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& E:[H] HHH/D RNA (miR)-96-5p il i $ ) SR AL S F 01 (FOXOT) 3 KXt F5F P4 6 96 200 i 444
B AR 22 . [ J712: ] qRT-PCR AN iE 5 21 SURIF5 PN 8 41 21 miR-96-5p Fl FOXO1 mRNA 3Rk , West-
ern blot FEAT Il FOXO1 Rk, 43T miR-96-5p & FOXO1 ik 55 A IR I PR BRI A9 G R o 5% 4% peD-
NA . pcDNA-FOXO1 . inhibitor NC.miR-96-5p inhibitor.miR-96-5p mimic.miR-96~5p + FOXO1 Z| 5 P4 I Ishi-
kawa 4l ff , 43 1€ 4 pcDNA 41 . FOXO1 41 . inhibitor NC 41 . miR—=96-5p inhibitor 21 . miR-96-5p 41 . miR-96-5p +
FOXO1 ZH , %t PR R 75 Yy . BURR 2 575 Y 1 45 2L A0 i , CCK—8 A Transwell /N2 A6 I 241 i 75 77 AR Z2HE 77, West-
ern blot K& 41 Jitd & 391 2 141 D1 (Cyclin D1) 75 1L 2 5 ADP 44 R Al (cleaved PARP) \p21 K% HE 2 14 A 35 K .
TargetScan P 3 5l miR—-96—5p 5 FOXO1 B #E [a] & 5, MW7 ' 28 i 5 Jk PR A I 240 e 28 Y R tg i 4 o Tshikawa 4
Ji1 43 9 mimic NC £ . miR-96—5p 4 . inhibitor NC 21 .miR-96-5p inhibitor £ , qRT-PCR & ] £ %% Y 2H miR-96-5p Fll
FOX0I mRNA )32k , Western blot J5K7ill FOXO1 2 133k [ 455 ] F 5 P BIE 4121 miR-96-5p 1A X 3Rk &
R H L M, AR, FOXOT mRNA FIEE FIA X 25 FIH (P<0.01) . F 8 P B miR-96-5p B &k 5
9o 53 G R DR 339 5 TEAH 5€ (P=0.034, P=0.010) , 15 47 % FllJE: 75 4 25 JC W] W AH G 1 (P=0.370, P=0.166) ; FOXO1
AR 2% 35 45 05 B A PR 233 5L A 56 (P=0.023, P=0.007 ) , S4FHE AR 75 40 22 TC W A 5P (P=0.344, P=0.144) ,
1 2R3k FOXO1 5 il miR-96-5p ik Ji5 , Ishikawa 20 i 1% 7 W 5 FAIR (P<0.05) A= 2840 i £k 2> (P<0.01) , cyclin
D1 Vimentin 75 [ 3% /K - B 5 AR , T cleaved PARP \p21 75 1334 /K-8 | THE5 (P<0.01) . 5% IR 2H Lb 4%, miR—
96-5p 2 Ishikawa 41}l 3% 77 W1 T 55 (P<0.05) {22241 M3 /il (P<0.01) , Cyclin D1 Vimentin £ 1 335 7KF- W 12 7+
1, 1M cleaved PARP \p21 2K [ 25/ B K (P<0.01) o 5 miR-96-5p 41 He#%, it #3K FOXO1 A B 38655 miR—
96-5p X Tshikawa 41§35 1 A= 22 (9 2 4 FH (P<0.05) . miR-96-5p $ [i] If- i i #4 FOXO1 23k (P<0.05) . [ 45
18] miR-96—5p A 18 12 H [f] £ 5 FOX O 14 725 P [ 9o 20 M A S8 5 RN 22
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Abstract: [ Objective] To study the effect of microRNA-96—5p (miR-96-5p) on the proliferation and invasion of en-
dometrial cancer cells by targeting forkhead box transcription factor O1 (FOXOI) genes.[Methods] The expressions of
miR-96—5p and FOXOI mRNA in normal and endometrial carcinoma tissues were detected by qRT-PCR, and FOXO1
protein expression was detected by Western blot. The relationship between miR—96-5p and FOXOT1 expression and clinico-
pathological features of endometrial carcinoma was analyzed. pcDNA, pcDNA-FOXO1, inhibitor NC, miR—96-5p inhibi-
tor, miR-96-5p mimic and miR-96-5p + FOXO1 were transfected into endometrial carcinoma Ishikawa cells, which
