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Abstract. – OBJECTIVE: This study aims to 
investigate whether PM2.5 exposure is involved 
in the induction of alveolar epithelial cell apop-
tosis and the progression of emphysema in 
mice, and to further explore its specific molec-
ular mechanism. 

MATERIALS AND METHODS: A certain number 
of PM2.5 exposed mice and normal control mice 
were selected, and a lung resection operation was 
performed to collect the pulmonary tissue sam-
ples, which were then analyzed by hematoxylin 
and eosin (H&E) staining assay. Subsequently, 
the total protein in the pulmonary tissues of mice 
in PM2.5 exposure group and control group was 
extracted, and the p53 protein level was detected 
by Western blot. Meanwhile, in A549 cells, after 
treatment of different doses of PM2.5, the protein 
levels of p53, caspase3, and clv-caspase3 were 
examined by Western blot while the mRNA levels 
of p53, Siva-1, and clv-caspase3 were detected 
by quantitative Real Time-Polymerase Chain Re-
action (qRT-PCR), respectively. In addition, flow 
cytometry was carried out to measure the inci-
dence of cell apoptosis, while chromatin immuno-
precipitation (ChIP) assay was performed to verify 
whether p53 binds to the Siva-1 promoter region 
and thus regulates its transcription process. 

RESULTS: H&E staining revealed that PM2.5 
exposure caused pathological damage in the 
pulmonary tissues and the expansion of the 
spatial structure of alveoli, which led to emphy-
sema in mice. Moreover, p53 protein expression 
in pulmonary tissue of mice in PM2.5 exposure 
group was remarkably higher than that in the 
control group. Subsequently, A549 cells were 
treated with 0, 25, 50, 100 μg/ml PM2.5 for 48 h, 
and it was found that, with the increase of PM2.5 
exposure dose, the p53 protein level, Siva-1 mR-
NA level and cell apoptosis rate were all found 
increased in a dose-dependent manner, which 
could be partially reversed by transfection of 
si-p53 in A549 cells. In addition, CHIP experi-
ments confirmed that p53 can bind to the Siva-1 
promoter region and directly regulate Siva-1 
transcription. In A549 cells, PM2.5 exposure in-

creased the expression of the clv-caspase3 pro-
tein, which was reversed by the knockdown of 
p53; however, simultaneous overexpression of 
Siva-1 could further increase the clv-caspase3 
protein level. Additionally, flow cytometry also 
revealed that PM2.5 exposure induced apopto-
sis of alveolar epithelial cells, while the knock-
down of p53 reduced that, which could be pro-
moted by the overexpression of Siva-1.

CONCLUSIONS: PM2.5 exposure can promote 
the transcription of Siva-1 to induce apoptosis 
of alveolar epithelial cells and accelerate the 
progression of emphysema in mice by enhanc-
ing p53 protein expression.
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Introduction

Emphysema refers to the pathological state of 
airway elasticity at the distal end of the terminal 
bronchioles; it occurs with excessive expansion, 
inflation, increased lung volume, and airway wall 
destruction1,2. Smoking, infection, and air pollu-
tion cause bronchiolitis, stenosis or obstruction3. 
When inhaling, the bronchioles dilate and the 
air enters the alveoli; when exhaling, the lumen 
shrinks, the air stays, and the alveolar pressure 
increases continuously, causing the alveoli to 
over-expand or even rupture4,5.

PM2.5 causes epigenetic changes in lung cancer 
and chronic airway inflammatory diseases, includ-
ing dysregulation of microRNA, DNA methylation, 
increased cytokines, and increased levels of inflam-
matory cells, and activation of related signaling 
pathways6,7. Recent studies have found autophagy 
and apoptosis of alveolar epithelial cells in chron-
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ic obstructive pulmonary disease associated with 
PM2.5 exposure8. Many molecular mechanisms, 
including PM2.5-induced cytokine release and 
oxidative stress, can be involved in triggering and 
aggravating asthma and chronic obstructive pulmo-
nary disease (COPD)6. This research was designed 
to investigate the specific potential molecular mech-
anisms of PM2.5-induced apoptosis of alveolar ep-
ithelial cells, as wells as the occurrence of COPD.

