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IncRNA CASC11#E 5] miR-498% & 2 2 iy

E. AT ERAMERERNFN

RER* AT EFE KEH
(IR 35 = N IR IR BE, AL &L, T3 252600)

WE 2R KA SRR ARNA(INCRNA)JE & 5 B A4E £ 4 11(CASCL) B & (GC) a8
. BT, TR RGBS TAE . RINEREFAF 2B a8 % (GES-) A=A GCa e %
(MKN-45. KATOIII. MKN742HGC-27), 5% bt 5% & & i 4 I A-Bahk KU (RT-qPCR)M ) 4 e,
CASC11. miR-498(microRNA-498)4=LIN28B mRNA #) & A L. HMKN7T 28 i A 5 BB (NCAL).
si-NCZE. si-CASC114E. si-CASCll1+anti-NC2E. si-CASC11+anti-miR-498%H, 1% A Lipofectamine
30004 423X 7 4% si-CASC11. si-NC. miR-498 inhibitor. inhibitor-NC# 32| . 4445 RT-
qPCRA& M| 48 i CASC11. miR-498. LIN28B mRNA#) & A H L, Western blot#0) s i, LIN28B
6 69 R EAM DL, CCK-87R A M) 4m o3 78 75 M4, A X 20 IR KA ) 4m e, 8 =, Transwell 52 346 4m il 1T
. AFEA . R K FE BEFRNA LTI (RIP) 52 30363 ECASC1 1 A72miR-49849 40 Z % A . BALB/
AR RAS AL FZIAR M ST ER CASCIIEAR A 69375845 A . 4R 27, CASC114= LIN28B £ GC 4 it
i R 3A, miR-498 72 GC 4 it ¥ IR & A (P<0.05). SHAKCASCI1+T 2 % EifmiR-498 % ik, #74|LIN2SB
#9mRNAFe & & kA, 3H|GCLafR e 3gsh . T4 A2 2, -5 GC Lt = (P<0.05); AR FI04E 5,
BRAKCASCI1T #7414k M AR RASHLE 69 £ K (P<0.05). T #BmiR-498, *T 3% nLIN28B & ik /K-, . 73
CASCIILERA GC Lm0 T 2 4 54T A Fodk I #SARIE 2 K 49 37 HI4E B (P<0.05). MR & B A= RIP
SEEE 52 miR-498 % CASC11 89 #E¥etr. ZAARAFE, CASCIITT 4838 i AL 4 miR-49849 /4 47 AL
HLIN28BER A, A GCLanfidgsa. B, EHfI25.
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Influences of IncRNA CASC11 on Proliferation, Apoptosis, Migration
and Invasion of Gastric Cancer Cells by Targeting miR-498

ZHAO Weibo*, KONG Lingjia, YUE Zongzhu, ZHU Yusen
(Department of Gastroenterology, the Second People’s Hospital of Liaocheng, Liaocheng 252600, China)

Abstract This paper discusses the effect of IncRNA (long non-coding RNA) CASCI11 (cancer susceptibil-
ity candidate 11) on the proliferation, apoptosis, migration and invasion of GC (gastric cancer) cells and the molec-
ular mechanism. Normal human gastric mucosal cell lines (GES-1) and human GC cell lines (MKN-45, KATOIII,
MKN?7 and HGC-27) were cultured in vitro. The expressions of CASCI11, miR-498 (microRNA-498) and LIN28B
mRNA in the cells were detected by RT-qPCR (real-time quantitative reverse transcription polymerase chain reac-
tion). MKN7 cells were divided into control group (NC group), si-NC group, si-CASC11 group, si-CASC11+anti-
NC group, and si-CASC11+anti-miR-498 group. si-CASC11, si-NC, miR-498 inhibitor, and inhibitor-NC were
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transfected into cells using Lipofectamine 3000 transfection reagent. After transfection, RT-qPCR were used to de-
tect the expressions of CASC11, miR-498 and LIN28B mRNA in cells. Western blot was used to detect the protein
expressions of LIN28B in cells. Cell proliferation activity was detected by CCK-8 assay. Apoptosis was detected by
flow cytometry. Transwell assay was used to detect cell migration and invasion abilities. Dual-luciferase and RIP
(RNA immunoprecipitation) experiments were used to verify the relationship between CASC11 and miR-498. The
effect of CASC11 silence on the growth of MKN?7 cells in vivo was detected in BALB/c nude mouse transplanta-
tion experiment. The results show that, CASC11 and LIN28B were overexpressed in GC cells, and miR-498 was
underexpressed in GC cells (P<0.05). Knockdown of CASC11 could significantly up-regulate miR-498, inhibiting
the mRNA and protein expression of LIN28B, inhibiting the proliferation, migration and invasion of GC cells, and
inducing GC cell apoptosis (P<0.05); in vivo experiments confirmed that knockdown of CASC11 could inhibit the
growth of transplanted tumors in nude mice (P<0.05). Down-regulating the expression of miR-498 could reduce the
inhibitory effect of CASCI1 silence on proliferation, migration and invasion of GC cells and the growth of trans-
planted tumors in vivo by increasing the expression of LIN28B (P<0.05). Dual-luciferase and RIP experiments con-
firmed that miR-498 was a potential target of CASC11. The study concluded that, CASC11 might promote LIN28B