were recorded as pcDNA group, FOXO1 group, inhibitor NC group, miR-96-5p inhibitor group, miR-96-5p group and
miR-96—5p + FOXO1 group, respectively. Cells in stable transfection groups were taken, CCK-8 and Transwell chamber
were employed to detect cell viability and invasion, and the expression levels of cyclin D1, cleaved PARP, p21 and Vi-
mentin were measured by Western blot. TargetScan website was used to predict the targeting relationship between miR-96—
5p and FOXO1, and dual luciferase reporter gene was used to detect cell luciferase activity. Ishikawa cells were divided in-
to mimic NC group, miR-96-5p group, inhibitor NC group and miR-96—5p inhibitor group. The expressions of miR—-96—
5p and FOXO1 mRNA were detected by qRT-PCR, and the protein expression of FOXO1 was detected by Western blot.
[Results] The relative expression level of miR—96-5p in endometrial carcinoma tissues was up—regulated compared with
that in normal tissues. On the contrary, the relative expression levels of FOXOI mRNA and protein were down—-regulated
(P<0.01). The high expression of miR-96-5p was positively correlated with pathological grade and clinical stage (P=
0.034, P=0.010), but not significantly correlated with age and menopause in endometrial carcinoma patients (P=0.370, P
=0.166). The low expression of FOXO1 was negatively correlated with pathological grade and clinical stage (P=0.023, P=
0.007) , but not significantly correlated with the age and menopause in endometrial cancer patients (P=0.344, P=0.144).
After FOXO1 overexpression or inhibition of miR-96—5p expression, the viability of Ishikawa cells decreased significantly
(P <0.05), the number of invasive cells decreased (P < 0.01), the expression levels of cyclin D1 and Vimentin proteins
decreased significantly, and the expression levels of cleaved PARP and p21 proteins increased significantly (P < 0.01).
Compared with the control group, the viability of Ishikawa cells was significantly increased (P < 0.05), the number of in-
vasive cells was increased (P < 0.01), the expression levels of cyclin D1 and Vimentin were significantly increased, and
the expression levels of cleaved PARP and p21 were significantly decreased in miR-96—5p group (P < 0.01). Compared
with the miR-96-5p group, overexpression of FOXOT1 could significantly reverse the promotion of miR—96-5p on the via-
bility and invasion of Ishikawa cells (P < 0.05). miR—96—5p targeted and negatively regulated FOXO1 expression (P <
0.05).[ Conclusion] miR—=96-5p promotes the proliferation and invasion of endometrial cancer cells by targeting and nega-
tively regulating FOXO1.