As a tumor suppressor gene, P53 mutations 
have been found in more than 50% of all malig-
nant tumors9. The protein encoded by this gene is 
a transcriptional factor that controls the initiation 
of the cell cycle9,10. In addition, p53 gene plays a 
monitoring role in cell division under normal con-
ditions11; however, the function of p53 protein in 
the development of alveolar epithelial cell apopto-
sis and emphysema disease remains unclear.

As an apoptosis-inducing factor, Siva1 is a 
typical apoptotic protein activated by p53 tumor 
suppressor protein, which has pro-apoptotic ac-
tivity in various cell systems12,13. This study re-
vealed the functional role of p53/Siva-1 in the pro-
gression of emphysema in mice caused by PM2.5 
exposure-induced apoptosis of alveolar epithelial 
cells. A previously unknown molecular regula-
tory mechanism has established that PM2.5 ex-
posure increases the protein expression of p53 in 
alveolar epithelial cells, which can promote Siva-
1 transcription and induce cell apoptosis, leading 
to the occurrence of emphysema. The p53/Siva-1 
pathway may serve as a potential clinical thera-
peutic target for COPD, which provides clues and 
evidence for clinical diagnosis and treatment.

Materials and Methods

Construction of PM2.5 Exposure 
Mouse Model

BALB/c mare mice, 6-8 weeks old, were pur-
chased and housed in experimental animal cen-
ters. All animal experiments were approved by 
the Animal Ethics Committee. Animals were 
treated humanely, and pain relieved according to 
protocols approved by the Animal Care and Use 
Committee. To determine the effect of PM2.5 on 
alveolar epithelial cell apoptosis and emphysema, 
12 BALB/c male mice (6-8 weeks old) were ran-
domly assigned to two groups, which were treat-
ed with PM2.5 exposure and normal air. Briefly, 
mice were exposed to the PM2.5 systemic expo-
sure system for 60 minutes each time, twice daily, 
4 hours apart, 5 days per week for a total of 4 

weeks. The humidity, temperature, and CO2 con-
centration in the exposed system were continu-
ously measured during the exposure.

Cell Culture and Transfection
The lung cancer cell line A549 was purchased 

from American Type Culture Collection (ATCC; 
Manassas, VA, USA) and cultured in Dulbecco’s 
Modified Eagle’s Medium (DMEM) low glucose 
complete medium (Gibco, Rockville, MD, USA) 
containing 10% fetal bovine serum (FBS; Gibco, 
Rockville, MD, USA) and 1% penicillin (100 U/mL) 
and streptomycin (100 μg/mL) in a 37°C, 5% CO2 
incubator. A549 cells with good growth condition 
were selected and uniformly plated in a six-well plate 
according to the density standard of about 104/well. 
After the cells are covered with the bottom surface 
of the six-well plate, transfection was performed ac-
cording to the manufacturer’s instructions. Lipofect-
amine 2000 (Invitrogen, Carlsbad, CA, USA), 1.5 
mL of serum-free medium, 500 μL of si-p53, and 
pcDNA-Siva-1 were added to the cultured cells, and 
the culture was continued at 37°C in an incubator. 
After 6 h, the medium was replaced with complete 
medium and further operations were carried out ac-
cording to the purpose of the experiment.

RNA Extraction and quantitative
Real Time Polymerase Chain Reaction 
(qRT-PCR)

For both cell and tissue samples, the total RNA 
was extracted by TRIzol (Invitrogen, Carlsbad, CA, 
USA), chloroform, and isopropanol. The extracted 
RNA was stored at -80°C after being measured at a 
concentration of a micronuclear quantifier. The com-
plementary deoxyribose nucleic acid (cDNA) was ob-
tained by reverse transcription, and the SYBR Green 
method (TaKaRa, Komatsu, Japan) was used for PCR 
detection. The PCR amplification conditions were: 
pre-denaturation at 94°C for 5 min, followed by 40 cy-
cles at 94°C for 30 s, 55°C for 30 s, and 72°C for 1 min 
and 30 s. siva-1: F: CAAGCGACTCCTGTTCCTCG; 
R: GTCTGGTCCAATCAGCATCTG. Caspase 3: 
F: CATGGAAGCGAATCAATGGACT; R: CTG-
TACCAGACCGAGATGTCA. p53: F: CAGCACAT-
GACGGAGGTTGT; R: TCATCCAAATACTCCA-
CACGC.