expression by acting as a sponge for miR-498, thereby affecting the proliferation, apoptosis, migration and invasion

of GC cells.
Keywords

liferation; apoptosis; migration; invasion

B J& (gastric cancer, GC)&iH b &40 H W 1%
PERR, AR SEAE AR SR T I B R 2 — 1, R4
oS YR IT MR VA T 25 GCH 4T 10 IS GCYA
JTHUSE T R, (B RZHGCEF@FEIIRITA
PR FRT R A A B 2 Wi o, BB I TR S AR AR B AT AN
HARE, PR, RN T GCR BRI 2: FHL T g
BT RBEAE R W a7 .

K5 JE 9w 5 RNA(long non-coding RNA, In-
cRNA) A A —FlAEPAR B4, % GC R 2 Al
W A EE S P JEE 5 B LY 11 (cancer
susceptibility candidate 11, CASC11){EA—FHIncRNA,
FEAS TR i R0k, AT AT IR A FE L
1B, CASCI17E GCHL LU & b Rk, Hid
RIB WL GCA MR 28 1L R2 , H CASCIIHI &
RIESHRMMEERE. BB REHK, M
MR CASC11 ] # GCAH ML MG 58, fE ki B g T,
XK B CASCI A 1E Ny GCHY E 22 Wi K FIvG I #E
Mo BRI, & F CASCIIAE GCHEH B S AR 2D
FLAE AR AN B

CASCIATVE AN IEMAZ TimiRNA (microRNA)
PRI AT RE, AR R RIA . E RS
BVEEEHE B CASC 178 AE BE AR EAT T R BN,
miR-498(microRNA-498)5 CASC11 Z Al {7 1E 45 &

gastric cancer; long non-coding RNA cancer susceptibility candidate 11; microRNA-498; pro-

7 4. miR-498 LI IE/E GCH L Mgl R h 2
IKRIE, f£GCHEMBEMHEMN, 5EE TS
U LIN28B & 1 A7 R IR — A~ 55 e 5 A Ok e
FHOGIHT A, L 53 SR IA m (i ik e R 2B R e
LIN28BY miR-498 1) R iF &K, miR-498 (1)t ik ]
NI LIN28B, #liii] GCAM 958 . 1R 51228 .
BT UL EWEAL, 3 CASC 11 AT e i g 4 4k
miR-498 & ¥ L BU@ M, FE0T LR TT TR .

1 ST

1.1 #&
1.1.1 #mje 1B N B &40 & GES-1(5i 5N

EC-H285)F1 A\ GC4i il 2 MKN-45( 1% 5 A CL-0292)-
KATOIII($7 5 A CL-0372). MKN7(#5 N CL-0574)
MTHGC-27(4% 54 CL-0107)1 [ B % 2848 dv k)
AR AT . GES-1F1 MKNT4MIESH 10%064
IMIL7% (fetal bovine serum, FBS). 100 U/mL7 %7 2 I
100 mg/mL% 2% & ) RPMI-16407 15 77 , KATOIII4H
JHIFE 5 10% FBS+1%7 %5 2 /55 % 2 I IMDM H1 15 7%,
MKN-45HTHGC-2741 I £ %4 10% FBS. 100 U/mL
H % # A100 mg/mL#EFE R I DMEMH, 5537 °C.
5% COL 56 N 5%

1.1.2 2R A 5ME B0 CASC11 /N F
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THRNA(siRNA) si-CASC11. miR-498 mimic.
miR-498 inhibitor J2 H B P4 XF HE (si-NC. miR-NC.
inhibitor-NC) W [ ]~ I 88 1 A= ¥R R A A
CCK-8 4 gk 76 (B 5 CA1210). MREKER
V(Annexin-V)- 581 FHR % 6 2 (fluorescein isothio-
cyanate, FITC)/flllft A WE (propidium iodide, PT)4H ffJ
PTG MR (525 CA1020) H Ll 3R AW
RHEABRA A AR —HILIN28B( 17 5ab262859). -
WzhE H (B-actin) LA (£ 5 ab5694) I H F[E Abcam
2] G R BN E A& (P25 E1910) 5 3£ [H
Promega’A 7] ; Magna RIPiAF & (T8 5 17-700)E H
= [E Millipore /A7) . ABI Prism® 75002 SEH ¢ 6 8
U S5 TR A iR 2V (real-time quantitative reverse
transcription polymerase chain reaction, RT-qPCR){X
5 5 35 & Applied Biosystems/A 7] ; FACS Caliburiit
A AAX I H £ [E BDA &) ; Nikon Eclipse Ti-Sf8] &
LA B H ANikon A 7] .

