7, and decreased the protein
levels of Bcl-2 and survivin (Figure 3F).

Knockdown of BMF expression in CSE-treated A549 cells promoted proliferation and attenuated apoptosis compared
to untransfected controls (Figure 3B and C). These cells were characterized by intact mitochondrial double-membrane
structures, uniform distribution of intra-mitochondrial cristae, and slight vacuolization compared to untransfected
controls (Figure 3D). Knockdown of BMF expression in CSE-treated A549 cells decreased the levels of BMF and
p53 mRNA, elevated the levels of Bel-2 and survivin mRNA, and had no effect on the levels of caspase-3 and caspase-7
mRNA (Figure 3E). Knockdown of BMF expression in CSE-treated A549 cells decreased the protein levels of BMF,
p53, cleaved caspase-3, and cleaved caspase-7, and increased the protein levels of Bcl-2 and survivin (Figure 3F). The
above data indicated that BMF promoted CSE-induced apoptosis in CSE-treated A549 cells by increasing the expression
of pro-apoptotic mediators (p53, caspase-3, and caspase-7) and inhibiting the expression of anti-apoptotic mediators
(Bcl-2 and survivin).

RPI1-521C20.3 Inhibited the Expression of BMF in CSE-Treated A549 Cells
We overexpressed or knocked down RP11-521C20.3 using lentiviral transfection in A549 cells (Figure 4A). In CSE-
treated A549 cells overexpressing RP11-521C20.3, we observed decreased expression of BMF at both the mRNA and
protein levels compared to untransfected controls (Figure 4B and Figure 4). Knockdown of RP11-521C20.3 in CSE-
treated A549 cells increased the expression of BMF at the mRNA and protein levels compared to untransfected controls
(Figure 4B and Figure 4). This suggests that RP11-521C20.3 negatively regulated the expression of BMF.
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Figure 3 Effects of BMF on the apoptosis of CSE-treated A549 cells. (A) The relative expression level of BMF in lentiviral transfected A549 cells. (B) Proliferation of
untransfected and transfected CSE-treated A549 cells. (C) Apoptosis in untransfected and transfected CSE-treated A549 cells. (D) Mitochondrial morphology in
untransfected and transfected CSE-treated A549 cells (scar bar = | um). (E) mRNA levels of apoptosis-related molecules in untransfected and transfected CSE-treated
A549 cells. (F) Levels of apoptosis-related proteins in untransfected and transfected CSE-treated A549 cells. In (A), *P < 0.01 vs LV-0e-NC, #*P < 0.01 vs LV-sh-NC. In (B),
#P < 0.01 vs 10% CSE, **P < 0.01 vs 10% CSE. *P < 0.05, **P < 0.01 vs 10% CSE.

Abbreviations: Bcl-2, B-cell lymphoma 2; BMF, Bcl-2 modifying factor; CSE, cigarette smoke extract; LV, Lentivirus vector; NC, negative control; oe, overexpress; shRNA,
short hairpin RNA. Red arrows represent mitochondria; green arrows represent autophagosomes.
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Figure 4 RP11-521C20.3 regulates BMF expression in CSE-treated A549 cells. (A) The relative expression level of IncRNA RPI1-521C20.3 in lentiviral transfected A549
cells. (B and C) Levels of BMF mRNA and protein, respectively. “*P < 0.01 vs LV-oe-NC. %P < 0.01 vs LV-sh-NC. *P < 0.05, **P < 0.0 vs 10% CSE.

Abbreviations: BMF, Bcl-2 modifying factor; CSE, cigarette smoke extract; LV, Lentivirus vector; NC, negative control; oe, overexpress; shRNA, short hairpin RNA; RP1 1,
represents RPI1-521C20.3.

RPI1-521C20.3 Attenuated Apoptosis in CSE-Treated A549 Cells

Overexpression of RP11-521C20.3 in CSE-treated A549 cells promoted proliferation and reduced apoptosis (Figure SA and B).
These cells were characterized by intact mitochondrial double-membrane structures, uniform distribution of intra-mitochondrial
cristae, and slight vacuolization compared to untransfected controls (Figures 5C). Overexpression of RP11-521C20.3 in CSE-
treated A549 cells decreased the level of p53 mRNA and increased the levels of Bel-2 and survivin mRNA but had no effect on the
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Figure 5 Continued.

levels of caspase-3 and caspase-7 mRNA compared to untransfected controls (Figure 5D). Overexpression of RP11-521C20.3 in
CSE-treated A549 cells decreased the protein levels of p53, cleaved caspase-3, and cleaved caspase-7, and increased the protein
levels of Bel-2 and survivin compared to untransfected controls (Figure SE).