Western Blot Assay
Tissue and cell samples were collected for 

protein extraction with radioimmunoprecipita-
tion assay (RIPA) cell lysate, and total protein 
concentration was determined by bicinchoninic 
acid (BCA) method (Pierce, Rockford, IL, USA). 
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50 μg of sample protein was taken and separat-
ed by sodium dodecyl sulphate-polyacrylamide 
gel electrophoresis (SDS-PAGE), transferred to 
polyvinylidene difluoride (PVDF) membranes 
(Roche, Basel, Switzerland), and blocked with 5% 
skim milk powder for 1 h at room temperature. 
The primary antibodies were added for incuba-
tion with the membrane overnight at 4°C shaker. 
In the next day, the membrane was rinsed 3 times 
with Tris-Buffered Saline and Tween (TBST) and 
incubated with second antibody for 1 h at room 
temperature. After that, the protein samples on 
the membrane were finally developed and ana-
lyzed with enhanced chemiluminescence (ECL; 
Thermo Fisher Scientific, Waltham, MA, USA).

Hematoxylin and Eosin (H&E) Staining
Mice pulmonary tissues were fixed with 4% 

paraformaldehyde and embedded in paraffin. To 
assess pathological damage in the lung tissue of 
mice and to observe the alveolar spatial structure, 
serial 5-μm lung sections were placed on glass 
slides, and H&E staining (Boster, Wuhan, China) 
was performed. Alveolar spatial area was quan-
tified to estimate pathological damage in pulmo-
nary tissue samples.

Plasmid Construction and Transfection
After constructing the pcDNA3.0-Siva-1 vec-

tor-based on amplification with specific primers, 
the cDNA of Siva-1 was cloned into the mammalian 
expression vector pcDNA3.0 (Invitrogen, Carlsbad, 
CA, USA). The pcDNA3.0-Siva-1 vector overex-
pression plasmid was transfected into A549 cells us-
ing Lipofectamine 2000 (Invitrogen, Carlsbad, CA, 
USA) according to the manufacturer’s instructions. 
After 4-6 hours of transfection, A549 cells were col-
lected for further experimental research.

Chromatin Immunoprecipitation (ChIP)
The cells (1 x 107) were incubated for 24 hours 

and fixed in 1% formaldehyde for 10 minutes. Af-
ter cell lysis, the chromatin was fragmented to an 
average size of 500 bp. Dynal beads (Invitrogen, 
Carlsbad, CA, USA), conjugated antibodies against 
p53 or H3K27me3 or isotype IgG at 4°C were add-
ed to the formulation and the preparations were 
incubated overnight. The cross-linking of the en-
riched and input DNA was then reversed, and the 
DNA was washed with RNase A (0.2 mg/mL) and 
proteinase K (2 mg/mL) prior to phenol/chloroform 
purification. The sequence of the immunoprecip-
itated and input DNA was determined by PCR 
primers for the upstream region APC promoter.