1.2 7%

1.2.1 RT-qPCRA& M 2@ /i CASC11. miR-498%=
LIN28B mRNA#) £ X K-F il 5 H Trizolif7
MAIHE H FEEUE RNA, f# F PrimeScript™ RT Reagent
Kith\EL RNAH 3845 cDNA, LA CASC11RI LIN28B
mRNAFRIEIKN, 45 RAPARHEN NGAPDHZ K . Ny T
6 A miR-498 138 1% , 1 TagMan MicroRNA Reverse
Transcription KitiF{T10%e 5%, JR# 45 bRtk y Uedk
1% . RT-qPCRAIZHR e £E 18 it ABI Prism® 75002 RT-
qPCRAHAT o AHEH 2722070058 H B BE DR AR X
Ko BIIFPAI WAL

122 @mfedk EMKNTAIMLA2x 1034 ALK %
BRPE6FLIR 1 IFTE3T °Cy 5% COZM P TR
FEJC ML 15 77 25 F 8 H Lipofectamine 3000%% 44171
#4 si-CASC11. si-NC. miR-498 inhibitor. inhibitor-
NCH QB4 b . S8 7008 XFHRZH (NCAL, Tofs

Yy, si-NCAL (3 Y si-CASC 11 BA 1%} si-NC). si-
CASCI114H (564 si-CASCI11). si-CASC11+anti-NCZH
(si-CASC11H1 miR-498 inhibitorH 4: % I inhibitor-NC
JLEL YL MKNTSHM). si-CASC11+anti-miR-4984H (si-
CASC11H1miR-498 inhibitor L4 4« ZEMKN741H). %
JeJ56 him AU I N S8 R 7R 2k, 4R4l5 7748 he IX
XA, RT-qPCREI ISR+ CASCI1. miR-498
HILIN28B mRNAFIZEIL K, fill 2 BR7]1.2.1.

1.2.3 Western blot#&i] 2a i, F LIN28B & & & ik 1 L
{5 FH RIPAZL AR M35 T (A M R 32 B i, 28 )5
M S A BRI R S AR B R .
SDS-PAGE#®E/R LK 7> BS S 2 M EE R, A KE
F i A% B PVDFE o A8 IBAR W (5%)7E37 °C
NEFAEL he FILIN28B(1:1 000)F1B-actin(1:1 000)
—PiE4 CC TR IEHAT LRI E , SR5H 5 HRP
BIEI) —Pi(1:5 000) = IEFFF2 ho BERALER G
AR5, Imagel BN E £ 1 4645 K BEAE, @
it 5 N 2 (B-actin) A FEAE LL, TH5H )8 E RIFXT
RiLHE,

1.2.4 CCK-8kAmtmfesgsati  FHMKN741E
X1/ BN96FLIR H HAE3T °CHAF FEE TR
B guoa, 48F172 hfg, ¥ CCK-8iF (10 nL/FL)En
FI96FLIR T, FFS54/E37 °C R E 2 he WH G,
A58 FH ARSI B > FLAE I K 450 nmAb RO B
(D)fE

125 AX@eAenmpeA g ER1220077
A E VAN, PBSYES G AN E & T 1x 455
SRR . ARG, NS 10N F) £E3T7 °C BRI
S uL Annexin-V-FITCHI5 pL PIG£215 min. 8
Tob 7 QA A I 40 O T . RN R T 4
A M A FRIR -+ EGR ) N T

1.2.6 Transwell EIoA ) m it /. 12248 7

%1 RT-qPCR3|4575
Table 1 RT-qPCR primer sequences

H K 1L 514(5'—3") SR 55" —3")

Gene Forward primer (5'—3") Reverse primer (5'—3")

CASCI11 GCT GCA GAA GGT CCG AAG AA TTC ACC ACG TCC AGT TGC TT
LIN28B AGC AAA GGT GGT GGA GAA GA TCT CGG TTT ATC ATG GAG ATG
GAPDH GGA AAG CTG TGG CGT GAT AAG GTG GAA GAATGG GAGTT
miR-498 GGT TTG AAG CCA GGC GGT TTC CAG TGC AGG GTC CGA GGT AT

