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inhibitor 4, WL FURFE Y miR-449a mimic 5¥ inhibitor id FiK B UTER miR-449a, 7€ 5 mg/L LEF W& TR 48 he 41l
Wit CCK-8 ¥k . FhbETE A S 40 A it = AR AN 25 2L AU ARG ) . UAEISFE e Sy A TR . (S Ze DG il o ST AL
A3l % 14 (o smooth muscle actin, a-SMA) i i 2 1 I(collagen I, col 1) . 43 5ll{#i Ff qPCR Fll Western blot #:l] miRNA F1%E 4
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J1 B EART X IR (P<0.05) . LEF+mimic ZH (% 40 i3 7 A4 34 45 B8 7 8 31K T LEF 411 LEF-+inhibitor 2 Y40 1 2
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[Abstract] Objective To investigate the mechanism of leflunomide (LEF) in regulating pulmonary fibrosis by regulating
microRNA (miR)-449a. Methods Human lung fibroblasts MRC-5 were divided into 6 groups: control group, LEF group,
LEF+mimic group, mimic group, LEF+inhibitor group and inhibitor group. MiR-449a was overexpressed or silenced by plasmid
transfection with miR-449a mimic or inhibitor and ncubate for 48 h at 5 mg / L LEF. The cell viability, cell proliferation ability and
apoptotic rate of each group were measured by CCK-8 method, clone formation experiment and flow cytometry. Immunofluorescent
staining was used to detect o smooth muscle actin (a-SMA) and collagen I (col I). The levels of miRNA and protein were detected
using qPCR and Western blot, respectively. Results The miR-449a level in the mimic group was significantly higher than that in
the control group (P<0.05). The level of miR-449a in LEF group and inhibitor group was significantly lower than that in control
group (P<0.05). The expression level of miR-449a in LEF+mimic group was significantly higher than that in LEF group, and the
level of miR-449a in LEF+inhibitor group was significantly lower than that in LEF group (P<0.05). The cell viability and cell
proliferation ability of the LEF group and inhibitor group were significantly higher than those of the control group (P<0.05). The
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cell viability and cell proliferation ability of the mimic group were significantly lower than those of the control group (P<0.05). The
cell viability and cell proliferation ability of the LEF+mimic group were significantly lower than those of the LEF group, while the
cell viability of the LEF+inhibitor group was significantly higher than that of the LEF group (P£<0.05). The apoptosis rate of LEF
group and inhibitor group was lower than that of control group (P<0.05). The apoptosis rate of mimic group was significantly higher
than that of control group (P<0.05). The apoptosis rate of LEF+mimic group was significantly higher than that of LEF group, while
the apoptosis rate of LEF+inhibitor group was significantly lower than that of LEF group (P<0.05). The fluorescence intensity of a-
SMA and Col I proteins in LEF group and inhibitor group were significantly higher than those in control group (P<0.05). The
relative fluorescence intensity of mimic group was lower than that of control group (P<0.05). The relative fluorescence intensities of
a-SMA and Col I proteins in LEF+mimic group were significantly lower than those in LEF group, while the relative fluorescence
intensities of a-SMA and Col I protein in LEF+inhibitor group were significantly higher than those in LEF group (P<0.05). The
levels of p-JNK / JNK in LEF group and inhibitor group were higher than those in control group (P<0.05). The p-JNK / JNK level
in the mimic group was significantly lower than that in the control group (P<0.05). The level of p-JNK / JNK in LEF+mimic group
was significantly lower than that in LEF group, while the level of p-JNK / JNK in LEF+inhibitor group was significantly higher than
that in LEF group (P<0.05). Conclusion LEF may activate the JNK pathway by inhibiting the expression of miR-449a in lung
fibroblasts, thereby inducing fibroblast activation and proliferation, inhibiting apoptosis, and causing pulmonary fibrosis.
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Z, i 24T 33081 miR-449a K- 514750 4N
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ACTGGT.
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