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BE BE HIKEIESTS RNA ( IncRNAs) IncRNA KCTDI13-DT 76 H JE 8598 (0SCC) H BIA/E FHHLE K 5% 5K T c-Myc
FVETEMI EAEH N OSCC B RALH IR LS &2, Ak H qRT-PCR &l OSCC B 3541411 IncRNA KCTD13-DT
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NH e-Mye SEPURIR YT W BARREAR , SR, T c-
Mye XELUHL ] (OARAE , B2 P & TR0 ik, al
24 c-Myc RMPLTFTE LHEHE T c-Mye f551%
ST WU MIHIATT o-Mye B0 FRRAE 2 . SR
HHii T IncRNA 5 H 9 W 35 22 W] 5¢ R W5 08
ANTEY A5 NS B 4 R CAL27 5T %t
Z,HENT CAL2T c-Mye Fe IR L 2R | I FH i
TP EARBEATR I, i i i — ARk 22 55 i
FHH c-Mye 71845 # IncRNA, IncRNA KCTD13-
DT ( ENST00000450909 ) , #fi i€ & J& £E i 5% % 42,
ZHFSE S 7E 45 IncRNA KCTD13-DT 7E 1 Ji 6 9

in OSCC cells (P <0.05). Transfection with siRNA-CD155 in OSCC cells resulted in significantly reduced prolif-
eration, migration and invasion abilities compared to the control group (P <0.05). Conclusion CDI155 is highly
expressed in OSCC tissues and is associated with poor patient prognosis. Modulating CD155 expression can influ-
ence the biological functions of OSCC cells, leading to and inhibition of proliferation, migration, and invasion.
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(oral squamous cell carcinoma, OSCC) H 19 ik & xE
A7, I 53 B HIE 75 RE % 8 5o B8 ) P 4% c-Mye XF H i
% e 200 M i A R R 7 5

1 #B5EFEE

1.1 ##

1.1.1 BFAgHA ST 10 XHLREAOR
B LR R R — B B2 e 1 s 60 1 S MR AR op
VIBRIA) OSCC A LURIEA 57412, R AL il 7 sl fby 7,
CIE R EIE S, FARYIBR AU B R E N,
SRR A RE AT IR . DL R SREA R A AR
FOANE A OL T AT B A RS L L
BERF R 27 B T8 1 BE B A8 B 22 01 23 it E ((No.
2022001) , FFE LR

1.1.2 XA 5ME ARG 293T, A 5
A HN6 \CAL27 N IEH I I B2 4 Ml HOK |, K
Vgt DHS oo (L2808 11 s B F 9% o S g &= 4
HE) 5 18 9% 7 2K K plko. 1-puro, JiT Fi 1K R pGag.
pRev  pVsvg ( 32 [ Sigma-Aldrich 2y 7] ) ; % ik 3K
plko. 1-shc-Myc, plko. 1-sh-ctrl, flag-c-Myc ( + c-
Myc) .pGL3 ki, + c-Myc i #i LA ) Renilla J5T K7
(PEBFEEAR R E R E BE AR At ) 5 i Rk gk
PCDH-IncRNA KCTD13-DT ,sh-lncRNA KCTD13-DT-
1 .sh-IncRNA KCTD13-DT-2 ,pGL3- IncRNA KCTD13-
DT-wt UKL AT pGL3- IncRNA KCTD13-DT -mut 54
(LA T A YA A B4 I ( L Lonsera 2
H, 45 . S771-001S) . DMEM =5 8l 4% 35 3 (& K
Wisent 2y ®l, 5% 5 319-005 ) ; % 4% ik 57 lipo-
fectamine2000 ( & [E invitrogen A H, % 5.
11668019) ; qRT-PCR #H & i 51 ( H A& TaKaRa 2
A]) . FURHREGRF & DNA F BG4 (6 F
Axygen A F) ) . Bradford £ [ i ¢ B2 I 52 38 50) &
DEPC /K \RIPA Z4fi# 3 . DMSO 5] ( b #538 = K A
HAMWAT) 4% 25 P E AR 2 E W (&
JIE Biosharp A= ¥ ARG BRA F], 5745 : BLS39A ) 5 2¢
J5E B PCR X (3 ABI A, 75.9700) ;4= [ 3
2z R AT (R e A Bk A BR A | 7