U6 CTC GCT TCG GCA GCA CA

AAC GCT TCA CGAATT TGC GT
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Transwel 38 5256, UNEEHL Y4 il 558 T L ME
Rrardkrh, FELLIX10°4N /FL A 25 2 3274 2] Transwell/)y
(8 um) FZEH, 200 pL/AL. FEIA600 uL7510%
FBSHIH; 7R3k . BAMMAE3T7 °CFHGF 24 he )5,
FAMRZE LB 3R AR, F 4% 2 R 2 T
JE4H, = [ 30 min, H7E ST T 1 %45 i 5 4
.30 min. 7E{HE BRGNS0 A . g0
MR 2B 256, 6 B 1 2L 5 158 Vs N B TranswellZ) =
=, JRPE37 °CF R A30 mine e 1) 40 i LA
1X10°AN /LI 3 B e pp B =, R = IIAN600 pL5E
LR FER ., H AP R E Transwel if #5256, F {3 &
TR N THEUR ZR A . REFLBEHLIE SR A
B, IR R B, BUT A

12,7 MEAFHRELARME  fliH StarBase
v2.0% 4 £ (https://starbase.sysu.edu.cn/index.php) i
M CASC11 41 miR-4981) 45 547 55 . GenePharmaft
RIFER T BAHAR (WT)FZRAER (MUT) miR-
498AH HAE AL [ CASC11F B, ¥ CASCI1WT
B MUT B AL 5 i 5 98 ' Z g ) pmirGLO%K
AR DARY EE WT-CASC11 A1 MUT-CASC 113 5 i hi .
s MKN740HE (1x10°A /L) B TE 24F LR H 8577 2
80%F A, FKH 4> A miR-NCZL AT miR-498 mimic
41, f# FHl Lipofectamine 3000 WT-CASC11. MUT-
CASC11%) %5 miR-NC. miR-498 mimicHt 4% 4¢
MKN72HM. % f548 hit B AL 38 ¥ 40 g, {5 FH XL
6 FE I R B 5 R 1 . Al R
IR Bl 7 0 B AT bR AL

1.2.8 RNA%J& L (RNA immunoprecipitation,
RIP)MZ  f#i ] Magna RIPiR 7 & #E4T RIPII & .
FARTPZSR PRI SE R AR AN . X5, 44l
RS 5 A HEER B RIPE I — S 7E 4 °C RN E
24 h, ZHLER O 5 NPT Ago2 i s A g B X 1 )
IEH/NR1gGE & . Wfa, BHTRERIREE, SR 50
B RPEUTTE RNA. e, #E(T RT-qPCRX} 3% it
VE P RNABATHEE. aifb F50 47, LLPEAT CASCI1
FImiR-498 1) & N o

129 HWASHMWAR  4~6/T R HETE BALB/CHE R
(R N21 g~25 )i F Slacs I s FRA 7] (h
B3, A2 7= VR aTIES N SCXK(97)2022-0004, 354
B A KA S N 1107252011001145. AHF 7T 25135,
5 = N R B sh Wi B 23 51 2 fie e (L S5 TA-
CUC-202201003). #1573 Hsi-NCHL, si-CASC11

. si-CASCl1+anti-NCZ Ml si-CASC11+anti-
miR-4984H, TS5 H o 44258 # Ysi-CASC11. miR-
498 inhibitor Az H B 14X} #E (si-NC+  inhibitor-NC)f#]
MEKN740 M 57 i3 5 2R AR (21040 ). B
PEAG— R IR KN, AR LR A S B s 4R
V=0.5xLxS", VAMEEI . LKRE. ShER. 4
JA &, SR I 2 PR

12,10 S8 LRL7A 3 (THC)E A AF I M Ki-6769 &k
L MRS 4%%2 B R R E G e
i, JEUI A pim BV . SRS KIS, K
J550.3% H,0,—#27E 37 °C R A 30 min LATH Bk 5
P E AT . ] 0.1% Triton X-1004LFE 30 min
FEH 5% L2 IS TE 37 °C R &1 30 minf5 , 5 Ki-
67(1:200)yifA—iEfE4 °)C I AR, AREH I 5=
Pu(1: 200)7E =i 9% 5 30 min. DABZ 5% & 5 minj5,
DI AR E Y30 s. ), 1 AEE R, -
Image-Pro Plus 6.05 - 114tKi-67H L4/ .

