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An endogenous amniotic fluid-derived 10-amino acid peptide 
improves lung development and hyperoxia injury
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Background: Bronchopulmonary dysplasia (BPD) is a chronic lung disease that occurs in preterm infants 
and lacks effective treatment. We aim to reveal the relationship between amniotic fluid (AF) peptides and 
lung development by analyzing the differences in the composition of AF peptides at different gestational 
periods, thus providing a new means of prevention and treatment for BPD.
Methods: Based on the stages of lung development, we collected AF by amniocentesis in two different 
gestational periods, using the 25th week of pregnancy as the cut-off. We conducted a peptide omics analysis 
of these AF samples using liquid chromatography-tandem mass spectrometry (LC-MS/MS) analysis. 
Additionally, we verified the regulatory effects of hyperoxia and the peptide COL5A2 on BPD-related cells 
[(mouse lung epithelial (MLE-12) cells] by 5-Ethynyl-2'-deoxyuridine (EdU) staining, JC-1 staining, flow 
cytometry, and reactive oxygen species (ROS) assay. 
Results: There were 131 differentially expressed peptides, including 85 up-regulated and 46 down-
regulated [fold change (FC) ≥1.2 or ≤1/1.2, P<0.05], in the ≥25 weeks’ gestation group compared to 
the <25 weeks’ gestation group. Further bioinformatics analysis revealed that the precursor proteins of 
the differentially expressed peptides between these two groups were involved in the regulation of the 
developmental process, anatomical structure development, and other biological processes, suggesting that 
these differential peptides may play a key role in lung development. We found peptide COL5A2 with the 
sequence GPPGEPGPPG and verified the regulatory effects of COL5A2 on the proliferation, apoptosis, cell 
viability, and ROS levels of MLE-12 cells by cell assays. 
Conclusions: In this study, peptidomic studies using AF from different gestational periods revealed that 
peptides in AF may be involved in lung development. They could be used in the future to assist in the 
postnatal development of preterm infants and provide new therapeutic prospects for BPD.

Keywords: Amniotic fluid (AF); peptides; bronchopulmonary dysplasia (BPD); COL5A2 

Submitted Nov 29, 2022. Accepted for publication Jan 10, 2023. Published online Jan 16, 2023.

doi: 10.21037/tp-22-681

View this article at: https://dx.doi.org/10.21037/tp-22-681

55

https://crossmark.crossref.org/dialog/?doi=10.21037/tp-22-681


Translational Pediatrics, Vol 12, No 1 January 2023 47

© Translational Pediatrics. All rights reserved.   Transl Pediatr 2023;12(1):46-55 | https://dx.doi.org/10.21037/tp-22-681

Introduction

Bronchopulmonary dysplasia (BPD) is  one of the 
most common and serious complications of preterm 
birth, with long-term effects involving multiple organ 
systems, including adverse effects on lung function and 
neurodevelopment (1,2). The primary factor leading 
to BPD is that the developmentally immature lung is 
susceptible to multiple injuries which interfere with 
pulmonary alveolar and vascular development. The 
pathogenesis of BPD involves multiple aspects, such as 
mechanical ventilation, oxygen toxicity, chorioamnionitis, 
and postpartum inflammation (3,4), but essentially, it is a 
disease of developmental origin. Due to prematurity, the 
normal in utero lung growth process is interrupted, and 
the underdeveloped lungs cannot perform their normal 
functions. Although contemporary medical treatments 
have significantly improved the survival rate of preterm 
infants, some life-saving therapies, such as mechanical 
ventilation, often serve as enablers for BPD development 
while maintaining normal vital signs (5). Therefore, there 
is an urgent need to find substances that can assist with the 
lung development process from a developmental point of 
view to prevent and treat BPD, thus improving the quality 
of children’s survival. 