5.5200)
1.2 Ak
1.2.1 @i B8k 37 C 5% CO, MFNE

JE TR & 10% FBS K2 1% XTI = b
BroR AL, g HOULEE A0 L, OR TE A5 A I 40 i % B
70% ~80% ,

1.2.2 plko. 1-sh-IncRNA KCTD13-DT FR B AR

#E M\ NCBI 45 i #51f) IncRNA KCTD13-DT
HYFE R 7 1), MR 3 plko. 1-puro #8549 w4 i 2R 4R
fiE, %11 plko. 1-sh-IncRNA KCTD13-DT # {444 # fir
TS, 28 PAGE 4lifb )y =X, % BilgA: T 6K,
SIMFESIZE 1, 535914 sh-IncRNA KCTD13-DT-1 |
sh-lncRNA KCTD13-DT-2, 3R HILH 5,37 C
K TR IE AL U EE Y] plko. 1-puro ZRAAK, [F1 Uk B VI 7=
Yo 1% BEREWHEERC HLUK , FH T4 3% H2 WK [m1 05 1) it
V=Y v B4l . W LR Y NIz
SRW%A# DHS o, 3% T LB VAR | ,37 CHE'E R
FrRid I, 55 2 REKEUEVE | T BH P s bt | 36 23 =)
FPYsE IR EE plko. 1-sh- IncRNA KCTD13-DT-1 |
plko. 1-sh-IncRNA KCTD13-DT-2,,

1.2.3 BRFLEPHERTHEEMBEZ L
RC R B B 0 BRIk 8K (3 pe)
AR 2E R 3 wg pGag.3 pg pRev.1.5 pg
pVsvg, ALY 293T 40 g, fif HIA & 1L ) DMEM
R 8 h 5T #a ol 10% FBS WY IE i3k, #EY
48 h JE WA, FE YL 72 h JE IR IR, - 80
CATEH . IRFEEYLRT 1 K,0.25% Sl ¥ 40 i
HN6 \CAL27, R 4 MU A BE 3K 60% B, 4495 25 )R
AL FEANAE . A 3.5 wl B9 polybrene ( ¥ & Ky
8 mg/ml) ,37 CHFH 12 h, I A E Z ik 1 ~2
Jil o

®1 BIRSIMFS

Tab.1 Knockdown primer sequences

shRNA Primer sequences(5'-3")
plko. 1-sh-IncRNA F: ccggCAATCTGTCTTAATGTCTActcgagTAGACA-
KCTD13-DT-1 TTAAGACAGATTGtttitg
R: aattcaaaaaCAATCTGTCTTAATGTCTActcgagTA-
GACATTAAGACAGATTG
plko. 1-sh-IncRNA F: ccggGCTGATGGTTGGAAGCTAActegagTTAGCT-
KCTD13-DT-2 TCCAACCATCAGCtttttg
R : aattcaaaaaGCTGATGGTTGGAAGCTAA ctegagTT-
AGCTTCCAACCATCAGC

1.2.4 qRT-PCR ## IncRNA KCTD13-DT % c-
Myc 1E OSCC 2121 K A 1 22 18 7K 7 $1 B 4% 24 40 g
AR RNA 30 S A cDNA BT, — 20 °C IRA7- 75
FH. PCR VAR ZR (20 pl) fuds. EiF5190.8 ul,
5147 0. 8 ul,2 x qRT-PCR Mix 10 ul, ROX 0.4
wl,cDNA 2 wl, CH 2K 6 wl, PCR ¥4 5 pj F2
JF 4 95 °C .2 min,95 °C .5 5,60 °C |15 5,72 °C .20
s, B 55 MEH, Ll B-actin fE RTINS, RH
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2L A HE LB 4 41 IncRNA KCTD13-DT 3% 1.2.9 A K wm&KE% MEARERAN, 8

B, SIS 2,

®2 SIUF5

Tab.2 Primer sequences

Gene name Primer sequences ( 5'-3")