Key words: endometrial cancer; miR-96—-5p; forkhead box transcription factor O1; cyclin D1; invasion
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SR 1IN RNA (microRNA , miRNA ) 2 7] DL Y
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T BRI R, 1B B K i miRNA
S VR T I T LR AR RN RS | Ak TS e e 1)
HERUR TR . AR, miR-96-5p TE45 i ™

TSR S R RN S v ol AT B o W R L 3
A0 MRS B AIERS s miR-96-5p 7515 NI rh ik
AL ATRE S AR E AN RIS AOC Y T SR S SR
5 01(forkhead box transcription factor 01,FOXO01 )E
AR CRLAE 5 PR R ) Ao e rh i P
PRI, AR SC 3 BEHRT T miR-96-5p 2 75 3 iaf e 42
FOXO1 5205 PN 598 20 M Y B B AR 22
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K5 — M IR BE BT 55 VIR AR 1) 50 4] 2 18
DA IS 9 R 55 1R HSUREAS =80 CIRAF . TH N
g 2 BE 1012, BRI AR A Al
7o ABETE AT R b B2 2 2 5 — B = B A2 2
Z 0o it e (LR 5 . HNZYYDXFSYY-2020-
029), i 2 5 & WAIEIR o
1.2 FERFIRALE

DMEM 1% 35 3 | J& 4 1L (fetal bovine serum,
FBS) (ZE[H Gibco 2N ] ) ; Lipofectamine2000 F/1 Trizol
20 (26 [ Invitrogen 23 F] ) 5 cDNA 2% 532551 65 1
SYBR Green PCR Master Mix i & ( H A TaKaRa
22 ) s CCK-8 17 \RIPA 24 22 vhify BCA 125 &
MECL &R ( FiER A RAEYVFARARAF) ;-
PLFOXO1 HT1K (ab39670) | A bt 4fl ffd 5 4 2 1 D1
(cyclin DD HiMA (ab16663) i 1k 2 5B ADP
B B A i (cleaved poly—ADP ribose polymerase,
cleaved PARP) T & (ab32064) | e #it p21 T A
(ab109520) | S BT I 8 F1 PR (ab92547) | e dii
GAPDH (ab9485) (3£ [5] Abcam 23 Hl ) 5 BUAR it L fk
WIEEHE IR (9 L DT — T (#7074, SE[H CST 2 ) ) 5
W 6 2R g R 48 (3218 Promega /A7) o 15y B
{1 25 0 ML (32 [E Beckman 2 7)) ; Varioskan LUX
iR (35 E Thermo Fisher 23 H)) ; Promotor® SR}
PN E 1 PCRAX (BUH LAY HARA R A F] )
Primo Star iLED I {55 (18 E 28 m] 2 A ) 5 Bk,
HL A (AU S — A YR AT BR 22 F]) s Tanon 3500
B R R G ( FIFERAEAT) .
13 ik
131 a3 k& miast T8 NI Ishika-
wa 2 Bt V) 5 [ B AP DR 7 O (American type cul-
ture collection, ATCC) o Ishikawa 40 JE7F & 4 100
mL/L FBS [ DMEM $5 % 5 (% 100 U/mL 75 8 3 1
100 we/mL 5% £ ) F 37 °C 1 50 mL/L CO, A i
BEFRA G IR . HA ISR 80% fl I, AR Li-
pofectamine2000 {27 P F A 754 Y4 o [ Ishikawa
41 Hfs % Y& peDNA | peDNA-FOXOL . inhibitor NC,
miR-96-5p inhibitor, mimic NC, miR-96-5p mimic
PA K Fe k% G miR—96-5p mimic Al pcDNA-FOXO1,
53 53 K peDNA 4 . FOXO1 41 . inhibitor NC 41 |
miR-96-5p inhibitor 1 .mimic NC £ .miR-96-5p 4
Il miR-96-5p+FOXO01 41, X BRI AN HEATHE YL . L
AR NI R 9 25 i B R TR A W TR
fefit,