It is widely accepted that amniotic fluid (AF), as a liquid 
environment in direct contact with the fetus in utero, not 

only protects the fetus from extrusion but is also closely 
related to fetal development (6). The fetal lung contributes 
to the formation of the AF, while the composition of AF 
may well reflect the stage of fetal lung development. It is 
well established that mechanical forces play a crucial role in 
the effect of AF on lung development, and oligohydramnios 
can lead to reduced lung expansion, thereby causing 
lung development retardation (7-9). However, with the 
development of regenerative medicine in recent years, AF-
derived stem cells have also been shown to promote lung 
growth and maturation in models of pulmonary hypoplasia 
by promoting branching morphogenesis (10), stimulating 
lung epithelial cell differentiation, and improving 
alveolarization (11). Furthermore, AF-derived mesenchymal 
stem cells can improve lung function in rats with hyperoxia-
induced pulmonary fibrosis by reducing reactive oxygen 
species (ROS) production, inflammatory cell infiltration, 
and expression of the inflammatory factor IL-6 (12).

Endogenous peptides are mainly produced by proteolysis 
and gene encoding and have gained much attention 
in recent years due to their low molecular weight and 
wide distribution in the body (13). By detecting the 
composition and changes of peptides in different biological 
samples, peptidomics is highly valued for the screening 
of biomarkers, the diagnosis of diseases, and the search 
for potential active peptides (14-16). Peptidomic analysis 
of cord blood has identified biomarkers associated with 
neonatal respiratory distress syndrome (17), and endogenous 
peptides in breast milk are essential for neonatal growth 
and development (18,19). As a body fluid critical for 
fetal development, AF has peptides associated with heart 
development and ventricular septal defects (20), but as yet, 
no studies have identified the peptides associated with lung 
development. Therefore, in this study, we performed a 
peptide omics analysis of AF to find differentially expressed 
peptides related to different stages of lung development to 
provide a new therapeutic modality for BPD.

In this paper, the characteristic changes in the 
polypeptide group in AF samples were studied using liquid 
chromatography-tandem mass spectrometry (LC-MS/MS) 
technology, and the effect of the differential polypeptide 
GPPGEPGPPG on the function of mouse lung epithelial 
(MLE-12) cells was identified by an in vitro study, which 
provides support for the study of BPD pathogenesis and 
treatment. We present the following article in accordance 
with the MDAR reporting checklist (available at https://
tp.amegroups.com/article/view/10.21037/tp-22-681/rc).

Highlight box

Key findings
• The COL5A2 peptide with a GPPGEPGPPG sequence can 

reverse the inhibition of the proliferation and promotion of 
apoptosis induced by hyperoxia on MLE-12 cells.

What is known, and what is new?
• A proteomic analysis of amniotic fluid at 16–18 weeks of gestational 

age showed that proteins are involved in organ development. 
Protein-derived peptides have been confirmed to possess a range 
of biological activities, such as promoting cell proliferation and 
differentiation. 

• Analysis of amniotic fluid samples after the 25th week of gestation 
reveals that amniotic fluid peptides play a role in lung development. 
Peptides are mainly derived from the precursor proteins SPP1, 
COL5A2, SPRR3, COL1A1, APOA1, and ANXA1.

What is the implication, and what should change now?
• Amniotic fluid peptides may be used in the future to assist in 

the postnatal development of preterm infants and provide new 
therapeutic prospects for bronchopulmonary dysplasia.

https://tp.amegroups.com/article/view/10.21037/tp-22-681/rc
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Methods

Collection of AF

We collected AF samples from pregnant women undergoing 
prenatal examination using ultrasound-guided amniocentesis 
at Dongguan Eighth People’s Hospital (Dongguan Children’s 
Hospital). Samples were taken for routine prenatal diagnosis, 
and the remaining samples were used for our experimental 
analysis. The study was conducted in accordance with the 
Declaration of Helsinki (as revised in 2013). The sample 
collection process for this study was approved by the Medical 
Ethics Committee of Dongguan Eighth People’s Hospital 
(approval No. LL2021113001). The patients provided their 
written informed consent to participate in this study. Samples 
were divided into <25 weeks’ gestation (n=3) and ≥25 weeks’ 
gestation (n=6). All samples were stored at –80℃ until 
required for the peptide omics analysis.