IncRNA KCTD13-DT F: GGATTACAGGCACCCACCATCATG
R: CAACCAAGGACCACCAGGAAGC
F:CTCCATCCTGGCCTCGCTGT

R: GCTGTCACCTTCACCGTTCC

c-Myc F:AGGAGCAGCAGAGAAAGGGAGAG
R:AGAGAGCCGCATGAATTAACTACGC
F:AATTCCACGGCACAGTCAAGGC

R: AACATACTCAGCACCAGCATCACC

B-actin

GAPDH

1.2.5 Western blot #2M c-Myc & & ) %31k RIPA
S she-Myc | c-Mye J& H 4 [ X #4189 HN6 |
CAL27 Zff P2 1, $R USRI 2R vk
BE A B UK B A R E TR T B 2
h, BUIAIEE , TBST Fo5T VR, W5, 73 b 25l KB
1.2.6 FRERELAFHZE 1 293T 4L 2
x 10* A~/FLET RN T 24 fLAR, 24 h J5, LLBTRL 500
ng . Lipo2000 1 wl BCHlH% ek, ZIRBFE 15 min, i
Jni 24 fLtk,6 h S4B 5 24 h S IR
100 wl/fL, & F oK F24f# 5 min,4 °C 12 000 r/min
B0 5 min, B EWE W, 96 fLAH NI A Luciferase
Assay Reagent Il TAEW 100 pl, fiITA 20 wl 482
R, R WRATIRS) 2 ~ 3 R, 2 s JE A, ic
Firefly Luciferase fH, fill A 100 pl Stop&Glo Rea-
gent, BIRARIRATIR ) 2 ~3 WK, 2 s S5 MBI 10
Renilla Luciferase {H .

1.2.7 %ARRIEERFER(FISH) HH4% ZRH
T2 U [ SE 0 15 ming 352 B, LA
100 wl /9 0.1% buffer A, ZE{EALFE 15 min 5, H
PBS %t 2 ¥R, B 5 min; BEFLATA 100 pl # 2 x
buffer C, 8% 55 HE T H: 46 30 min; FH 2 AL
BT 73 COKBHTIEE 30 min 280815 551 buff-
er ERHECHI R R G, REF BN 2 pmol/LL, FF
A 73 CARBIEATASNE 5 ming IIAZE TG 35T
IRGW, ke 37 C A4 387K ; DAPL &2 YL MU A%, iE
OO R T I T B AR

1.2.8 CCK-8 % fERFFLRAIIE, 96 fLik &
LA 2 x 10° 4>, % B 3 AT fL, 15 40
BE 37 Crnli595 24 48 72 hi A 10 ul CCK-8 %
W, UKL RO R 4 h, ZERFR{Y 450 nm A0 & 45 1L
IEIE (OD)

qRT-PCR Sk I m AR E ik 2 7K i 2805 5 4 A 42 2]
6 FLAH (1 x10° N/fL) , BEdL i 3 & fL; LA
BEf RIS IR TTIN 24 48 72 h 43K AL T R 1Y
Yi i H A Sh At BT, IR e SR

1.2.10 Zmfe xR 5% ] marker Z£ T 6 fLARITY
WHATFRBmL, lALE A 1 em, SILE
5 SREk, BURS R RN AN 2 6 FLAR, AR
B3AESL, FRYUAEINGEE S ] 200 wl 43k R4k e
B, 24 h IS TE AT T OULEHA R,

1.2.11 Transwell 3% KRR LB O &
2, LTI B 55 K A0 O B 2 4 x 10° A4/ml,
Transwell /N T ZE M 600 wl & 20% IiL35 G573,
E NN 200 pl 40 AW, 37 CHFR 24 h, BUE /DN
% ,PBS Uk 2 K, N 4% 2 R W FE 15 min, il
0. 1% 25 F 500, G4 2 20 min, PBS FE 3216k
Je , RS AR R s R A M, = 3R T, ZE 48]
R G AT SR