1.3.2  qRT-PCR #M) iE 5 28 22 Fo 5 P JBE 5% 48 20
¥ miR-96-5p #= FOXO1 mRNA # & ik K H
Trizol 12X 1| 41 HUZH SUbm A K% L 20 Jf 1) S RNA L 4K
Je FA YEERE TG I RNA 463 . AR 5 5 5%
SV, 10 ng RNA FF cDNA &l W FRIT
16 °C 30 min; 42 °C 30 min, 85 °C 5 min. ¥
SYBR Green PCR Master Mix i 7] & #£17 qRT-PCR
R, BEF W 2 95 °C 2 min; 95 °C 155,
60 °C 1 min, 40 M ; LA U6 5 GAPDH X i, % H
27 2 8 miR-96-5p Ml FOXO1 1y # ik . qRT-
PCR [ W ¢ 51 W1 an F i 7R : FOXOL, 1E 1] 57—
TGGACATGCTCAGCAGACATC-3", JZ [a] 5'-TT-
GGGTCAGGCGGTTCA-3'; GAPDH, iF [i] 5'-TAT-
GATGATATCAAGAGGGTAGT-3', X [ 5'-TG-
TATCCAAACTCATTGTCATAC-3"; miR-96-5p, iF
] 5'-ACACTCCAGCTGGGTTTGGCACTAGCA-
CATTT-3', JZ [fi] 5'~CTCAACTGGTGTCGTGGA-3";
U6, 1F [1] 5'~CTCGCTTCGGCAGCACA-3', L[] 5'-
AACGCTTCACGAATTTGCGT-3'.,

1.3.3  Western blot # ] FOXO1.cyclin D1 . cleaved-
PARP.p21 #= Vimentin %& & & & ] RIPA 24f# 2%
TPV 2L AR 2L, 12 000%g B0 I W4 i e, BCA
W B TR B . BER FRLTK 20 B3 A i i AR 1 BTl
% 2 R — 51 £ (polyvinylidene fluoride, PVD)
5. 50 o/L AR 4 Wh A 5 , PVDF B 3T GAP-
DH (1:1 000) ,FOXO1 (1:1 000) . cyclin D1(1:1
000) . cleaved PARP(1:1 000) ,p21(1:1 000) £ i
LM (1:1000) ) —Hi 4 CHE R . SR HIBE
W S ALY (horseradish peroxidase , HRP) Ulinies
B LA — T (1:3000) 7E37 ‘CRALHE 2 h, F
FAAL 22 R OISR B 11 55

13.4 CCK-8::#mminiE A W4 3~518
F) Ishikawa 40 I ERD T 96 FLAL PN , 55 Y 5 4% 4H i 2
Ri % 24 .48 .72 h, B FL N A 10 pL. CCK-8 i 7 ,
37 “CHEFE 2 h 5l R AR {AE 450 nm A IEOG RS
1.3.5 Transwell ) &40 4w 4z 200 B4 L
2 19 5 Matrigel (100 we/em®) fL#% , SR J5 37 “CiF
B A EE . 7594 )5 Tshikawa 40 I8 552 T JC 1M
TR R, IR LA 3x10° 40 /AL % B A R B2
Transwell = 1, T ZE A 500 wL 7 100 mL/L FBS
1 DMEM 35 F2 5AE k2= 50 . IR E 24 h )5, bR
FRAZZEMILNN , FH 5 o/ L 1945 i 48 %= 28 1 40 i
SIS N o BT & A
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1.3.6 MR ZEHRELBHBIELLE  Targetscan (1=23.850, P<0.001;¢=33.99, P<0.001; ¥ 1) , % 41

3 L 43 AfF FOXO1 3'UTR _E miR-96-5p 45 &
{85 o ¥ FOXO1 wt 3 FOXO1 mut it 47 43 51 5
mimic NC &§ miR-96-5p mimic i Lipo-
fectamine2000 i 7 H 5% L 28 Ishikawa 40 il . 35 57
48 h & , 1% MR UL A5 R4 00 200 LA P 0 2k

REHEPE
14 SitZ4hE
K H Graphpad 6.0 K #E 47 84l S v #1430y o

SR FIR N T IE AR 2 (aes) SR AR R 22
AT , 1 — 25 R HL AR LSD R 56 PS4
AR OCHRRR B 40T, Se R R e, FRT AR
miR-96-5p ko FOXO1 ik 5 75 P BEE Ifi IR
I BLRRAIE 1) C R R 8L b B Cramer's V., P<0.05 k2%

