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Construction of recombinant adenoviral vector overexpressing PTG
Wang Chenxi Deng Xia Zhao Zhicong Cai Zhensheng Zhang Panpan Li Lian
Li Haoxiang Zhao Li Wang Dong Yang Ling Yuan Guoyue
( Dept of Endocrinology The Affiliated Hospital of Jiangsu University Zhenjiang 212001)

Abstract Objective To construct and identify an overexpression recombinant adenovirus vector carrying the
mouse PTG gene ( NM_016854) and to lay a foundation for in-depth study of the function of PTG. Methods The
coding sequence of the mouse PTG gene was chemically synthesized amplified by polymerase chain reaction
( PCR) digested with restriction enzymes and inserted into the GV314 vector ( CMV-MCS3FLAG-SV40-EGFP)
to obtain the recombinant shuttle plasmid pGV314-PTG. BamHI /Agel double enzyme digestion was further carried
out and the product was transferred into linearized expression vector pDC315 to construct recombinant adenovirus
Ad-PTG  which was transfected into HEK293T cells and packaged into recombinant virus particles. After repeated
amplification of several generations of HEK293T cells the recombinant adenovirus was purified and titer detected.
Finally PCR  Western blot and sequencing were used to verify the recombinant adenovirus. Results After PCR
Western blot and sequencing the results showed that the pGV314-CMV-MCS3FLAG-SV40-EGFP-PTG overexpres—
sion adenovirus vector ( Ad-PTG) was successfully constructed and the virus titer measured by end—point dilution
method was 4 x 10" PFU/ml Western blot and RT-qPCR showed that the protein and mRNA expression levels of
PTG increased significantly. Conclusion The recombinant adenovirus vector carrying mouse PTG gene is success—
fully constructed and the expression of PTG gene in hepatocytes is effectively up regulated.
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Effect of miR-203a-3p overexpression on pulmonary fibrosis after

LPS—-induced acute lung injury in rats and its mechanism
Ren Yipin' Zhou Hourong® Li Yaqi' Huang Jia'

('Dept of Emergency Medicine >Dept of General Practice

Guizhou Provincial People’s Hospital Guiyang 550002 )

Abstract Objective To investigate the effects of miR203a3p overexpression on pulmonary fibrosis after acute

The rat model of

pulmonary fibrosis after acute lung injury was established by multiple low-dose injections of LPS. The successfully

lung injury induced by lipopolysaccharide( LPS) in rats and its possible mechanism. Methods

modeled rats were randomly divided into model group agomir-negative control group ( agomir-NC group) and miR-
203a-3p agomir group ( agomir group) and another control group was set with 15 rats in each group. One day be—
fore modeling and one week after modeling miR203a-3p agomir was injected by caudal vein for intervention. Two
weeks after modeling the wet/dry specific gravity ( W/D) and hydroxyprolinic acid ( Hyp) content of lung tissue
were determined. The pathological changes and the degree of pulmonary fibrosis of lung tissue were observed by HE
staining and Masson staining. The levels of interleukind @ (IL4B) interleukin-6 ( IL-6) and tumor necrosis fac—
tor-a ( TNF-a) in broncholveolr lavage fluid ( BALF) were determined by ELISA. The expression levels of miR-
203a-3p and follicle-statin like 1 ( Fstll) mRNA in the lung tissues of rats were detected by qRT-PCR. The protein
expression level of Fstll in lung tissue of rats was detected by Western blot. The targeting relationship between
Compared with control group

the degree of lung injury and pulmonary fibrosis in model group were relatively serious the W/D value and Hyp

the levels of IL4B IL-6 and TNF-« in BALF increased ( P <0. 05)

while the mRNA and protein expression levels

miR203a3p and Fstll was detected by dual luciferase reporting system. Results

content of lung tissue increased ( P <0. 05)
the expression of miR203a-3p in lung tissue decreased ( P <0. 05)
of Fstll increased ( P <0.05) . Compared with model group the degree of lung injury and pulmonary fibrosis were
the levels of IL—

the expression of miR203a-3p in lung tissue increased ( P

improved in agomir group the W/D value and Hyp content of lung tissue decreased ( P <0. 05)
1B IL-6 and TNF-a in BALF decreased ( P <0. 05)
<0.05)
gene assay confirmed that Fstll was the target gene of miR203A-3p. Conclusion Overexpression of miR-203a-3p

while the mRNA and protein expression levels of Fstll decreased ( P <0.05) . The luciferase reporter
improves pulmonary fibrosis after LPS-induced acute lung injury and the mechanism may be related to the targeted
down-regulation of Fstll expression.
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