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Inhibitory effects of layilin siRNA expression regulated by Epo/e9 enhancer activated
through hypoxia/radiation on invasion behavior of human lung carcinoma cell A549 induced by
hyaluronan in vitro
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Background and purpose: Layilin is a novel and special hyaluronan (HA) receptor that closely linked with lung cancer invasion and
metastasis. The objective of this study is to investigate the effect of hypoxia/ radiation dual-sensitive enhancer (Epo/e9) regulating
small interfering RNA (siRNA) for layilin expression on invasion of human lung adenocarcinoma A549 cells induced by HA in vitro.

Methods: RNA interference plasmid including Epo/e9 enhancer and U6 promoter and expressing siRNA targeting layilin (Epo/e9-silay plasmid)
or expressing siRNA not matching any known human coding mRNA (Epo/e9-siCtrl plasmid) was designed, constructed, and lipotransfected into
A549 cells line. A549Ep0/e9*siLay cells expressing suppressed layilin or A549Ep0/e9*siCtrl cells expressing uninfluenced layilin were selected
by neomycin resistance. In A549 . .. o o A549Ep0/99*SiLay and A549Ep0/e9*siCtrl groups, layilin mRNA and protein expression were detected by
reverse transcription—polymerase chain reaction (RT-PCR) and Western blot, and the invasion ability was examined by Transwell model with or
without administration of hypoxia/radiation. Results: Compared with that in A549 | ransfected 8TOUD, layilin mRNA and protein expression,
and the number of penetrating cells (NPC) were decreased significantly in A549Ep0/69*5i1ﬁy group (P0.01), but there were no significant
changes in A549Epo/e9*siCtrl group (P>0.05). Administration of hypoxia/radiation reinforced the above effects of siRNA targeting layilin.
Conclusion: Epo/e9 enhancer regulating siRNA for layilin expression can inhibit efficiently the invasive ability of human lung carcinoma
cell line A549 induced by HA in vitro with hypoxia/radiation administration.
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