1.2.12 AEBREE BB T 6 L
H,800 4~/FL, 15 3 NEFL, iR 14 d,4% ZEH
T 53R 72 30 min, 1% 45284 4 b S 0ER T
FEUEHAIR T

1.3 Sit=aE ra g fAdtbilm s E
53 W AR R S5 R . SO R s B SR AR
43HrR ] GraphPad Prism 8 #4722 I #1431t , 41 1]
PSR T 220 sl ¢ K e, B8 e it by — 1
x5 R, P <0.05 FREFAFIFRE L,

2 GR

2.1 SEENFREAFZEBI IncRNA  IZWF5E
PL CAL27 MWFFE X4, @57 CAL27 c-Myc B g i fik
HARZR R e 38 A R AR A TASI , DA 32
— A FIEEFHEHH o-Myce IR IncRNA | In-
cRNA KCTD13-DT ( ENST00000450909) i€ } 5
SERFFEXT A, R LR 3,

2.2 IncRNA KCTD13-DT 7£ OSCC %H £ #04% 5=
HAFHRIEER XV qRT-PCR A&
JRAE 0SCC 441 IncRNA KCTD13-DT #2835 7K F
o K ZHAAL TS5 421 (P <0.000 1), ZEWIF O
RGN 2 T IneRNA KCTD13-DT B 2635 7K Pk
T HOK X BEZH (+=129.1.131.2, ¥J P <0.000 1),
LT,

2.3 B{E c-Myc %t HN6, CAL27 # c¢-Myc #1 In-
cRNA KCTD13-DT FixHIFM  # she- Myc 554
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Tab.3 Basic information of IncRNA KCTD13-DT

%3 IncRNA KCTD13-DT EA&{EE

Genetic parameters Test results
Type Noncoding
P value <0.01
Absolute Fold Change 8. 56
Source GENCODE
RNA length 1762
Chrom chr 16
Strand +

Txstart 29938156
Txend 29940254
Relationship ( Class) Natural antisense

Relative IncRNA KCTD13-DT expression >

2.5

[ Paracancerous tissue group
OSCC group

% HN6 ,CAL27 4 i, qRT-PCR A& I A% c-Myc J5
HN6 .CAI27 N c-Mye #1 IncRNA KCTD13-DT
2355, B8 IncRNA KCTD13-DT /K-35 T sh-
ctrl 4. 258578, IncRNA KCTD13-DT 14323k /K
B c-Myc [ RARITTHS N, Western blot 5 I i 7
HN6 Fll CAL27 2053 i@ Fik she-Myc JH 85,
c-Mye Z8AL AR ( 1 =4.644, P <0.01; ¢ =8.365,
P<0.01; t =5.951, P <0.0l; t =6.957, P<
0.001), WE2,

2.4 FFRiEc-MyeXFHN6 , CAL27 H c-Myc Fl

B
o 15T
7 gl,o-
.
é % — s
8 9 0 3 HOK  HN6 CAL27

group group  group

El1 OSCC AL OMRREMAAERF IncRNA KCTD13-DT K53 47
Fig.1 Analysis of IncRNA KCTD13-DT in OSCC tissues and oral cancer cell lines
A; Expression of IncRNA KCTD13-DT in OSCC tissues and paracancerous tissues; 1 —10: case number; B: Expression of IncRNA KCTD13-DT in
0SCC cell lines; **** P <0.000 1 s Paracancerous tissues group; ***P <0.000 1 »s HOK group.
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0
c-Myc group  IncRNAKCTDI13-DT group
B: 251 [ sh-ctrl group
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o
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o 1.0F
2
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c-Myc group  IncRNAKCTD13-DT group

HN6
sh-ctrl group shc-Myc group ky

c-Myc 62

GAPDH 36

CAL27

sh-ctrl group  shc-Myc group ku

c-Myc 62

GAPDH 36

2 she-Myce Xf HN6,CAL27 ZHAfith c-Myc #0 IncRNA KCTD13-DT 3% 89501
Fig.2 Effect of shc-Myc on the expression of c-Myc and IncRNA KCTD13-DT in HN6 and CAL27 cells
A, B: qRT-PCR to detect the expression of c-Myc and IncRNA KCTD13-DT after infection with she-Mye virus in HN6 and CAL27 and Western blot

to detect the expression of c-Myc protein after infection with she-Mye virus in HN6 and CAL27; ** P <0.01," * * P <0.001 vs sh-ctrl group.
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1=PA
7