SAEG R

2 X
2.1 miR-96-5p #1 FOXO1 EF E N IREH A

PR ERIE
qRT-PCR il Western blot 5 ll 45 5 . 7, #4541
FOXOI mRNA FlE I RIA K22 7 A i it X

miR-96-5p KKKV 2= 57 A Ge it & L (1=12.550,
P<0.001) . 5IEH® A2, 75 N IR 41 41
FOXOI mRNA FfI2E FH 355 W3 T4, miR-96-5p
Feik B FE LM (P<0.001),
2.2 miR-96-5p #1 FOXO1 Xz 5F = N EE Ik
RIRIBHFERI X R

T AR AT miR-96-5p = %A S
3 G RN IR 3 1 52 TE A0 56 (Crameér's V =0.367, P=
0.034;¢$=0.362, P=0.010) , Bl i & miR-96-5p ik
Fh e, 9 BL53 G RN PR 43 30 4 08K &7 T 55 45 48 F
JE A 46 22 0 I A 56 1 (P=0.370, P=0.166) ; T
AR 8 T FOXO LR34 5 9 B4 ORI R 43
] 5L A5 (Cramer's V =0.389, P=0.023; $=0.384,
P=0.007) , B fifi# FOXO1 FRik [ A , I L4 2% A e
PR 93 1 A5 0 5, 5 A 08 AR 5 4 22 T B A A G
(P=0.344,P=0.144;% 1),
2.3 FOXO1 it Fi& Xt F & M FE % Ishikawa 2 A1
FREZNZMm

Western blot 3% 56 45 5 I 7 , £ 4H FOXO1 &£ H
FTEKF R A G % E L (F=123.400, P<
0.001) . 5XFHE4] b4, peDNA 41 FOXO1 2 H 5%

#1 miR-96-5p F1FOXO01 RKix 5 F 5 N IEE G RBIEIFIER X R
Table 1 Relationship between miR-96—5p and FOXO1 expression and clinicopathological features

of endometrial carcinoma

el Znis miR=96-3p ¥ P Foxol X P
High Low High Low
Agelyears 0.802 0.370 0.897 0.344
<45(n=17) 10 7 8 9
>45(n=33) 15 18 11 22
Whether menopause 1.919 0.166 2.131 0.144
Pre—menopausal (n=28) 15 13 12 16
Post—-menopausal (n=22) 16 6 14 8
Pathological grade 6.77 0.034 7.527 0.023
G,(n=9) 5 4 4 5
G,(n=14) 8 6 5 9
G,(n=27) 24 3 2 25
Clinical stage 6.551 0.010 7.390 0.007
[+1 (n=17) 6 11 12 5
Il (n=33) 24 9 10 23

The expression of miR—96-5p and pathological grade Cramér's V=0.367; The expression of miR—96—5p and clinical stage ¢$=0.362; The ex-
pression of FOXO1 and pathological grade Cramér's V=0.389; The expression of FOXO1 and clinical stage ¢=0.384.
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A: FOXO1 mRNA expression in tissues was detected by qRT-PCR; B: Expression of miR-96-5p in tissues was detected by qRT-PCR; C: Western

blot analysis of FOXO1 protein expression in tissues; N: Normal; T: tumor. " P<0.001 compared with normal tissue.

E1 FOXO 1EHAETEHNRBHLARHRIE

Fig. 1 Expression of FOXO 1 protein in endometrial carcinoma

N TG B L (P>0.05) , FOXO1 4 Ishi-
kawa 4fl ffl 1 FOXO1 & 111 3% ik & B o [ 4 (P<
0.01; K 2A) ., CCK-845 5 WIR , £ 4L WG B (H 78
MRS FHYHEHA S E X (F=17.890, P<
0.001) . 4nE 2B fr7s, 5 peDNA 4 [, FOXO1
20 48 h F1 72 h Y A AELIE 7 3 W I AR (P<0.05) -
Transwell SE 55 45 K R W, 2 4R 2 MM E 2= S+ B
H B3t 2 5 X (1=8.546, P=0.001) . Western blot
SRR 2HP A EARILKE ESHEAST