1.2.11 St rEERELGE)FR, it
2 M7 4% F GraphPad Prism 8.04%1F. £ 4[] FL# R
FH BRI 28 5 22 40 W, 4L TA) 9 79 L AR Y SNK - A 56
PAP<0.05 7% A Gt it 7 = o

2 H#HR
2.1 AGCHHRfIZ " CASCI11, miR-498F1LIN28B
mRNAZKF L5

5 GES-14fg Mtk , N GCHH il ;R (MKN-45.
KATOIIl. MKN7f1HGC-27)4 CASC11. LIN28B
mRNA K- 3% T+, miR-498 mRNA /K- {2 2 [%
i (P<0.05); Hrft, MKN741 g CASC11. LIN28B
mRNAKF-BH & 5 T HAB AN & , miR-498 mRNAZK
PR RAR T H AL R, IR PEMKN740 01T J5
BRSUIG(3R2).
2.2 RLAMKN7AEFCASCIT. miR498FILIN2SB
IKFELER

ENCZAEL, si-NCZHCASC11. miR-498. LIN28B
mRNAFILIN28BH 7KV 2 3 L 4u i 245 X (P>0.05),
si-CASC1141 CASC11. LIN28B mRNAFILIN28B#E [
KPR FEIK, miR-4987KF- 835 T 1 (P<0.05); 15 si-
CASC11ZHAHEL, si-CASC11+anti-NCZH _FikiEbrEis %
SIS X (P>0.05), si-CASC11+anti-miR-4984H.
LIN28B mRNAFILIN28B# [ /K- & 2% TH i1, miR-498
K525 B AR (P<0.05 ) L AI#3).
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2.3 FLEAMKN7RRIETEEM L

Hye48. 72 hitf, SNCALAIEL, si-NCZHLZ0 it
FEIE M 22 S0 it 54 L (P>0.05), si-CASC114H4f
b 184 5 3 3 AR (P<0.05); 5si-CASC1141Af L,
si-CASC11+anti-NCZH 40 ffd 38 58 i 14 7 7 L Gi it 2
B X (P>0.05), si-CASC11+anti-miR-498 ZH £ Jil 1% 5
T R 5 TR (P<0.05) (K 4).
2.4 FEMKN7MARUATRELE

E5NCHMEL, si-NCAHYN R T-F 27 L5t
2w X (P>0.05), si-CASC112H 408 13 2 & T
11 (P<0.05); 5 si-CASCI14LAH L, si-CASC11+anti-
NCA I TR 2 R LG it 23 XL (P>0.05), si-

CASCIl1+anti-miR-498 4141 iy i 1= % & 2 £ 1K

(P<0.05)(E2F1%5).

2.5 FLEMKN7THRTFE . (REFRESLLE
ENCHMLL, si-NCHITH . 2RI REEZE

FEG R X (P>0.05), si-CASCIALTR .. 12281

Y1 i B I 5 BRI (P<0.05); 5 si-CASC11ZLAHEL, si-

CASCl11+anti-NCHITH . ZZEMAIMEEZ R TR

25 X (P>0.05), si-CASC11+anti-miR-49841iT# .

12 281 A0 i 0 25 15 I (P<0.05)(KI3 116)

2.6 miR-4982GCLAfE+H CASCI1 K EIZEFR
StarBase Z i E Fidl &7~ , miR-4984, %

CASCIEE & 75 (K 4). W ERERSE R ER,

#*2 A EIGCHAHFCASCI1. miR-498F1LIN28B mRNAZKFELLE
Table 2 Comparison of CASC11, miR-498 and LIN28B mRNA levels in different GC cells

i)

Cell CASCI11 mRNA miR-498 mRNA LIN28B mRNA
ells
GES-1 1.00£0.09 1.01£0.12 0.98+0.10
MKN-7 4.71+0.52* 0.23+0.04* 3.65+0.41%*
MKN-45 2.62+0.34*" 0.44+0.05*" 2.30+0.27*"
KATOIII 1.59+0.27** 0.75+0.08*" 1.49+0.23%"
HGC-27 2.18+0.29*" 0.62+0.07*" 1.81£0.25%"
n=6; *P<0.05, 5GES- 141 futH Lt; *P<0.05, 5MKN-741 A L .
n=6; *P<0.05 compared with GES-1 cells; “P<0.05 compared with MKN-7 cells.
w .,
\Xrb& \X(b&\
N N
N o O
KOS NS
< oo O X
< > v v
~ <& < ~ N

LIN2SE " S s o— — 7 | ).

proctn S - 0:

Bl BEMKN7ZAHLIN28BE B 3RIA
Fig.1 LIN28B protein expression in MKN?7 cells in each group