Flow Cytometry Analysis 
to Detect Apoptosis Rate

The cells were collected first, and the suspend-
ed cells were directly collected into a centrifuge 
tube, centrifuged, and the culture solution was 
discarded. The number of cells per sample was (1-
5) × 106. After washing with phosphate-buffered 
saline (PBS), the cells were resuspended with 100 
μL of the labeling solution and incubated for 10 
to 15 minutes at room temperature in the dark. 
After centrifuged at 500-1000 r/min for 5 min, the 
precipitated cells were washed once with incuba-
tion buffer, and fluorescent (SA-FLOUS) solution 
was added to incubate for 20 min at 4°C. Flow cy-
tometry excitation wavelength was 488 nm. Flu-
orescein isothiocyanate (FITC) fluorescence was 
detected with a passband filter with a wavelength 
of 515 nm, and another filter with a wavelength 
greater than 560 nm was used to detect Propidium 
Iodide (PI). As a result, it was judged that apop-
totic cells were resistant to all dyes for cell ac-
tivity identification such as PI, and necrotic cells 
were not. The DNA of cells with damaged cell 
membranes can be stained with PI to produce red 
fluorescence, while the cells with intact cell mem-
branes do not produce red fluorescence.

Statistical Analysis
Each procedure was repeated at least three 

times. The data were expressed as mean ± SD 
(standard deviation). The comparisons between 
multiple groups were performed by One-way 
analysis of variance (ANOVA) and comparisons 
between groups were performed using multi-
range least significant differences (LSD). p-value 
<0.05 was considered statistically significant. Sta-
tistical evaluation was performed using Statistical 
Product and Service Solutions (SPSS) 16.0 (SPSS 
Inc., Chicago, IL, USA).

Results

PM2.5 Exposure Caused a Significant
Increase in p53 Levels and Led 
to Enlarged Alveolar Space 
and Emphysema in Mice

H&E staining revealed that PM2.5 exposure 
caused pathological damage in the lungs of mice, 
and the spatial structure of alveoli expanded, 
which led to emphysema in mice (Figures 1A and 
1B). Western blot analysis showed that the level 
of p53 protein in the pulmonary tissues of PM2.5 
exposed mice was remarkably higher than that of 
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the control group (Figures 1C and 1D). In sum-
mary, PM2.5 exposure could increase p53 protein 
levels in mice pulmonary tissues, enlarge alveolar 
space, and ultimately led to emphysema.

PM2.5 Exposure Resulted in Increased 
Levels of p53 and Siva-1 in Alveolar
Epithelial Cells, and Increased Apoptosis 
Rate

To investigate the role of p53 and Siva-1 in the 
development of emphysema, A549 cell line was 
selected and cultured for related experimental 
studies. First, A549 cells were treated with dif-
ferent doses of PM2.5. As a result, the p53 pro-
tein level and Siva-1 mRNA level were found in-
creased in a dose-dependent manner (Figures 2A, 
2B, 2C); meanwhile, the result of flow cytometry 
showed that the incidence of apoptosis of A549 
cells also increased with the increase of PM2.5 
exposure dose (Figure 2D). The above results re-
vealed that PM2.5 exposure remarkably increased 
the expression of p53 and Siva-1, as well as the 
apoptotic rate of alveolar epithelial cells.

p53 Induces Alveolar Epithelial 
Cell Apoptosis by Promoting Siva-1
Transcription

To further explore the ways in which p53 is 
involved in the regulation of emphysema, we first 

constructed the interfering sequence of p53 and 
transfected it into A549 cells. It was found that the 
transfection of si-p53 remarkably reduced the ele-
vated levels of p53 and Siva-1 induced by PM2.5 
exposure (Figures 3A and 3B). In addition, CHIP 
assay confirmed that p53 can bind to the Siva-1 
promoter region and directly regulate the tran-
scription of Siva-1 (Figure 3C). Later, flow cytom-
etry was performed to examine cell apoptosis and 
it was found that the knockdown of p53 remarkably 
reduced the incidence of A549 cell apoptosis in-
duced by PM2.5 exposure (Figure 3D). 

PM2.5 Induces A549 Cell Apoptosis 
Through the p53/Siva-1 Pathway

Transfection of the Siva-1 overexpression plas-
mid into A549 cells resulted in a significant increase 
in Siva-1 mRNA level (Figure 4A). In A549 cells, 
PM2.5 exposure was found to be able to enhance 
clv-caspase3 protein expression, which could be 
conversely reduced by the knockdown of p53; mean-
while, simultaneous overexpression of Siva-1 further 
elevated the expression of clv-caspase3 protein (Fig-
ures 4B and 4C). Next, the results of flow cytometry 
revealed that PM2.5 exposure induced an increase in 
the incidence of A549 cell apoptosis, which could be 
partially reversed by the knockdown of p53. Howev-
er, the overexpression of Siva-1 promoted the apopto-
sis of A549 cells (Figure 4D).