Knockdown of RP11-521C20.3 expression in CSE-treated A549 cells inhibited proliferation and exacerbated apoptosis
(Figure 5A and B). These cells were characterized by swollen and disrupted mitochondrial double-membrane structures,
a significantly reduced number of intra-mitochondrial cristae, severe vacuolization, and the appearance of autophagosomes
compared to untransfected controls (Figure 5C). Knockdown of RP11-521C20.3 expression in CSE-treated A549 cells
increased the level of p53 mRNA and decreased the levels of Bcl-2 and survivin mRNA but had no effect on the levels of
caspase-3 and caspase-7 mRNA compared to untransfected controls (Figure 5D). Knockdown of RP11-521C20.3 expression
in CSE-treated A549 cells elevated the protein levels of p53, cleaved caspase-3, and cleaved caspase-7, and decreased the
protein levels of Bcl-2 and survivin compared to untransfected controls (Figure 5E). In conclusion, RP11-521C20.3 inhibited
apoptosis, promoted proliferation, and alleviated mitochondrial damage in CSE-treated A549 cells.

Discussion

COPD is a progressive inflammatory disease of the lung and is primarily caused by smoking.>>*® The effects of smoking
go far beyond this, as it can also affect bone disorders.>” Apoptosis of lung structural cells is considered to be one of the
pathogenic mechanisms of COPD.>° Our results showed that the number of apoptotic cells in the lungs of COPD rats
was significantly increased when exposed to CS, which was accompanied by an increase in BMF protein levels. BMF is
a member of the family of pro-apoptotic BH3-only proteins,'* indicating a close association with the apoptosis of lung
structural cells in COPD.
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BMF plays a regulatory role in apoptosis in a variety of diseases, such as cancer, neurodegenerative diseases, and
ischemic stroke.*®*° FOXO3-activated BMF promotes apoptosis and inhibits tumor growth and metastasis in
E-calcineurin-negative breast cancer cells.*' Increased BMF expression induced by STARDI3 3’ UTR (a competing
endogenous RNA) enhances BMF/Bcl-2 interaction in breast cancer cells, leading to the release of Bax and promoting
apoptosis.*® Consistent with these findings, the present study revealed that overexpression of BMF promoted apoptosis.
In human glioblastoma cells, Gas5 targets miR-222 and increases BMF expression, which inhibits Bcl-2 and upregulates
Bax to promote apoptosis.** In oxygen glucose deprivation-treated primary cortical neurons, IncRNA SHNG14 posi-
tively regulates BMF expression by sponging miR-181c-5p, which increases protein levels of Bax, cleaved caspase-3 to
promote apoptosis.*” In the presence of Adriamycin, upregulated RBMS2 in breast cancer cells promotes BMF
expression and increases expression of cleaved caspase-3, cleaved caspase-9, and poly ADP-ribose polymerase to
exacerbate apoptosis.*> In addition, knockdown of Eomes in human colon cancer cells increases BMF expression,
which is accompanied by increased levels of cleaved caspase-3 and cleaved caspase-7, and decreased expression of
survivin, leading to apoptosis.** In fact, our research showed that overexpression of BMF in CSE-treated A549 cells
increased the expression of pro-apoptotic proteins (p53, caspase-3, and caspase-7) and inhibited the expression of anti-
apoptotic proteins (Bcl-2 and survivin) to exacerbate apoptosis.

It was shown that RP11-521C20.3 was antisense to BMF mRNA,'® while natural antisense transcripts can regulate
the expression of sense mRNA through several mechanisms.>' Our experiments confirmed that RP11-521C20.3 inhibited
the expression of BMF mRNA and protein in CSE-treated A549 cells.

Some IncRNAs participate in the pathogenesis of COPD. For example, IncRNA SNHGS5 and IncRNA MEG3 affect
cellular proliferation and apoptosis, and tissue inflammation in the lung.?® >’ Overexpression of IncRNA SHNGS attenuates
the effects of CSE on proliferation, apoptosis, and inflammation in 16HBE cells.?® Overexpression of IncRNA CASC2
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attenuates apoptosis, inflammation in CSE-treated 16HBE cells.* Furthermore, overexpression of IncRNA LOC729178
increases the level of Bcl-2 protein, decreased the levels of Bax, cleaved caspase-3 protein, and reduced the expression levels
of inflammatory factors in CSE-treated 16HBE cells, ultimately alleviating CSE-induced apoptosis and inflammation.*®
Similar to these findings, our datas suggested RP11-521C20.3 protected cells from CSE-induced apoptosis by regulating the
expression of pro-apoptotic proteins (p53, caspase-3, and caspase-7) and anti-apoptotic proteins (Bcl-2 and survivin).

In conclusion, the above findings preliminarily confirmed our hypothesis. That is, RP11-521C20.3 negatively
regulated the expression of BMF and played an important role in CSE-induced apoptosis of A549 cells.

Conclusion

Our study demonstrated that BMF exacerbated apoptosis in CSE-treated A549 cells by regulating the expression of its
downstream pro- and anti-apoptotic molecules. RP11-521C20.3 may protect against CSE-induced apoptosis in A549
cells by targeting the BMF apoptosis signaling axis. These findings provide some insights into the pathogenesis of COPD
and the development of BMF as an anti-apoptotic therapeutic target for COPD.

Abbreviations

BMF, Bcl-2 modifying factor; CSE, cigarette smoke extract; COPD, Chronic obstructive pulmonary disease; CS,
Cigarette smoke; IncRNAs, Long non-coding RNAs; HE, hematoxylin and eosin; RT, room temperature; shRNA,
short hairpin RNA.
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