IncRNA KCTD13-DT RiEH M 4 + c-Myc %
YL HN6 CAL27 4if, qRT-PCR Kl c- Myc i3 3%
ik J5 1) HN6, CAL27 #fi ifd N c-Myc F1 IncRNA
KCTD13-DT ik &, 45 R /R, IncRNA KCTD13-
DT f3RILAKF-BEE c-Mye B3 3R IR FEAR, West-
ern blot A 5 7% HN6 1 CAL27 473 B + c-
Myc %% B J5, c-Mye ZE4LBH & ( ¢ = 12.250, P <
0.001;7=3.228,P <0.05;¢=31.960,P <0.000 1;
1=17.240, P<0.000 1), W& 3,

2.5 FISH #illl IncRNA KCTD13-DT E4 48 ffl 5 7E
fir  BIESOE WM N OULES, 7E HN6 4iiii R, In-
cRNA KCTD13-DT 23 L¢3, 41 il A% 8% DAPL

’: 25 ok ctrl group
.g 20 +c-Myc group
2

a

515

o
2
= 10

e *

2
8 0.5

0
c-Myc group  IncRNAKCTD13-DT group
B3 ctrl group
kskoskok

§ +c-Myc group
5

=) 2

%

o

o

2

5 1

o

8

O ®kkk

0

c-Myc group IncRNA KCTDI13-DT group

&3

Ye s, KRR A IR UL IneRNA KCTD13-DT 5
{5 FAHMAZE N . 8B IncRNA KCTD13-DT #] fE7E4H
Mrh ZHEER . WK 4,

2.6 WHEEMIREZWIIE c-Myc 5 IncRNA
KCTD13-DT EE B FXEBHES £ UCSC Fl

JASPAR [ 3f 5 0 i#F — 20 & W, 7E IncRNA KCTDI13-
DT Ja 8 F I N Z L5 55 5k T o-Mye W45 & )7
H, ULIEI5A 5B K A8 Y 2 0 3R i R B AR
ctrl | + c-Myc EFEYL ] 293 T 4 rh | Hb 45 4 26t
SERIREY . 45 R, pGL3-IncRNA KCTD13-DT-

mut Fl + c-Mye HEEQLAALS AP EE 1S5

X A AR B G BA 22 A, {H 3 B B pGL3-IncRNA
HN6
ctrl group  +c-Myc group ku
c-Myc 62
GAPDH 36
CAL27
ctrl group  +c-Myc group ku
c-Myc 62
GAPDH 36

+c-Mye X HN6,CAL27 ZHAfIH c-Myc #1 IncRNA KCTD13-DT 3% HIS40H

Fig.3 Effect of +c-Myc on the expression of c-Myc and IncRNA KCTD13-DT in HN6 and CAL27 cells
A ,B: gRT-PCR to detect the expression of c-Myc and IncRNA KCTD13-DT after HN6 and CAL27 infection + c-Myc virus and Western blot to detect

the expression of c¢-Myc protein after HN6 and CAL27 infection + c-Myc virus; * P <0.05, " *** P <0.000 1 vs ctrl group.

IncRNAKCTD13-DT 5'FAM

& 4

DAPI

Merge

IncRNA KCTD13-DT £ K BIESL x40

Fig.4 Intracellular localization of IncRNA KCTD13-DT x40
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KCTD13-DT-wt il + ¢-Myc 4 )5 %6 Y i 518 W & %
TR ( +=7.582, P<0.01), WK S5C,