Figure 1. PM2.5 causes 
emphysema in mice and 
increases p53 expression. 
A, H&E staining showed 
that PM2.5 exposure 
caused emphysema in 
mice (magnification: 40×). 
B, The alveolar space of 
mice exposed to PM2.5 
was enlarged. C, Western 
blot results showed that 
the level of p53 protein 
in pulmonary tissues of 
PM2.5 exposed mice was 
significantly increased. D, 
Quantification of p53 pro-
tein expression.

A

C

B

D



PM2.5 induces alveolar epithelial cell apoptosis and causes emphysema in mice

3947

Discussion

Chronic obstructive pulmonary disease 
(COPD) is the fourth leading cause of death, ac-
counting for 6% of global deaths14. The World 
Health Organization announced that more than 
3 million people died of chronic obstructive 
pulmonary disease in 2012. However, the rel-
evant molecular mechanisms of COPD are still 
unclear15. Smoking and air pollution are major 
risk factors for the development of COPD16. 
Fine particulate matter (PM2.5) with an aero-
dynamic equivalent diameter of 2.5 μm or less 
is an important component of atmospheric par-
ticulates and air pollution17. PM2.5 is apter to 
adsorb heavy metal particles, acidic oxides, or-
ganic pollutants, bacteria, fungi, and viruses5. 
PM2.5 deposits in the airways and lung tissue 
and triggers abnormal immune-inflammatory 
responses18. Long-term exposure to lower levels 
of PM2.5 is associated with accelerated decline 
in lung function19,20. The present study found 
that PM2.5 exposure can cause pathological 
damage in mice pulmonary tissues, leading to 
the expansion of spatial structure of alveoli and 
the occurrence of emphysema.

PM2.5 is an important component of air pollu-
tion. It consists of a large number of heavy met-
als, organic matter, inorganic substances, and oth-
er trace substances, including carcinogenic, and 
mutagenic substances, such as bap and dioxins21. 
Long-term PM2.5 exposure causes many patholog-
ical respiratory diseases such as bronchitis, asth-
ma, COPD22, and can induce a range of patholog-
ical reactions, such as oxidative damage, immune 
and inflammatory responses, apoptosis, DNA 
damage, and gene mutations6,23. The results of this 
study revealed that PM2.5 exposure can induce al-
veolar epithelial cell damage and emphysema in a 
dose-dependent manner, and cause cell apoptosis 
by upregulating the expression of caspase-3, an 
apoptosis-related gene.

P53, a human tumor suppressor gene, also has 
the function of helping cells to repair defects24. 
The mutants of p53 gene increase carcinogenesis 
and play a central role in tumor formation. When 
p53 gene mutation occurs, it loses its regulation on 
cell growth, apoptosis and DNA repair, and trans-
form from tumor suppressor gene to oncogene25. 
The mutation of p53 gene has been found in more 
than 50% of human tumor tissues, which is the 
most common genetic alteration in tumors, indi-

Figure 2. PM2.5 induces an increase in p53 protein expression and the incidence of apoptosis in alveolar epithelial cells. A549 
cells were treated with 0, 25, 50, 100 μg/ml PM2.5 for 48 h, A, Western blot results showed that the level of p53 protein in 
A549 cells increased with the increase of PM2.5 concentration. B, Quantification of p53 protein. C, The level of Siva-1 mRNA 
in A549 cells increased with the increase of PM2.5 concentration and had a dose-effect relationship. D, With the increase of 
PM2.5 concentration, the apoptosis rate of A549 cells increased, and it had a dose-effect relationship.
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cating that the alteration of this gene is likely to 
be the main pathogenic factor in human tumors9,26. 
This work revealed that the level of p53 protein in 
pulmonary tissues of PM2.5 exposed mice was re-
markably higher than that of the control group.