Sample processing and peptide extraction

The samples stored at −80 ℃ were thawed and centrifuged 
at 12,000 ×g for 15 minutes. The supernatant was 
transferred to new tubes, and a 7:1 volume of lysate (8 M 
Urea/100 mM Tris-Cl, pH 8.0) was added. Then, a 10 kD 
aperture ultrafiltration tube was used for ultrafiltration, and 
the filtrate was collected. After the pH value of the solution 
was adjusted to about 6.0, centrifugation was performed at 
12,000 ×g for 15 minutes, and the supernatant was taken for 
desalting. The desalted peptide solution was drained by a 
centrifuge concentrator and frozen at −20 ℃ for further use.

LC-MS/MS analysis

The peptides were analyzed using a Q Exactive Plus mass 
spectrometer (Thermo Fisher Scientific, Waltham, MA, 
USA) and an UltiMate 3000 RSLCnano System (Thermo 
Fisher Scientific, Waltham, MA, USA). The peptide 
samples were dissolved in the sample buffer, then inhaled 
by an autosampler, bound to the C18 trap column (3 µm,  
100 µm × 20 mm), and eluted at 300 nL/min to the 
analytical column (2 µm, 750 µm × 150 mm). We used  
two mobile phases (mobile phase A: 3% DMSO, 0.1% 
formic acid, 97% H2O; mobile phase B: 3% DMSO, 0.1% 
formic acid, 97% ACN) to establish the analysis gradient. 
For data-dependent acquisition (DDA), each scan loop 
contained an MS full scan (R =70 k, AGC =3e6, max IT 
=20 ms, scan range =350–1,800 m/z) and 15 MS/MS scans 
(R =17.5 k, AGC =2e5, max IT =100 ms). The high energy 

collision dissociation (HCD) was 28, and the quadrupole 
screening window was 1.6 Da. The dynamic elimination 
time of the repeated ion collection was set to 35 s.

Data analysis

The identification and quantification of proteins and 
peptides were performed using MaxQuant (V1.6.6) software 
(Max Planck Institute of Biochemistry, Martinsried, 
Germany). Our search was conducted using the Uniprot 
Human Swiss-prot proteome reference database (https://
www.uniprot.org). The main retrieval parameters were 
as follows: the item type was LFQ; Oxidation (M) and 
Acetyl (Protein N-term) were selected as the variable 
modifications; Carbamidomethyl (C) was chosen as the fixed 
modification, and the digestion method was “Nonspecific.” 
The search results were screened using a 1% false discovery 
rate (FDR) at the protein and peptide levels. The criteria 
for differential expression were fold change (FC) ≥1.2 or 
≤1/1.2 and P<0.05.

Bioinformatics

The basic characteristics and physicochemical properties of 
the differential peptides were analyzed using the Uniprot 
protein database and “ProtParam” tool. In addition, to 
explore the potential functions of differentially expressed 
peptides and their precursors, Gene Ontology (GO) and 
the Kyoto Encyclopedia of Genes and Genomes (KEGG) 
pathway enrichment analyses were performed using the 
GO website (http://geneontology.org/) and the KEGG 
Orthology Based Annotation System (KOBAS) v.3.0.