2.7 &K IncRNA KCTD13-DT X HN6, CAL27
R AR MM K sh-lncRNA
KCTD13-DT-1( sh#1) sh-IncRNA KCTD13-DT-2 ( sh#
2) YL HN6  CAL27 4lifflJ5 , qRT-PCR Ha il &
7~ sh#l sh#2 20 IncRNA KCTD13-DT 7K & 2 %
(¥ P <0.000 1), CCK-8 7% % 40 o315 S 56 4
7R, B IncRNA KCTDI13-DT 4H7E55 Y5 48 h Je
R B 5 b TF (Fo = 115.10,185.50, P <
0.001; F,,., =146.6065.55, P <0.000 1), W& 6A .
6B; RJR LI (145 R B 7R, @ /% IncRNA KCTD13-
DT ) OSCC A AERPRANHE 24 h Ji5 , HAHXHT RS I
B R (P <0.05, Py <0.01), WLIE 6C, Tr-
answell 25 B 7R | Fi & IncRNA KCTD13-DT ) 41
M3ERL HE J1 3858 ( Py <0.001, Peypy <0.000 1),
UL 6D, @ifik IncRNA KCTD13-DT £H 48 Jite 5e [
AR B £ (127 £0.5) vs (189 +4.5),
(127 £2.0) ws (191 £3.0) ,P <0.01];[ (90 £0.5)
vs (188 £4.0),(90 +0.5) vs (147 £0.5),P <
0.01],WLE 6E, I, T8 HN6 Fl CAL27 [ In-
cRNA KCTD13-DT FJ & 2541 1 240 el () 35 5 RN 7%
2.8 j33R3i%X IncRNA KCTD13-DT 3§ HN6 ,CAL27
MR GEEMERBE NHIEMM  QRT-PCR 454
7%, IncRNA KCTD13-DT (235K T (¥ P <
0.001) ., CCK-8 {EANZMMI LI Bn , i # ik

A 2.0~
1.5~
1.0~
0.5-

0

1 2 3 4 5 6 7 8 9 10
_GCCTCCACGCGGCCGC_

B 5 c-Myc 3t IncRNA KCTD13-DT B4 RiE= R

Fig.5 Transcriptional regulation of IncRNA KCTD13-DT by c-Myc

A Prediction of c-Mye binding sequence to the IncRNA KCTD13-DT promoter by
JASPAR; B: Schematic representation of ¢c-Myc binding site in the promoter region of
IncRNA KCTD13-DT; C: Luciferase assay to verify ¢-Myc binding in the promoter re-
gion of IncRNA KCTD13-DT; a: pGL3- vector group; b: pGL3-IncRNA KCTD13-DT-
wt group; c: pGL3- IncRNA KCTD13-DT-mut group; * P <0.01 vs ctrl group.

IncRNA KCTD13-DT 4% Y4 )5 48 h AR &
R A A A T R R, ULIEL 7A 7B R
JRLER 45 R 8w, i # 3K IncRNA KCTD13-DT 1)
1 0 20 B 7 R AL 38 24 h )5, HORE X ST R R 5
H/N(Pyye <0.01, Poypy, <0.05), WLIE 7C, Tran-
swell SLIRZE SRR W], 18 3K T IncRNA KCTD13-DT
() 20 B 3 B B8 1 B AIC, WLIEl 7D, 3d 3k IncRNA
KCTD13-DT 414 Jifd o P I il i %5 i ik 2 [ (172 =
5.0) vs (99 £9.0); (177 £12.5) vs (103 £2.0);
P<0.05], WE7E, F, 8 HN6 A1 CAL27 (¥
IncRNA KCTD13-DT W] It 25 1) il 41 Jifd (%) 3% 5 F i
#%.