The Siva protein contains a domain homologous 
to the apoptotic domain and induces apoptosis by 
interacting with the members of the tumor necro-
sis factor receptor superfamily and anti-apoptotic 
members of the Bcl-2 protein family27,28. Siva also 
plays a role in the oxidative stress-induced apopto-
sis and is a transcriptional target of p5327,29. Siva-
1 protein is mostly localized in the cytoplasm30, 
partially localized in mitochondria and nucleus31. 
After infection with Coxsackie B3 virus, Siva pro-
tein is strongly activated during cardiac apoptosis, 
which may lead to heart failure32. In this study, the 
experimental results showed that PM2.5 exposure 

resulted in an increase in the levels of p53 and Siva-
1 in alveolar epithelial cells, as well as the apoptosis 
rate. In addition, P53 is involved in the induction of 
apoptosis in alveolar epithelial cells by promoting 
Siva-1 transcription. In summary, we established a 
previously unknown molecular mechanism in this 
experiment, which is, PM2.5 participates in the 
induction of apoptosis in alveolar epithelial cells 
through the p53/Siva-1 pathway.

Conclusions

In summary, in alveolar epithelial cells, PM2.5 
exposure can increase the protein expression of 
p53, which further promotes Siva-1 transcription 
to induce cell apoptosis and emphysema disease.

Figure 3. P53 causes apoptosis in alveolar epithelial cells by promoting transcription of Siva-1. A, The p53 interference 
sequence was constructed and the p53 expression level was knocked down in A549 cells. B, Treatment of A549 cells with 
PM2.5 resulted in an increase in the expression level of Siva-1 in cells, while the knockdown of p53 expression at the same 
time decreased the expression level of Siva-1 in A549 cells. C, CHIP experiments showed that p53 binds to the Siva-1 promoter 
region. D, Treatment of A549 cells with PM2.5 resulted in an increase in apoptosis, while the knockdown of p53 expression at 
the same time decreased the apoptotic rate of A549 cells.

A

C

B

D



PM2.5 induces alveolar epithelial cell apoptosis and causes emphysema in mice

3949

Conflict of Interests
The authors declared no conflict of interest.

References

  1) Poh TY, Mac aM, chan aK, Yii ac, Yong VF, 
Tiew PY, Koh MS, choTirMall Sh. Understanding 
COPD-overlap syndromes. Expert Rev Respir 
Med 2017; 11: 285-298.

  2) oniShi K. Total management of chronic obstructive 
pulmonary disease (COPD) as an independent 
risk factor for cardiovascular disease. J Cardiol 
2017; 70: 128-134.

  3) leung JM, Tiew PY, Mac aM, Budden KF, Yong VF, 
ThoMaS SS, PeThe K, hanSBro PM, choTirMall Sh. 
The role of acute and chronic respiratory colo-
nization and infections in the pathogenesis of 
COPD. Respirology 2017; 22: 634-650.

  4) raheriSon c, girodeT Po. Epidemiology of COPD. 
Eur Respir Rev 2009; 18: 213-221.

  5) gu XY, chu X, Zeng Xl, Bao hr, liu XJ. Effects of 
PM2.5 exposure on the Notch signaling pathway 
and immune imbalance in chronic obstructive 
pulmonary disease. Environ Pollut 2017; 226: 
163-173.

  6) Zhou T, Zhong Y, hu Y, Sun c, wang Y, wang 
g. PM2.5 downregulates miR-194-3p and accel-
erates apoptosis in cigarette-inflamed bronchial 
epithelium by targeting death-associated protein 
kinase 1. Int J Chron Obstruct Pulmon Dis 2018; 
13: 2339-2349.

  7) li J, Zhou Q, liang Y, Pan w, Bei Y, Zhang Y, wang J, 
Jiao Z. MiR-486 inhibits PM2.5-induced apoptosis 
and oxidative stress in human lung alveolar epithe-
lial A549 cells. Ann Transl Med 2018; 6: 209.

