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miR - 1254 regulates migration, invasion, and vascular formation of liver cancer by

targeting PAX5
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Hepatobiliary Center, the First Affiliated Hospital of Nanjing Medical University, Key Laboratory of Liver
Transplantation , Chinese Academy of Medical Sciences , Nanjing 210029, China

[ Abstract | Objective: This study explores the effects and mechanisms of miR-1254 on liver cancer cells. Methods: @RT-qPCR
was used to detect the expression of miR-1254 in liver cancer and adjacent tissues or cell lines. @ HUVEC tube -formation assays and
transwell assays were used to demonstrate effects of miR-1254 on migration, invasion and vascular formation of liver cancer cells. 3
Target Scan was used to predict the target gene of miR-1254. RT-qPCR and western blot were used to measure the expression of the
target gene. Dual luciferase reporter assay was used to confirm the target gene. Results: DmiR-1254 was up-regulated in liver cancer
tissues and cell lines. (2) miR-1254 promoted migration , invasion and vascular formation of liver cancer cells. @ The paired box gene 5
(PAX5)was down-regulated in liver cancer tissues and miR-1254 negatively regulated the expression of PAX5 , which was confirmed to
be the direct target of miR-1254. @ Over-expressing PAXS could reverse the promotive effects on HCC cells caused by the over-
expresssion of miR-1254. Conclusion: miR-1254 promoted migration, invasion and vascular formation of liver cancer cells through
targeting PAXS. So miR-1254 might have the value of target therapy in liver cancer.
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Technologies 7> w] , 3¢ E) FIHTA= % (100 UmL 55 %
G A1 100 mg/mLAEFE 2 ) () DMEM 5 373 (Life Tech-
nologies 23 ) , [H) hf 55
122 fmhgsk
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Bulge-Loop™ miRNA qRT-PCR Starter Kit J57] &5 ()
PN BT AE ) 28\ 3 5 5k T PAXS 5 B-actin 1Y
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T Y J5 I A0 B 0 S B AR 2R e ) o AT AT AR S
B I, 2x 10 A 55 Je g g 4 A A B s,
100 L TG iE DMEM ¥ Bl 5% 7 N = rh &
10% [ i 24 75 DMEM ¥ 52 5k 1785 9% . iA1=
22 LI I K [ P A G A P e IR B3R DT R
H i NS F LS IR A 1 )2 Matrigel 5 (Corning 23
Al R, R IR PR SR 24 h s Ut/ T
AR 2 N RSR AT AL RO A0, 751 PBS 1%
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YL 30 min, DAL SEERIAMAT A 3K
1.2.5 HUVEC/HRSMRE 525

BTk, 555 YL T pre-miR-1254 miR-
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L ik miR-1254 A miR-1254 K H X Ay
JHF 98 AR o TR VB 26 ' 3R il Rk SR A e L B 24
M VS IR 48 h e, T 2L 2 ik
(Promega /A 7l , 92 [E ) 2L WK () AL . WUEE 24 5t
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i 13 RT-qPCR M 50 {71 -4 41 23 RN EE X 218 30w 241
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9 4 20 ) miR- 1254 235 B 2 1 (n=50, P <
0.01, & 1A) . ILAb, 51E % 40 & LO2 4] Lk, i
T 20 ML & P miR-1254 9 3R 38 AE 3E m (P < 0.01,
B B) . i i 18 55 2 2K pre-miR - 1254 Fl miR -
1254 -inhibitor 3 & 35 5% &A% 96 28 i 0 Y miR -
1254, f55% JHl RT-qPCR 2R B ik % Je 50k o 45 R 8
7N, 5% BT AR E, B G pre-miR - 1254 (K 1Y
Hep3B 411 il Fh miR - 1254 {1 3 35 W 2 34 (P <
0.001, & 1C) , 1 %% Y% miR - 1254 - inhibitor %% 14 1)
SMMC-7721 Z1 fitd ' miR - 1254 19 3 35 B 35 P& %
(P<0.001,K1D),

2.2 miR-1254 AT m i o9 245 A2k 5
T A%,

Transwell 325 B, 5 X% IR AR LY, 3 %38 miR-
1254 & % 358 T Hep3B 40 M (19 3T 7 M {2 72 iE )
(P<0.01,E2A) . M, 5XFBAME, AL miR-
1254 4] T SMMC-7721 40 g 19 3T 7% Fl = 28 (P <
0.01,2B) . HUVECRAMSAF LI R , 5% R4
AL, it Feik miR-1254 (1) Hep3B 40 i A 55 5% T 15
{23 T HUVEC #Y B8 1 #2 |, 10 AR miR - 1254 1
SMMC-7721 £ A ) 85 7% L35 WAl 7 HUVEC B R
Hi (P <0.01,K20),

2.3 PAXS A miR-1254 A7 % P 49 A e dF
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Figure 1 The expression of miR-1254 in liver cancer tissues, peri-tumor tissuses,and cells
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Figure 2 miR-1254 regulates the migration, invasion and vascular formation of liver cancer (x20)

getscan.org) i 1% Hi PAXS 7] BE J& miR - 1254 14 I ]
mRNA (] 3A) o WU % K il i 5 Jk R 52 56 45
FW, 55X B AT HE , i 23K miR-1254 [ K WT-
PAXS5 3'-UTR M9 GER B 2 , 11 AN /2 MUT-PAXS
3"-UTR W2 EBHEE(P < 0.01,1K3B) . I1b4h, 5
X B A L, R miR-1254 8411 7 WT-PAXS5 3/-
UTR M9 GER BE M TG I MUT-PAXS 3'-UTR
FIZOE R BHEME(P < 0.05,E3C)
2.4 miR-1254 % wiA4E PAXS A8 P o Rk
RT-qPCR {5 PAXS 7 -9 41 45 e X} ()98 5%

HIEF AP AR LO2 . AN 2B T 2 il 22 Hep3B .
MHCC97-H . HepG2 Fl SMMC-7721 4l i v} (1) ¢35 ,
S5 , PAXS 18 T 40 2RT 8 40 i bk v ity 2
IBHIF AR (P < 0.01, Bl 4A) . RT-qPCR I 525 5
Bon, 5XT LA HE , 7F Hep3B 4i g # 3 3235 miR-
1254 [ T PAXS [ mRNA 26355, 4 52 7E SMMC-
7721 4 M T ER miR-1254 J5 #h0 T PAXS 1y ik
(P<0.01,E4B), b, Western blot tHiFRH T 333
TR B miR-1254 BRI fin i 4 it PAXS 1)
A AR (P <0.01,4C),
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Figure 3 The target of miR-1254 in liver cancer
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Figure 4 miR-1254 negatively regulates the expression of PAXS in liver cancer cells
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Figure 5 Over-expressing PAXS reverses the effects of miR-1254 on HCC cells(x20)
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