Cell culture

MLE-12 cells were purchased from the Cell Bank of the 
Typical Culture Collection Committee of the Chinese 
Academy of Sciences and placed in Dulbecco’s modified 
eagle medium (DMEM) containing 10% fetal bovine serum 
(FBS), 100 mL streptomycin/penicillin at 37 ℃ with 5% 
CO2 for culture. For the subsequent cell function assay, 
the MLE-12 cells were divided into three groups: control, 
hyperoxia, and hyperoxia + GPPGEPGPPG groups. The 
control group cells were placed at 37 ℃ with 5% CO2 for 
culture, the hyperoxia group cells were placed in an oxygen 
container with 85% O2 at 37 ℃ with 5% CO2 for culture, 
and the hyperoxia + GPPGEPGPPG group cells were 
treated with GPPGEPGPPG (GPPGEPGPPG: culture 

https://www.uniprot.org
https://www.uniprot.org
http://geneontology.org/
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media =1:500), then placed in an oxygen container with 
85% O2 at 37 ℃ with 5% CO2 for culture.

Cell proliferation assay

MLE-12 cells were inoculated in 96-well plates at a density 
of 1×105 per well and cultured until they had grown to 
70–80% confluence. The proliferation of MLE-12 cells was 
examined using 5-Ethynyl-2'-deoxyuridine (EdU) staining. 
The cells were then fixed with paraformaldehyde and 
stained with 4',6-diamidino-2-phenylindole (DAPI). Finally, 
the cells were imaged by fluorescence microscopy.

Mitochondrial membrane potential (MMP/ΔΨm) 
determination

MMP/ΔΨm was assessed by the JC-1 assay kit according to 
the instructions and incubated at 37 ℃ for 30 minutes. The 
average fluorescence intensity of red and green fluorescence 
in each group was subsequently examined using confocal 
microscopy, and the ratio of red/green fluorescence 
intensity was calculated to assess the loss of MMP—an early 
indicator of apoptosis.

Flow cytometry assay

The MLE-12 cells were rinsed twice with PBS, followed by 
the Annexin V-APC/7-AAD apoptosis kit, and incubated 
overnight in the dark at 4 ℃ with a propidium iodide (PI) 
staining mixture. The final test was conducted in accordance 
with the manufacturer’s instructions using flow cytometry.

The intracellular ROS 

We assessed ROS levels in the MLE-12 cells using a ROS 
assay kit, incubating them with 2’7’-dichlorofluorescein 
diacetate (DCFH-DA) for 30 minutes at 37 ℃ in the dark. 
After washing with phosphate-buffered saline (PBS), the 
diclofenac (DCF) fluorescence intensity was measured by 
fluorescence microscopy.

Statistical analysis

For this study, all data were expressed as the mean ± 
standard error of the mean, and the statistical significance 
of differences between different groups was determined 
by one-way analysis of variance (ANOVA). A P<0.05 was 

considered statistically significant.

Results

Identification and screening of differential peptides in AF 
samples

The 25th week of gestation represents the transition from 
the late canalicular to early saccular lung stage (21), which 
is an important transitional stage in lung development. 
We used mass spectrometry to analyze the polypeptide 
composition of AF at different stages of lung development. 
A total of 905 peptides were quantified by LC-MS/MS 
analysis, including 131 differentially expressed peptides (85 
up-regulated and 46 down-regulated) (FC ≥1.2 or ≤1/1.2, 
P<0.05) in the ≥25 weeks’ gestation group compared to the 
<25 weeks’ gestation group (Figure 1A). Volcano mapping 
(Figure 1B) and hierarchical clustering (Figure 1C) show 
these differentially expressed peptides between the two 
groups. The sequence and detailed information about the 
differentially expressed peptides are shown in Table S1. 