=4 (cyclin D1: ¢=7.298, P=0.002; cleaved
PARP: 1=5.637, P=0.005; p21: 1=5.040, P=0.007;
Vimentin : 1=8.328, P=0.001) . 5 pcDNA £ #{ It ,
FOXO1 41 1= 7% 4 i % B W W 8 2> (P<0.01; &
2C), Cyclin D1 FIIE 4 1 B9 K3k K7 B B B AR

=
3
=
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Control pcDNA FOXO1

o
o

FOXOLl i s s
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pcDNA  FOXO1

Control pcDNA FOXO1

cleaved PARP Fl p21 i [ ik /K F- Bl i 7t 5 (P<
0.01;%2D).
2.4 HP#I miR-96-5p F ik Xt F B P BEE Ishika -
wa fifETFEFNE ER I

qRT-PCR 45 5 i 7, 45 41 miR—96-5p ik 7K
V25 A G F E X (F=137.600, P<0.001) ., 5%}
HAZH L%, inhibitor NC 2H Ishikawa 2 g H' miR-96—
Sp Rk mA TG 1T 2 H (P>0.05) ,miR-96-5p
inhibitor 21 " miR-96-5p ik & W . 4 (P<0.05;
KI3A). CCK-8 45 N , 45 AW B AR 7 Al Ak 22
5 ¥ HEA R L (F=10.320, P=0.003) . 40
[ 3B Ff 7% , 55 inhibitor NC 2H %% , miR-96-5p in-
hibitor £H Ishikawa 41 it 48 h F11 72 h (1) 41 it 1% 71 W i
U855 (P<0.05) . Transwell 28045 R 2 41278

12 pcDNA
0.9 = Foxol
P
¥ 0.6
g /2./
0.3
A 0.0l— T + B
24 48 72
t/h
pcDNA  FOXOl1
Cyclin D1 e s 0.8 pcDNA
[ == FOXO1
cleaved PARP e s  © 06 3 %
P21 s s © 04 5
g 0.2 .
c Vimentin S—_—__sw—— S
2 00
GAPDH " S " Cyclin D1 cleaved PARP p21  Vimentin

A: Western blot detection of FOXO1 protein levels in each group; B: CCK-8 detection of changes in cell viability in each group; C: Changes in the

number of cells invaded in each group (Transwell, X400); D: Western blot detection of the protein expression levels of Cyclin D1, cleaved PARP, p21

and Vimentin. " P<0.01compared with the control group;  P<0.05, ¥ P<0.01 compared with the pcDNA group.
B2 Western blot #&ll Ishikawa £ fl FOXO1 & AR IEHER
Fig.2 Expression of FOXO1 protein of Ishikawa cell detected by Western blot
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Ui g2z S A it 22 L (1=12.480, P=0.002) .
Western blot 5 5 B 7R~ , 2 2 P& R H R IK K227
HA 83t 2% & L (cyclin D1:1=22.860, P=0.001;
cleaved PARP::=15.760, P=0.003; p21::=12.280, P=
0.002; Vimentin: t=18.070, P=0.001) . 5 inhibitor

o,

v

o 15 12
S

=3

g

S 1.0 0.8
g g

2 1 g

A a

= 054 o

]

2

=00 T r A 0.0
E Control  inhibitor NC miR-96-5p inhibitor

inhibitor

NC 41 H#5 , miR-96-5p inhibitor 2H {2 22 41 i 5 W
W/ (P<0.01, 8 3C) , eyelin D1 FIEIE & M B F ik
TK B B REAIC, cleaved PARP il p21 £ 4 1A K F
W1 5 (P<0.01;13D) .