3 BLAMKN7AMFCASCI, miR-498, LIN28B mRNAFILIN28BZEE H7K FEELEE
Table 3 Comparison of CASC11, miR-498, LIN28B mRNA and LIN28B protein levels in MKN?7 cells in each group

205 LIN28BiE

Al CASCI1 miR-498 LIN28B mRNA &1
Group LIN28B protein
NC 1.02:£0.09 0.99+0.10 1.000.12 0.54+0.07
si-NC 1.01£0.10 1.03+0.14 1.04+0.11 0.57+0.06
si-CASC11 0.36+0.06** 3.25+0.35% 0.41+0.06** 0.23+0.04**
si-CASC11+anti-NC 0.35+0.05** 3.30+0.37** 0.38+0.05** 0.21+0.03**
si-CASC11+anti-miR-498 0.39+0.06** 1.29+40.18%* 0.75+0.09%#<A 0.42+0.06%<4

n=6; *P<0.05, SNCIAALL; *P<0.05, 5si-NCALAHLL; “P<0.05, 5si-CASCIZLAALL; *P<0.05, 5si-CASC11+anti-NCZLAALL .
n=6; *P<0.05 compared with NC group; “P<0.05 compared with si-NC group; “P<0.05 compared with si-CASC11 group; “P<0.05 compared with si-

CASCl1+anti-NC group.
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Table 4 Comparison of MKN7 cell proliferation activity in each group
415 IR TE D
Group Cell proliferation activity Daso
24 h 48 h 72 h
NC 0.24+0.04 0.53+0.05 0.76+0.07
si-NC 0.26+0.05 0.57+0.06 0.794+0.09
si-CASCI11 0.20+0.03 0.3240.05*" 0.44+0.05*"
si-CASCI11+anti-NC 0.21+0.03 0.35+0.04** 0.46+0.06**
si-CASC11+anti-miR-498 0.23+0.04 0.47+0.05% 0.68+0.07%

n=6; *P<0.05, SNCALHLL; “P<0.05, S5si-NCALHLL; “P<0.05, 5si-CASCI1ZHA LL; “P<0.05, 5si-CASC11+anti-NCZLAH LL .

n=6; *P<0.05 compared with NC group; “P<0.05 compared with si-NC group; “P<0.05 compared with si-CASC11 group; “P<0.05 compared with si-

CASCl1+anti-NC group.

si-NC

10 10" 10% 10°

Annexin V FITC

10*

si-CASCl11+anti-NC

Annexin V FITC

Fig.2

si-CASCI11

10! 10° 10°
Annexin V FITC

10 10°

si-CASC11+anti-miR-498

10!
Annexin V FITC

E2 SHEMKN7RETKFE
MKNT7 cell apoptosis level in each group

10? 10 10

5 HEMKNTHABAT K FELER

100100 10°
Annexin V FITC

Table S Comparison of MKN7 cell apoptosis levels in each group

4L YR T %1%
Group Cell apoptosis rate /%
NC 7.41+0.86

si-NC 7.35+0.82
si-CASCI11 18.56+2.07**

si-CASCl11+anti-NC
si-CASCl11+anti-miR-498

19.12+2.23%%
10.08+1.61%4

n=6; *P<0.05, SNCAHALL; "P<0.05, Hsi-NCAHAH LL; “P<0.05, Hsi-CASCI1AAHLL; *P<0.05, Ljsi-CASC11+anti-

NCAHA L.

n=6; *P<0.05 compared with NC group; “P<0.05 compared with si-NC group; “P<0.05 compared with si-CASC11
group; “P<0.05 compared with si-CASC11+anti-NC group.
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si-NC

e

Migration [

Invasion

2 iy 2
st Lint,

.". s

B3 &RLEMKN7AET

y

B REREN

Fig.3 Migration and invasion abilities of MKN?7 cells in each group

6 FBEAMKN7HMIER . REMIEHELLER
Table 6 Comparison of the number of MKN?7 cells migration and invasion in each group

Hil TR AR (AL 2R AN R (AL

Group Number of migration cells (number/visual field) Number of invasion cells (number/visual field)
NC 136.25£18.60 109.02+13.47

si-NC 141.34+20.12 115.69+16.82

si-CASCI11 49.70+6.58*" 36.74+5.20%"

si-CASC11+anti-NC
si-CASC11+anti-miR-498

45.91+7.03*"
101.52+15.86%«

32.38+5.16*"
84.10+12.79%#A

n=6; *P<0.05, SNCAIHLL; *P<0.05, 5si-NCALAHLL; “P<0.05, Hsi-CASCIIAIAHLL; *P<0.05, 5si-CASC11+anti-NCAIAH L .
n=6; *P<0.05 compared with NC group; “P<0.05 compared with si-NC group; “P<0.05 compared with si-CASC11 group; “P<0.05 compared with si-

CASCl1+anti-NC group.