Characteristics of the differentially expressed peptides

Understanding the basic characteristics and physicochemical 
properties of peptides will help us to carry out subsequent 
functional verification. Peptides are small molecular 
compounds made of amino acids linked to each other. The 
differentially expressed peptides ranged in length from 8 
to 25 amino acids (Figure 2A), and the molecular weights 
ranged from approximately 800 to 3,200 (Figure 2B). The 
isoelectric points (Figure 2C) of most peptides are acidic, 
indicating that the number of acidic amino acids is higher 
than that of basic amino acids. In addition, since peptides 
are cleaved from precursor proteins by different enzymes at 
different sites, we analyzed the cleaved sites of differentially 
expressed peptides (Figure 2D,2E). The results showed that 
the dominant amino acid sites of the up-regulated peptides 
were Proline (P), Lysine (K), Glycine (G), and Serine (S), 
and the dominant amino acid sites of the down-regulated 
peptides were Proline (P), Aspartic acid (D), Glutamic acid 
(E) and Serine (S). Because different proteins may have the 
same conserved sequences, some peptides may come from 
multiple precursor proteins. Similarly, the same protein 
can be cleaved by different enzymes or at different sites to 
produce different peptides. In our study, up to 15+ peptides 
were derived from the precursor proteins SPP1, COL5A2, 
and SPRR3, and up to 9+ peptides were derived from 

https://cdn.amegroups.cn/static/public/TP-22-681-Supplementary.pdf
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COL1A1, APOA1, and ANXA1 (Figure 2F).

GO function and KEGG pathway analysis of the 
differently expressed peptides

To investigate the potential biological functions of 
differentially expressed peptides in AF during different 
stages of pregnancy, GO and KEGG pathways analyses 
were performed using the GO website (http://geneontology.
org/) and the KOBAS v.3.0. 

GO analysis revealed that the precursor proteins of these 
differential peptides are mainly located outside the cell, with 
the top three most significantly enriched being extracellular 
vesicles, extracellular membrane-bound organelles, and 
extracellular organelles (Figure 3A). The molecular function 
of these proteins is mainly involved in the extracellular 
matrix structural constituent, growth factor binding, and 
structural molecule activity (Figure 3B). The main biological 
processes they are involved in include regulation of the 
developmental process, anatomical structure development, 
and peptide cross-linking (Figure 3C). The KEGG pathway 
enrichment analysis indicated that the potential function 

of these differentially expressed peptides was related to 
the human papillomavirus infection, platelet activation, 
cholesterol metabolism, PPAR signaling pathway, 
complement and coagulation cascades, protein digestion 
and absorption, amoebiasis, and the AGE-RAGE signaling 
pathway in diabetic complications (Figure 3D).

GPPGEPGPPG improved hyperoxia-induced apoptosis and 
attenuated hyperoxia-induced impairment of cell viability 
in MLE-12 cells

In the cell function assay, we divided MLE-12 cells 
into three groups: control, hyperoxia, and hyperoxia 
+ GPPGEPGPPG, and explored the mechanism of 
GPPGEPGPPG in MLE-12 cells based on EdU staining, 
JC-1 staining, ROS assay, and flow cytometry. The EdU 
staining results (Figure 4A,4B) showed that the number 
of MLE-12 cells was significantly reduced after hyperoxia 
treatment compared to the control group, while the 
peptide GPPGEPGPPG reversed this phenomenon and 
promoted the proliferation of MLE-12 cells. The JC-1 
kit also examined the changes in MMP /ΔΨm between 
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the different groups, showing that the red fluorescence 
was weaker and the green fluorescence was stronger in the 
hyperoxia group, indicating that MMP/ΔΨm was reduced 
at an early stage of apoptosis (Figure 4C,4D). However, 
the green fluorescence was weaker in the hyperoxia + 
GPPGEPGPPG group than in the hyperoxia group, 
indicating that GPPGEPGPPG interfered with the effect 
of hyperoxia on apoptosis in MLE-12 cells. Flow cytometry 
revealed that GPPGEPGPPG reversed the impairment 
of MLE-12 cell viability by hyperoxia (Figure 4E,4F). 
In addition, based on the results of the ROS assays, we 
observed a higher accumulation of ROS in MLE-12 cells in 
the hyperoxia group (Figure 4G,4H).

