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control group (P<0.01). Consistently, the EAU assay demonstrated a lower proportion of EdU-positive cells in the
RUNX3 knockdown group than in the negative control group (P<0.01). Immunofluorescence double staining re-
vealed decreased fluorescence intensities of COL1A1 and FAP in the RUNX3 knockdown group relative to the nega-
tive control. Under RUNX3 overexpression conditions, these fluorescence signals exhibited a partial rebound (P<

0.01). Conclusion
positively regulating FAP expression. Targeting the RUNX3/FAP axis may represent a potential therapeutic strat-

RUNX3 in TGF-B1-induced PFs may promote cell proliferation and collagen synthesis by

egy for pulmonary fibrosis.

Key words RUNX3; primary pulmonary fibroblasts; fibroblast activation protein; proliferation; pulmonary fibro-
sis
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Fig. 1 The EC,, and IC, of isoacteoside

A Cell viability curve of isoacteoside and its inhibition curve against RSV (n=3); B: Inhibition of RSV-A-GFP replication by different concentra-

tions of isoacteoside, scale bar: 100 pm.
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Fig.2 The effects of isoacteoside on the replication
of RSV in HEp-2 cells (n=3)
A: The effects of isoacteoside on the mRNA levels of RSV F and M
in RSV-infected HEp-2 cell; B: The effects of isoacteoside on RSV
yield; a: Control group; b: Isoacteoside group; =~ P<0.001 vs Control

group.
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Fig.3 The effects of isoacteoside on the number of inclusion bodies essential for RSV replication

A': The effects of isoacteoside on the formation of inclusion body, scale bar: 10 pm; B: Statistical analysis of the effects of isoacteoside on inclu-

sion body formation, n=6, ““P<0. 001 vs Control group.
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Fig. 4 The therapeutic effect of isoacteoside on RSV-infected mice

A: HE staining of lung tissues of mice in different treatment groups, scale bar: 100 um; B: Relative levels of RSV F mRNA, RSV M mRNA, /L4

mRNA, and /L-6 mRNA in the lung tissues of mice in different treatment groups, n=6; “P<0.01,
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Effect of isoacteoside on the replication of respiratory syncytial virus
Liu Wei, Sun Zhiyang, Cao Xinwang
(Dept of Cell Biology, School of Life Sciences, Anhui Medical University , Hefei 230032)

Abstract Objective To investigate the effect of isoacteoside on the replication process of respiratory syncytial vi-
rus (RSV) and its underlying mechanism. Methods RSV-infected HEp-2 cells (control group) were treated with
isoacteoside (isoacteoside-treated group). Real-time quantitative PCR (qPCR) was used to analyze the mRNA ex-
pression levels of the RSV fusion protein (F) gene and matrix protein (M) gene in both groups. Viral titers were
determined by plaque assay to assess the inhibitory effect of isoacteoside on viral replication. The number of RSV
inclusion bodies formed was determined using cell transfection and laser confocal imaging to evaluate the role of iso-
acteoside in the formation of inclusion bodies required for RSV replication. 18 seven-week-old female BALB/c
mice were randomly divided into three groups: uninfected control group (n=6), RSV-infected group (n=6) , and
RSV-infected group treated with isoacteoside (n=6). 5 days after infection, the mice were euthanized and lung tis-
sues were collected for pathological analysis to assess the therapeutic effects of isoacteoside on RSV -induced lung
tissue injury. Results Compared to the control group, the isoacteoside-treated group exhibited the reduced mRNA
levels of the RSV F gene (1=17. 13, P<0.001) and M gene (1=18.22, P<0.001), as well as a decrease in viral ti-
ter (+=15.32, P<0.001). The number of inclusion bodies was also significantly reduced (¢1=16. 12, P<0.001).
In the RSV-infected mouse experiment, compared to the RSV-infected group, the isoacteoside-treated group
showed a decrease in the levels of inflammatory cytokines IL-4 (1=14.76, P<0.01) and IL-6 (:=21.13, P<
0.001) in lung tissues, as well as decreased mRNA levels of the viral load-associated genes F (+=19.52, P<
0.001) and M (t=18.76, P<0.001) in lung tissues. Pathological damage to lung tissue caused by RSV infection
was alleviated. Conclusion lsoacteoside inhibits RSV replication by interfering with the formation of RSV inclu-
sion bodies and alleviates lung tissue injury induced by RSV infection in mice.

Key words isoacteoside; respiratory syncytial virus; inclusion bodies; F protein; M protein; inflammatory cyto-
kines
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