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INH e-Mye JEPUIEIR YT B FRAR AR . SR, T c-
Myec XELUHE ] (AFAE , BV FF & TR0 i, Jl o e
125 c-Myc A7 FHFR T8 c-Myc {5 51%
ST BRI YIRIATT -Mye ST R o 4RI
H i ¢ T IncRNA 5 [ a9 W 35 22 18] 5 2 B W5 1%
ANTEA  IZ TR I E B i M R CAL2T R F 58 %)
B8N CAL2T e-Mye Foa MR i 3% , IR e 3
TP EORBEA TR, N i i — Rk 2= R
2 H i c-Mye 7 $19 IncRNA | IncRNA KCTDI13-
DT ( ENST00000450909) , # 72 4 J5 L2 0 58 % 42,
ZF5E B 7E 45 IncRNA KCTDI13-DT 7E 17 Ji5 i 8

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) /7 ) ik K E
AL, I3 B Hoe: 75 BB % i 1o B8 [m) P8 4% c-Mye Xf I i
il g 240 0 A R SR 7 A S

1 #MB5HZ*

1.1 ##

1L1.1 &Hagsk Sy 10 XL AR
H BRI 5 — B BE Be s s AR AR
IR A OSCC 412N RIE 55 42, R A O T sl by T,
ol IS . FARVIER R SURENAAAE N,
ST BV RRE P AT IR A o DL SRR A A A
HRIE RN O T HEAT HOUCER IR W 7S 2R A5 2 L
BERE R 27 Wit Ja 1 B B 48 3 22 51 23 it #E ( No.
2022001) , £ fE BE ML o

L1.2 XA 5ME ARSI 293T A B
Al HN6  CAL27 | N IEH & b K 40 g HOK K
Bt DHS o (22808 111 R 52 s AT 0 T e S0 0 3 4
f6) 5 12 95 75 21K plko. 1-puro, Jit Ki fk & pGag,
pRev . pVsve ( Z€ [E Sigma-Aldrich 2 &) ) ; & ik 24
plko. 1-she-Myc, plko. 1-sh-ctrl, flag-c-Myc ( + c-
Myc) \pGL3 JGUKL, + c-Myc JFUHE LA [ Renilla JitH:
(R ERFAROR R A B B i) 5 id ik diAk
PCDH-IncRNA KCTD13-DT ,sh-IncRNA KCTD13-DT-
1 .sh-IncRNA KCTD13-DT-2 ,pGL3- IncRNA KCTD13-
DT-wt JFi 47 F1 pGL3- IncRNA KCTD13-DT -mut J5i %
( B TAY AT s G4 36 (1 Lonsera 2%
A, 585 : S771-001S) \DMEM = i 55 5% 3 (42 K
Wisent 2 &), 5 5. 319-005 ) ; % 44 i1 7 lipo-
fectamine2000 ( 3 =
11668019) ; qRT-PCR #H 2R ] ( H 4~ TaKaRa 23
Al o BURLERIBGR & DNA Bl s & (3£
Axygen 3 ) o Bradford 2 i B I 72 3550 &
DEPC 7K \RIPA Z4f# i . DMSO 7] ( ¥ %8 = KB
HARAT) (4% 2 5 W B H 2 E W (&
HE Biosharp AE W) HARA PR W], 475 : BLS39A) 3 3¢
i PCRAX(SEE ABI 4 7], 1445:9700) s 4x [ 3l
2 F K A (b R B A A Bk A BR A W), B

invitrogen A #],

£.5200)
1.2 Fi&
1.2.1 i N 37 °C 5% CO, M FIiE

JE TG AN & 10% FBS K 1% WHTHY =k
FhA B HOULES A0 M, fR E 1% A 20 A 4% B
70% ~80% .