Discussion

Human embryonic lung development is divided into five 

stages: embryonic, pseudoglandular, canalicular, saccular, 
and alveolar. Complete and normal lung development 
generates abundant alveoli and a rich network of capillaries, 
which constitute the blood and air exchange barrier and 
maintain the normal physiological activities of the body (22). 
Preterm birth interrupts normal lung development and 
often requires mechanical ventilation or oxygen therapy due 
to a lack of alveolar surfactant. Although preterm children 
have an increased survival rate due to the advances in these 
treatments, the treatments themselves can lead to BPD 
and even increased susceptibility to asthma and chronic 
obstructive pulmonary disease in adulthood (23). 

The importance of the uterus as a place for fetal growth 
and development is undeniable. In addition to the placenta 
as a source of nutrients for the fetus, the role of AF as a fluid 
environment surrounding the fetus is also irreplaceable. 
AF is not just a filtrate of maternal plasma but a separate 
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Figure 3 GO and KEGG pathway enrichment analysis of precursor proteins. (A) Cellular component. (B) Molecular function. (C) 
Biological process. (D) KEGG pathway enrichment analysis. KEGG, Kyoto Encyclopedia of Genes and Genomes; PPAR, peroxisome 
proliferator-activated receptor; GO, Gene Ontology. 
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fluid environment (24) that includes fetal urine and alveolar 
fluid, as well as a variety of metabolites (25). Bolton et al. 
carried out a proteomic analysis of AF at 16–18 weeks of 
gestational age and identified that proteins were involved in 
organ development (23). Extensive experimental research 
has confirmed that protein-derived peptides possess a range 
of biological activities, such as promoting cell proliferation 
and differentiation (25). Peptidomics allows us to study the 
composition of AF peptides, determine their sequences, 
and further understand their potential biological functions 
through bioinformatics analysis (26). Unlike other studies, 
the innovative aspect of our research is the identification 
of peptides in AF to investigate their relationship with 
lung development so as to assist in the postnatal lung 
development of preterm infants and provide a new 
therapeutic tool for the prevention and treatment of BPD. 

In this study, the analysis of the endogenous peptidome 
of AF samples from different gestational periods, using  
25 weeks of gestation as the cut-off, resulted in the screening 
of 131 differential peptides (85 up-regulated and 46 down-

regulated) in a ≥25 weeks’ gestation group compared to 
a <25 weeks’ gestation group. These differential peptides 
reflect changes in the synthesis, processing, and degradation 
of proteins in the AF during different stages of pregnancy, 
indirectly reflecting the physiological or pathological 
condition of the mother and fetus. Bioinformatics analysis 
of the precursor proteins of the differential peptides in 
this study showed that these proteins are involved in 
the regulation of the developmental process, anatomical 
structure development, and other biological processes. We 
specifically investigated the peptide COL5A2 that contained 
the GPPGEPGPPG sequence and explored the functional 
mechanism of GPPGEPGPPG in MLE-12 cells by in vitro 
assays.

In the cell function experiments, we first assessed the 
differences in the proliferation of MLE-12 cells treated 
by different methods based on EdU staining. It was clear 
that the number of MLE-12 cells decreased after hyperoxia 
treatment compared to the control group, indicating that 
hyperoxia inhibited the proliferation of MLE-12 cells. 
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Figure 4 Effects of hyperoxia and GPPGEPGPPG on apoptosis and cell viability in MLE-12 cells. (A) EdU staining is used to detect the effect 
of GPPGEPGPPG and hyperoxia on the proliferation of MLE-12 cells (magnification, 40×). (B) Integral optical density of EdU staining. (C) 
JC-1 staining detects MMP/ΔΨm: the hyperoxia + GPPGEPGPPG group shows the weakest red fluorescence intensity and the strongest green 
fluorescence (magnification, 40×). (D) Aggregate/monomer fluorescence ratio of JC-1 staining. (E) Flow cytometry using FSC and SSC to 
detect MLE-12 cell viability in the three groups. (F) Apoptotic cells ratio of flow cytometry. (G) ROS levels are detected by the ROS assay kit; 
fluorescence signals are captured by fluorescence microscopy (magnification, 20×). (H) Integral optical density of ROS staining. *, P<0.05. Ox, 
hyperoxia; DAPI, 4',6-diamidino-2-phenylindole; EdU, 5-Ethynyl-2'-deoxyuridine; FITC, fluorescein isothiocyanate; ROS, reactive oxygen 
species; MLE-12, mouse lung epithelial; MMP, mitochondrial membrane potential; FSC, forward scatter; SSC, side scatter. 

