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[ Abstract ] Background and objective To explore the function and the potential molecular mechanism of miR-218
in lung cancer cell. Methods The expression of miR-218 mRNA was determined by real-time PCR in lung cancer tissues, ad-
jacent tissues and lung cancer cells. Transwell assay was used to detect the migration and invasion of A549 cell after transfected
with Anti-miR-218 or negative control and HC4006 cell after transfected with miR-218 mimics and miR-218 negative control.
Targetscan and MiRanda were used to calculate the potential targets of miR-218 and Luciferase reporter assay was performed
to identify that the Robol was one target genes of miR-218. Transwell assay was used to detect whether miR-218 regulated the
invasion of lung cancer cell transfected with anti-miR-218 or negative control via Robol. Results The expression of miR-218
in the lung cancer tissues was significantly lower than that in the adjacent tissues (P<0.05). Inhibition of miR-218 improved
the migration and invasion of A549 cell. Overexpression of miR-218 suppressed the migration and invasion of HCC4006 cell.
The co-transfection of anti-miR-218 or miR-218 mimics and the Robol 3'UTR increased or reduced the luciferase activity
of Robol compared with the control group (P<0.05). Inhibition of miR-218 and Robol recovered the invaded cells of AS49.
Overexpression of miR-218 and inhibition of Robo1 reduced the number of the invased cells of HCC4006. These results sug-
gested that miR-218 banded Robol directly and inhibited lung cancer cell invasion by targeting Robol. Conclusion MiR-218
inhibited the migration and invasion of lung cancer cells through regulating Robol expression.
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Fig 1 Expression of miRNA-218 in tissues and cells. A: qPCR analysis of miR-218 expression in lung cancer tissues and adjacent tissues; B: qPCR

analysis of miR-218 expression in lung cancer cell lines.
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Fig 2 MiR-218 affect the migration and invasion of lung cancer cells. A: qPCR analysis of miRNA-218 expression in A549 cell after transfected with

Anti-miR-218; B: Transwell assay analysis of A549 cell after transfected with Anti-miR-218 (20X); C: Statistical analysis the migrated and invaded

A549 cells after transfected with Anti-miR-218; D: qPCR analysis of miRNA-218 expression in HCC4006 cell after transfected with miR-218 mimics;

E: Transwell assay analysis of HCC4006 cell after transfected with miR-218 mimics (20X); F: Statistical analysis the migrated and invaded HCC4006
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miR2 IS EZ RN Lp Canfigls . kS ) KI5 E
B 7R KRR bRt miR-2 18 E A% R 1
H@Wfﬁiﬂﬁﬁﬁiﬁﬁ%uﬂt EFE MR BRI, A

Y 1L qPCRIUEF] T miR-2187E ififi £ 5 41 21 Hp 2 IR FR 1A
(. TR R B NS Z R P miR-21835 N
IRk, FFMENmiR-2 18 5 e 2 R FE T . e
dr, AR miR-2 18 F A I 2 TR A A

[ 3 MiR-218%E £ FEAIFAM R I IE, A: miR-218 5Robo1#I3'UTRESREE; B: F#miR-218/5, RobolAIMRNAZLIELR; C: FH#miR-218/F, RobolEH
BIFRIAT(L; D: qPCRIEMFEHCCA006 4 IR E25EmiR-218 mimics/g, RobolAIMRNAZE; E: ZEHCC4006 4 Al 455 miR-218 mimics/m, RobolMIEAR

i%; F G WL REHENIMIR-218%FRobo 14 R iE 1EA

2, EPF: F#miR-218; G: id%iEmiR-218.

Fig 3 Predicting and verifying the target genes of miR-218. A: Schematic diagram for binding of miR-218 in 3" UTR of Robo1; B: qPCR analysis

of Robo1 expression after Anti-miR-218 transfection; C: The protein level of Robo1 after Anti-miR-218 transfection; D: qPCR analysis of Robo1

expression in HCC4006 cell after transfected with miR-218 mimics; E: The protein level of Robol in HCC4006 cell after transfected with miR-218

mimics; F, G: Luciferase reporter assay analysis of the transcription activity of Robo1 in cells transfected with Anti-miR-218 (F) or over-expressed
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AT R 2R . ASFSEAEmiR-218 155 235 (1 AS49 2 it Hh 41 i)
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5 R IR R R R R0 FRATT R 9 52
B 7RRobol AmiR-218§EJLH 22 — | PR (T T4 miR-218-
Robo 13 i 1] BEt1 2 5 45 il i) (2 22 P 6 7% . FRAT 138
b F I miR-2 18 I 4 Ik B T-HEAS 49 24t i 1 miR-218
fIFeik, WEMH T Robol ik, ARGHIL AN R
il 75 2 R 52 56 0 — 25 B0 I miR-2 18 BE A 5 5 Robo 111
BESETE R, 1 Gk SL B AR 8 A I AS 49 Robo 1/
miR-218 T HEIE P 22— HImiR-21841)1 il 5 AlRobo 1 /1)
SIRNA[R] I YL A, R B T miR-2 183 55 41 Jfl {2 5%
MIRE T, HE—UEB T miR-2183# i 1l fil Robo 1 {1 &3k A
TR R A M AR 28 T Re . EFLIRIE . R

B 4 MiR-218i&idif#=Robol1 # Mt MR R ZE/E /1. Al Anti-miR-2187Si-Robol R ETRRAR, AS49MARIEZEENRITIZE (20X) ; B: BEMMEMSIT
ZR,; C: $%%miR-218 mimics#Si-Robol1 R E 3T HEZH R, HCCA0064AZ 7 AE SIHIEIEE (20X) ; D: HCCA4006 4012 22 AE N St it LR A4,
Fig 4 MiR-218 can influence the invasion ability of lung cancer cells by regulating Robo1 expression. A: Comparing the invasion ability of A549 cell

transfect with Anti-miR-218 or Si-Robo1 to their control (20X); B: Statistical analysis of invaded cells in A549; C: Comparing the invasion ability of
HCC4006 cell transfect with Anti-miR-218 or Si-Robo1 to their control (20X); D: Statistical analysis of invaded cells in HCC4006.
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