3 itig

OSCC 2 5 3k 25K W IR 240 Ff g 1) 40% , & — Tl
AR T 1 08 P 2 0 S B e s, B ks L R
SRR LR SRR T 56 I SR e 1R
(NCDB) "~ 3R3#, 0SCC [ 5 4F MAETF R (0S) 4
H50% ,FEad 2 40 AL A A, I, T
TP TR OSCC BT AEBLA , LABA A2 V8 78 11
Mo RIS i v 3 PR O 8 A S g
fis RNA—IncRNA KCTD13-DT 5 R 58 %1 %, 1)
T IncRNA KCTD13-DT 7& 1 & 8 A& A c-Myc (1)
e SN, o0 T i — 20 B o-Myc 245 1T D B3
254 IncRNA KCTD13-DT, iZ W 5% W28 % & Bl
HSIIE T o-Mye 55 IncRNA KCTD13-DT FEK 3
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Fig.6 Effect of knockdown of IncRNA KCTD13-DT on growth, proliferation and migration of OSCC cell lines
A ,B: qRT-PCR to detect the expression of IncRNA KCTD13-DT after OSCC cell line knockdown of IncRNA KCTD13-DT, cell counting and the re-
sults of cell proliferation detection by CCK-8 assay; C: Scratch healing assay after knockdown of IncRNA KCTD13-DT in OSCC cell line x20; D,E:
Crystalline violet staining to observe the Transwell and colone formation of OSCC cell line after over Transwell and clone formation of OSCC cell lines after
expression of IncRNA KCTD13-DT x50; a: sh-ctrl group; b: sh#l group; c: sh#2 group; *P <0.05, **P<0.01, "**P<0.001, """ "P<
0.000 1 vs sh-ctr]l group.
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Fig.7 Effect of overexpression of IncRNA KCTD13-DT on growth, proliferation and migration of OSCC cell lines
A, B: qRT-PCR to detect the expression of IncRNA KCTD13-DT after overexpression of IncRNA KCTD13-DT in OSCC cell lines, the results of cell
counting, and the results of cell proliferation detected by the CCK-8 assay; C: Scratch healing assay after the overexpression of IncRNA KCTD13-DT in
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50; a: ctrl group; b: +IncRNA KCTD13-DT group; “ P <0.05, **P<0.01, ***P<0.001, "***P<0.000 1 vs ctrl group.
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Effects of c-Myc regulation of IncRNA KCTD13-DT on

oral squamous carcinoma
Li Wenli' ,Zhu Youming'*,He Jiacai'"
(' College & Hospital of Stomatology, Anhui Medical University, Hefei 230032 ;
*Key Lab. of Oral Diseases Research of Anhui Province, Hefei 230032)

Abstract Objective To explore the action mechanism of long non-coding RNA (IncRNAs) IncRNA KCTD13-DT
in oral squamous cell carcinoma( OSCC) and its potential interaction with transcription factor c-Myc, providing a
potential diagnostic and therapeutic target for patients with OSCC. Methods The expression of IncRNA KCTD13-
DT in OSCC and paracancerous tissues was detected by qRT-PCR. The effects of c-Myc overexpression and knock-
down on human tongue squamous carcinoma cells HN6 and CAL27 were detected by qRT-PCR. Fluorescence in si-
tu hybridization (FISH) assessed the localization of IncRNA KCTD13-DT in cells. A dual luciferase reporter gene
was used to analyze the role of c-Myc in target binding to the promoter region of IncRNA KCTD13-DT. Stable cell
lines with knockdown or overexpression of IncRNA KCTD13-DT were constructed in human OSCC cell lines HN6
and CAL27 by lentiviral infection, and the knockdown and overexpression efficiencies of IncRNA KCTD13-DT were
detected by qRT-PCR. Cell proliferation changes were detected by growth curve assay, CCK-8 assay, colony forma-
tion assay, and cell migration was detected by scratch assay and Transwell. Results IncRNA KCTD13-DT expres-
sion level was reduced in OSCC tissues and OSCC cells (HN6, CAL27) , and Western blot verified that after knoc-
king down and overexpression of c-Myc in HN6 and CAL27, the qRT-PCR experiments showed that c¢-Myc nega-
tively regulated IncRNA KCTD13-DT, and overexpression of ¢-Myc significantly down-regulated IncRNA KCTD13-
DT; knockdown of c¢-Myc significantly up-regulated IncRNA KCTD13-DT levels. Dual luciferase reporter gene
showed that c-Myc could target IncRNA KCTD13-DT, and c¢-Myc could be involved in regulating and repressing the
transcriptional activity of IncRNA KCTD13-DT. FISH showed that IncRNA KCTD13-DT mainly existed in the nu-
cleus. Growth curve assay, CCK-8 assay, cell scratch assay, Transwell, and colony formation assay showed that
knockdown of IncRNA KCTD13-DT promoted the growth and proliferation of OSCC cells, and overexpression of In-
cRNA KCTD13-DT significantly inhibited the proliferation and migration of OSCC cells. Conclusion IncRNA
KCTD13-DT is negatively regulated by c-Myc. Knockdown of IncRNA KCTDI13-DT promotes cell proliferation,
while overexpression of it inhibits cell growth.
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