  8) li X, ding Z, Zhang c, Zhang X, Meng Q, wu S, 
wang S, Yin l, Pu Y, chen r. MicroRNA-1228(*) 
inhibit apoptosis in A549 cells exposed to fine 
particulate matter. Environ Sci Pollut Res Int 
2016; 23: 10103-10113.

Figure 4. PM2.5 promotes apoptosis of alveolar epithelial cells via p53/Siva-1. A, The Siva-1interfering sequence was con-
structed to reduce the expression level of Siva-1. B, In A549 cells, the simultaneous treatment of PM2.5 exposure and knockdown 
of p53 reduced the clv-caspase3 protein level; meanwhile, further simultaneous overexpression of Siva-1 conversely elevated 
the expression of clv-caspase3. C, Protein quantification of clv-caspase3. D, In A549 cells, simultaneous treatment of PM2.5 
exposure and knockdown of p53 reduced the cell apoptosis rate; meanwhile, further simultaneous overexpression of Siva-1 
conversely elevated the cell apoptosis rate.

A

C

B

D



F. Xu, A. Xu, Y. Guo, Q. Bai, X. Wu, S.-P. Ji, R.-X. Xia

3950

  9) nigro JM, BaKer SJ, PreiSinger ac, JeSSuP JM, hoSTeT-
Ter r, clearY K, Bigner Sh, daVidSon n, BaYlin S, 
deVilee P, eT a. Mutations in the p53 gene occur in 
diverse human tumour types. Nature 1989; 342: 
705-708.

 10) KanaPaThiPillai M. Treating p53 mutant aggrega-
tion-associated cancer. Cancers (Basel) 2018; 
10. pii: E154.

 11) goeMan F, STrano S, Blandino g. MicroRNAs as 
key effectors in the p53 network. Int Rev Cell Mol 
Biol 2017; 333: 51-90.

 12) chen gh, Xue QQ, li J, gao Tl, Sun QS, Bai gP. 
Anticancer activity of recombinant Siva1 protein 
in human nasopharyngeal carcinoma cell line 
CNE-2. Cancer Biomark 2015; 15: 833-841.

 13) SeBaSTian a, iQBal Sa, colThurST J, VolK Sw, BaYaT 
a. Electrical stimulation enhances epidermal pro-
liferation in human cutaneous wounds by modu-
lating p53-SIVA1 interaction. J Invest Dermatol 
2015; 135: 1166-1174.

 14) Morgan ad, ZaKeri r, QuinT JK. Defining the rela-
tionship between COPD and CVD: what are the 
implications for clinical practice? Ther Adv Respir 
Dis 2018; 12: 1825481732.

 15) negewo na, giBSon Pg, Mcdonald VM. COPD 
and its comorbidities: impact, measurement and 
mechanisms. Respirology 2015; 20: 1160-1171.

 16) SMiTh Mc, wroBel JP. Epidemiology and clinical im-
pact of major comorbidities in patients with COPD. 
Int J Chron Obstruct Pulmon Dis 2014; 9: 871-888.

 17) chen l, Yuan X, Zou l, Peng J, hu X. Effects of 
1,25-dihydroxyvitamin D3 on the prevention of 
chronic obstructive pulmonary disease (COPD) 
in rats exposed to air pollutant particles less than 
2.5 micrometers in diameter (PM2.5). Med Sci 
Monit 2018; 24: 356-362.

 18) he M, ichinoSe T, YoShida S, iTo T, he c, YoShida Y, 
araShidani K, TaKano h, Sun g, ShiBaMoTo T. PM2.5-in-
duced lung inflammation in mice: differences of 
inflammatory response in macrophages and type II 
alveolar cells. J Appl Toxicol 2017; 37: 1203-1218.