105

104

103

102

105

104

103

102

105

104

103

102

ROS stainingFlow cytometry

ROS staining

Merged

Merged

Aggregate

EdU

Monomer

DAPI

C
tr

l
O

x

Ctrl

Ctrl

Ctrl

Ctrl

Ox

Ox

Ox

Ox

GPPGE 
PGPPG + Ox

GPPGE 
PGPPG + Ox

Ctrl

CtrlCtrl

Ox

OxOx

GPPGE 
PGPPG + Ox

GPPGE 
PGPPG + Ox

GPPGE 
PGPPG + Ox

GPPGE 
PGPPG + Ox

GPPGE 
PGPPG + Ox

G
P

P
G

E
 

P
G

P
P

G
 +

 O
x

Annexin-FITC→

P
I→

102    103   104    105

102    103   104    105

102    103   104    105

In
te

gr
al

 o
pt

ic
al

 d
en

si
ty

 o
f E

dU
A

gg
re

ga
te

/m
on

om
er

 fl
uo

re
sc

en
ce

 r
at

io

In
te

gr
al

 o
pt

ic
al

 d
en

si
ty

 o
f R

O
S

%
 o

f a
po

pt
ot

ic
 c

el
ls

200

150

100

50

0

15

10

5

0

8

6

4

2

0

30

20

10

0

EdU staining

JC-1 staining

*
*

*
*

*
*

*
*

A

C

E F G H

B

D



Li et al. A novel peptide improves lung development54

© Translational Pediatrics. All rights reserved.   Transl Pediatr 2023;12(1):46-55 | https://dx.doi.org/10.21037/tp-22-681

Conversely, the peptide GPPGEPGPPG reversed this 
phenomenon and promoted the proliferation of MLE-12 
cells. The JC-1 kit also examined changes in MMP/ΔΨm 
and assessed the effect of the GPPGEPGPPG peptide and 
hyperoxia on apoptosis in MLE-12 cells. It was evident that 
the red fluorescence was weaker in the hyperoxia group, 
while the green fluorescence was stronger, indicating that 
MMP/ΔΨm was decreased in early apoptosis. However, 
the green fluorescence was weaker in the hyperoxia + 
GPPGEPGPPG group compared to the hyperoxia group. 
These findings indicated that GPPGEPGPPG interfered 
with the effect of hyperoxia on apoptosis in MLE-12 cells. 
Furthermore, we observed that GPPGEPGPPG attenuated 
the hyperoxia-induced impairment of MLE-12 cell viability. 
In addition, GPPGEPGPPG and hyperoxia were associated 
with the accumulation of ROS in MLE-12 cells. There is no 
report that the peptide COL5A2 can be applied in clinical. 
The above results suggest that the peptide COL5A2 
contained the GPPGEPGPPG sequence is involved in 
BPD-related cell genesis and development, and it could be 
a potential target for the clinical treatment of BPD.

Conclusions

In conclusion, we have revealed that the composition of 
AF varies between gestational periods from a peptidomic 
perspective, and these differential peptides are expected 
to provide new therapeutic tools for the prevention and 
treatment of BPD. In vitro investigations exploring the lung 
development of preterm infants may improve the survival of 
preterm infants and reduce long-term complications. 
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