inhibitorNC
miR-96-5p inhibitor

inhibitor NC miR-96-5p

24 48 7
t'h

inhibitorNC miR-96-5p inhibitor

Cyclin D1 S_—_—

T 10 = inhibitorNC
= 3) . .

cleaved PARP W S— = g-z 5 miR-96-5p inhibitor
o
g0

P21 —— = 04
2 02 3)
imentin MERRETR S— = 0.0l D
@ Vamentin >4 Cyclin cleaved p21 Vimentin

DI PARP

GAPDH WS S

A: The expression level of miR-96-5p in each group was detected by qRT-PCR; B: The change of cell viability in each group was detected by

CCK-8 method; C: The change in the number of cells invaded in each group (Transwell, X400); D: Western blot was used to detect the expression levels

of Cyclin D1, cleaved PARP, p21 and Vimentin; " P<0.05 compared with the control group; > P<0.05, ¥ P<0.01 compared with the inhibitor NC group.
3 #P%I miR-96—5p 3% 3% ¥t Ishikawa 20 il iE S FE R 841

Fig. 3 Effects of inhibition of miR—96—5p expression on Ishikawa cell viability and invasion

2.5 miR-96-5p #[q f1if#E FOXO1 K kix

Targetscan il 45 3 i 7k, FOXO1 3"UTR #43
J¥51 5 miR-96-5p B AMIL XS (K] 4A) o 26 il
LN SR 45 B R S ER 2 R A G X
(F=47.000, P<0.001) . 4N &l 4B it 75 , 5 mimic—
NC+FOXO1 wt 4 5, % 4% FOXO1 mut 14 41 Jifl ¢
S G PE TG 2 AE 1k, miR-96-5p+FOXO01 wt £
2 5% O 2% il M B i B AIR (P<0.01) . qRT-PCR
Fl Western blot £ Il 25 5 2 7 , 45 41 FOXO1 mRNA
FEE (A FRBKF 2 54 4248 L (F=236.000, P<
0.001; F=148.70, P<0.001) , £ 2 miR-96-5p ik 7K
2 A G X (F=241.600, P<0.001) . N[
4C-E f 75 , 5 mimic NC 4 H % , miR-96-5p 41
miR-96-5p FiE I 2 i, FOXO1 mRNA F1&E 135
KB R (P<0.01) ; 5 inhibitor NC 41 H%¢ , miR—
96-5p inhibitor £ miR-96-5p % i5 B & F I (P<
0.05) , FOXO1 mRNA F1 8 1 & ik B & L (P
<0.01).

2.6 miR-96-5p #B @i FOXO1 1& i# Ishikawa
HMRHiE IR E

CCK-8 Z5 R /R , & WG AF MR 25 53 1
¥ BA Gt # 5 X (F=8.126,P<0.001) . 5%} B0
8, miR-96-5p 24 Ishikawa 4 fifd 7% 7 BH . 7+ &
5 miR-96-5p £H I %% , miR-96-5p+FOXO01 ZH 41 ifl
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A: FOXO1 3'UTR contains a nucleotide sequence complementary to miR-=96-5p; B. Dual-luciferase reporter assay; C: qRT-PCR detection of the
expression level of miR—96-5p in each group; D: qRT— PCR detection of FOXOI mRNA expression in each group; E: Western blot detection of FOXO1
protein expression in each group. " P<0.05, ? P<0.01 compared with the mimic NC group; ¥ P<0.05, ¥ P<0.01 compared with the inhibitor NC group.
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A: CCK-8 detection of cell viability in each group; B: Transwell detection of cell invasion ability (x400); C: Statistics of the number of invasive
cells in each group; D: Western blot was used to detect the expression of Cyclin D1, cleaved PARP, p21 and Vimentin. Y p<0.05, ? P<0.01 compared
with the control group; * P<0.05,¥ P<0.01 compared with the miR-96-5p group.
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Fig. 5 Effects of miR-96-5p on Ishikawa cell viability and invasion by regulating FOXO1 expression
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