WT-CASCI1 5'ugcagagcagauggGGCUUGAAg 3’

miR-498 3’ cuuuuugegggggaCCGAACUUu 5’

MUT-CASCI11 5" ugcagagcagauggCGAUCGGAg 3’

LR IRRAL LR

Red represents mutation site.

El4 CASC115miR-498H 45 &L s T
Fig.4 Prediction of binding sites of CASC11 and miR-498

R WEAREIREERNEENER A REEM

Table 7 Determination of luciferase activity by double luciferase reporter gene assay

DGR B

e . ,
Luciferase activity
Group
WT-CASC11 MUT-CASC11

miR-NC 1.01£0.12 1.03+0.10
miR-498 mimic 0.34+0.05 1.01+0.11
t 12.624 0.330
P 0.000 0.749

n=6.

5 miR-NCH L, # % miR-498 mimic il & 3% FRAK &
WT-CASC TR A ML) 5¢ Ve 2 BEH 1 (P<0.05), X
T MUT-CASC1 15 AL 40 il 1) 2 6 28 I8l 9 14 T B 2
S2IE(P>0.05)(7); RIPRLIN S5 R 2R, H51gGHiiaAH

kb, CASC11MImiR-498 A # Ago2 i 14 & (£ 8).
2.7 FUECASCI1EIT T miR-498/LIN28B 7E
IRRINEIGCHIFE £ &

Esi-NCZLMEL, si-CASC112H g A4 ARRT b8 Ji
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%8 RIPHFECASCI1FImiR-4985Ag02E AL S
Table 8 RIP determination of CASC11 and miR-498 binding with Ago2 protein

itk RIN=E S
: bod Antibody enrichment
ntibo
Y CASC11 miR-498
1gG 1.00+0.12 1.03+0.11
Ago2 5.16+0.55 12.74+1.02
t 18.101 27.959
P 0.000 0.000
n=6.
A
( ) si-NC
si-CASC11
si-CASC1 1+anti-NC
si-CASC1 1+anti-miR-498
(B) si-NC si-CASCI1
IR E F RN N SR K A T
:'fg !“.,-% ) ‘\\\;"f_‘!\"ﬁ‘ .?p“:;‘;‘ ‘;{O‘ tgj;"_’f,":;
2L S WA A Ayl g g o
PO RECo S SR R e
gt e e TN e Sy e
S SRR SRS T R B O B EN
DSOSl N A DT i s e a abe "ﬁ'§
s e R Y M R 2 ey 08 o
Waag Hop e W SRE IS L PN 2T
> -\‘::.J’l TPl S "5; ¢ "o"mf ""e < ) N
e > Lo N s : S S PR A Wi o
SRR BTG St W SR

si-CASCl11+anti-NC

si-CASC11+anti-miR-498

s 5 T agar s - ST AT A ST o TV
ST AT, e IR RS
4ty 2 V™ . T H I B e Tl SN s "
. A % NP Syt o° " o
Eng NP S PR
> - S8 )
5 N

A: 98K/ B: Ki-67BAPEZR L (IHC).
A: tumor size; B: Ki-67 positive expression (IHC).

E5 BURCASCUFRRBEEE KRN
Fig.5 Effect of knocking down CASC11 on the growth of transplanted tumor in nude mice

1 DL R 2H 23 R Ki-67 A PR B35 BEIK (P<0.05);
5 si-CASC114HAHEL, si-CASC11+anti-NCZH Jif 57 44

R T K -6 74008 22 S G123 U(P>0.05),
si-CASC11+anti-miR-498 41 i J& (AR L i 8 Joi =
Ki-67 P 31 2. 2 19 IN(P<0.05)(KI5F1329) .

3 Wig
BEAEWT 75 £ B, IncRNAE GC KR JEZVIH %,

Y% IncRNATE GCLZ sl 3 i 2 R RIE, 35 GC
(R R BEARFIE A 0%, nIVE N GCRIAIZIT . kRl
U Wi 7 T AR & ©. CASCLIAL T AR Getn
14 8q24.21, & GCP, Bt ' S E ", 7l
1 Mg MR RE 1) — AP EIUE IncRNA . A 7R
o T CASCII{EGCH [FIEAENEH, FFHIESECASCl1iE
ik #5454k miR-498#E [f] LIN28B 23 S 1 15 GC 41 iy
B, T ERARZE.
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R ARCASCITRRBIEREE KRR
Table 9 Effect of knocking down CASC11 on the growth of transplanted tumor in nude mice