 19) he M, ichinoSe T, YoShida Y, araShidani K, YoShida 
S, TaKano h, Sun g, ShiBaMoTo T. Urban PM2.5 
exacerbates allergic inflammation in the murine 
lung via a TLR2/TLR4/MyD88-signaling pathway. 
Sci Rep 2017; 7: 11027.

 20) Yang B, guo J, Xiao c. Effect of PM2.5 environ-
mental pollution on rat lung. Environ Sci Pollut 
Res Int 2018; 25: 36136-36146.

 21) Xing YF, Xu Yh, Shi Mh, lian YX. The impact of 
PM2.5 on the human respiratory system. J Tho-
rac Dis 2016; 8: E69-E74.

 22) chu X, liu XJ, Qiu JM, Zeng Xl, Bao hr, Shu J. 
Effects of astragalus and Codonopsis pilosula 
polysaccharides on alveolar macrophage phago-

cytosis and inflammation in chronic obstructive 
pulmonary disease mice exposed to PM2.5. En-
viron Toxicol Pharmacol 2016; 48: 76-84.

 23) ZielinSKi M, gaSior M, JaSTrZeBSKi d, deSPeraK a, Ziora 
d. Influence of particulate matter air pollution on 
exacerbation of chronic obstructive pulmonary 
disease depending on aerodynamic diameter and 
the time of exposure in the selected population 
with coexistent cardiovascular diseases. Adv Re-
spir Med 2018; 86: 227-233.

 24) MiZuno S, iShiZaKi T, KadowaKi M, aKai M, ShioZaKi 
K, iguchi M, oiKawa T, naKagawa K, oSanai K, To-
ga h, goMeZ-arroYo J, KraSKauSKaS d, cool cd, 
Bogaard hJ, VoelKel nF. P53 signaling pathway 
polymorphisms associated with emphysematous 
changes in patients with COPD. Chest 2017; 152: 
58-69.

 25) MeenaKShi a, Manoharan V. Studies on p53 im-
munolocalisation in breast cancer and its prog-
nostic significance. Hum Antibodies 1999; 9: 
171-176.

 26) ichiYoShi Y, oiwa h, ToMiSaKi S, SaKaguchi Y, ohno S, 
Maehara Y, SugiMachi K. Overexpression of p53 is 
associated with growth pattern and prognosis in 
advanced gastric cancer. Hepatogastroenterolo-
gy 1997; 44: 546-553.

 27) Van noSTrand Jl, BriSac a, Mello SS, JacoBS SB, 
luong r, aTTardi ld. The p53 target gene SIVA 
enables non-small cell lung cancer development. 
Cancer Discov 2015; 5: 622-635.

 28) li T, lV M, chen X, Yu Y, Zang g, Tang Z. Plumbagin 
inhibits proliferation and induces apoptosis of 
hepatocellular carcinoma by downregulating the 
expression of SIVA. Drug Des Devel Ther 2019; 
13: 1289-1300.

 29) ShiModa hK, Shide K, KaMeda T, MaTSunaga T, 
ShiModa K. Tyrosine kinase 2 interacts with the 
proapoptotic protein Siva-1 and augments its 
apoptotic functions. Biochem Biophys Res Com-
mun 2010; 400: 252-257.

 30) chu F, BorThaKur a, Sun X, BarKinge J, gudi r, haw-
KinS S, PraSad KV. The Siva-1 putative amphipathic 
helical region (SAH) is sufficient to bind to BCL-
XL and sensitize cells to UV radiation induced 
apoptosis. Apoptosis 2004; 9: 83-95.

 31) PY B, SloMiannY c, auBerger P, PeTiT PX, Benichou S. 
Siva-1 and an alternative splice form lacking the 
death domain, Siva-2, similarly induce apoptosis 
in T lymphocytes via a caspase-dependent mito-
chondrial pathway. J Immunol 2004; 172: 4008-
4017.

 32) henKe a, launhardT h, KleMenT K, STelZner a, Zell r, 
Munder T. Apoptosis in coxsackievirus B3-caused 
diseases: interaction between the capsid protein 
VP2 and the proapoptotic protein siva. J Virol 
2000; 74: 4284-4290.