W P e Ki-67 FH P4 /%

ZH 5 Tumor volume /mm’ iR J5 /g f_ - °
. Ki-67 positive
Group 1 24 38 4 Tumor weight /g
cells /%
1 week 2 week 3 week 4 week

si-NC 95.42+14.60 130.16£17.34 247.29+30.15 329.35£36.07 1.39+0.18 40.52+6.13
si-CASCI11 90.38+13.14 125.59+14.26 161.78+21.34% 214.83+27.45* 0.51+0.07* 17.86+3.09"
si-CASCI11+anti-NC 88.75+10.53 124.80+16.31 149.05+23.18* 205.62+29.32* 0.48+0.06" 16.45+2.81"
si-CASCl1+anti- 93.06+12.47 127.45+18.02 208.56+27.45%4 287.134+32.64% 1.05+0.13%4 32.1244.15%

miR-498

n=5;P<0.05, 5jsi-NCZAHAML; “P<0.05, Hsi-CASCI1AHALL; *P<0.05, Lsi-CASC11+anti-NCZAHAHLL
n=5; *P<0.05 compared with si-NC group; “P<0.05 compared with si-CASC11 group; “P<0.05 compared with si-CASC11+anti-NC group.

CVAAESE, CASCIIZEGCAH A i, H iR
CASCI11 ]t GCryidt g B9, SAT, CASC117EGC
E R Dy RENLHI M AR e AT . 5 BRI —
#H, AFFRILCASCITEGCA L 7 B d RIA .
DIRemt 542, CASCHI K AT | GCAH M s 4, #
B P RS AR AR TR B B0 UE T Rk CASC 1141 T GC
AR N A K. hAh, CASCILI R IEHFIH T GC
YRR 51228, (it T 4ifaiE .

IncRNA ] L7824 miRNA [ 457, 38 i 30 1
miRNAXT H A5 % 55 A 1 32 K 52 miRNA I 2
Re 1, Rk, AHE AT T AEWE B A o A AT
M CASCI11 E ) miRNAZE &7 55, F1F B miR-498
s& CASCI1 /e bR . JemiHIBFFLR B, CASC11
I ] miR-498 8 1 /N g i A AR 1Y it
Ah, CASCI1E T #3458 miR-498 L i3 fist Jii I3 24 Jfa 1) 444
FA IR AR A UG, AR, R R A B AR
18 CASC11 1 miR-4982 8] (1) #H EAF X+ GCit JE 11
S, LIRS miR-4987F GCALZHf H R 1K /K- %
i, 5EFHEA RIS, M miR-498 it F ik i
T GCHBEREY . A5k, CASCI1HImiR-4987F
GCH RIS A R, BRI R BRI RIP/ AR
A miR-498 1] DL B $2 5 GCHI L ICASC1145 4 itk
A, TEGCHH I R CASC11 1] LA himiR-498 1) %
ik, HF 1A miR-498 AT FH I CASC11 R g 1)
e . X segk BRE, CASC11 AT LAE N miR-
49811 AR KA HAEGCA ML (1 Th RE

I mRNA 3'-UTR45 & I miRNA A DL i %
SR ALEHN SIS )R I . EIE B miR-498 8 it
#I W) LIN28BMIFE GCit Je R ¥ EHZ/E . LIN28B
CUIE SEAE GCA L i #ik, I HLIN28B L 5 il

JEAS RAIRE R R A U8, DR, ASHIT 7T B S E
GCH miR-498/LIN28BHI I AU LhfE . 5 2 |
T8, AT EE BT GOl R ' miR-498 3K ik
= LM LIN28BR A =G N, FF HEdIKCASC11 _E
miR-4983 1% & [ [R] i AT LIN28 BRI AKF, 11 T
miR-498 AJ #4 JNLIN28BZR X &, BHWTCASCI1%GC
YHfIETE. W, EREAR E IR .

g LRTiR, CASCI1LiE IS 78 2 miR-498 (1) 47
ARt LIN28BF 1A, MM 20 GCAMLIE AR . T
ERAZZE. AW HE KGER T CASC11/miR-498/
LIN28BH#li7E GCH AT T RE, 9 GCE R [T AEML
HE FE PR T UL, FERUKIESE T CASCL R REAE A
GCR JEIIEAEVRIT #E 55 . 4R 1T, CASC11AImiR-498
X GCEH TG s A ik — D 7. Ak, 7R
K] R AT #E — 28 1A 78 LA 5 CASC11/miR-
498/LIN28BAH /& 75 7F GCXH AL I 7 357l i 0 14 e 4
A
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