1.2.2 plko. 1-sh-IncRNA KCTD13-DT 4% ix 2 1k &4

M M\ NCBI %dE FE A 25 i) IncRNA KCTD13-DT
YHE D 51, MR A plko. 1-puro 2 M4 F) B B 2 4
fiE, 33T plko. 1-sh-IncRNA KCTD13-DT #% {444 8 i
TG, 8 PAGE 4lifk )y =, % B4 L6 M.
SWFEHIILFE 1, 73514 sh-lncRNA KCTD13-DT-1 ,
sh-lncRNA KCTD13-DT-2, 5§ H#ILF 5,37 C
Kt I AL XD plko. 1-puro A, a1 Wi i 17] 7
Yo 1% SENeREBERE Uk , (i T4 1 HEBRRE [0S0 i
DI ASE R R B s . B IR i W N
SRIHBATTH DHS o, 38 T LB VAl |37 CHHJ B
i H 2 RPCIE T , 07 16 B v b, 36 2% w3
% E , N plko. 1-sh- IncRNA KCTD13-DT-1 ,
plko. 1-sh-IncRNA KCTD13-DT-2,

1.2.3 R haRaiamri BL
R C AR B A H iR BEryRIXHIA (3 ng)
FRTE L2 kL. 3 g pGag.3 pg pRev.1.5 pg
pVsvg, FHE L 203T 21 i, {fi FIAS & 1L 1) DMEM
Figw 8 h 5Bl 10% FBS HIE W HiFR bk, S gy
48 h JF AR BE, FE gt 72 b JE IR TR, - 80
CORAFR o JRBREERGLHT 1 K,0.25% AR 4
HN6 \CAL27, R I 5 BE ik 60% I, 495 7 It i
O SRR AN, JA 3.5 wl By polybrene (B
8 mg/ml),37 CHEH 12 h, N AL FRHE 1 ~2
Ji o

x1 BURSI#F3

Tab.1 Knockdown primer sequences

shRNA
plko. 1-sh-IncRNA F: ccggCAATCTGTCTTAATGTCTActegagTAGACA-

KCTD13-DT-1 TTAAGACAGATTGtttttg
R: aattcaaaaaCAATCTGTCTTAATGTCTActcgagTA-

GACATTAAGACAGATTG
plko. I-sh-IncRNA F: ccggGCTGATGGTTGGAAGCTAActegagTTAGCT-
KCTD13-DT-2 TCCAACCATCAGCtttttg
R : aattcaaaaaGCTGATGGTTGGAAGCTAA ctegagTT-
AGCTTCCAACCATCAGC

Primer sequences(5'-3")

1.2.4 qRT-PCR #% IncRNA KCTDI3-DT J% c-
Myc 78 OSCC 21 2 1 20 Jif 114 22 38 7K - B 45 4 400 i
()6 RNA, 3056 55 B cDNA Bitf, —20 C ORFEFF
o PCR RWAKRFR (20 pl) (45: FilE5(4) 0.8 pl,
TWES9 0.8 ul,2 x qRT-PCR Mix 10 pl, ROX 0. 4
pl,cDNA 2 pl, 7818 7K 6 wl, PCR 73 J i ##
FEH: 95 °C .2 min,95 °C .5 5,60 °C 15 5,72 °C .20
s, 55 MEH, VU B-actin ERT TS, KA
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2 M AT HL B A 4L IneRNA KCTDI3-DT ) 3%
ko GIFIIRE 2,

®2 5lMF5

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 #&| c-Myc %& & % %% RIPA
L she-Myc | e-Mye [ H: 2% B Xf BR 20 1) HN6
CAL27 Zfifg, 2R B RIEE S, e HE W
JE A SRR UK B R, SR T B 2
h, LRI E , TBST FE70 Ve, 52, 0 Hr 45l JKBE o
1.2.6 ERRREALFEH LI K 293T 4L 2
x 10" A~/ LA Al T 24 LA 24 h J5, DLBCKL 500
ng,Lipo2000 1 pul BC %% G, 2 i H 15 min, 4
e 24 £LA,6 h SR, e g 24 h S AR
100 wl/fL, & F oK F24f# 5 min,4 C 12 000 r/min
B0 S min, B EE W, 96 fLAR A Luciferase
Assay Reagent Il TAFE#K 100 wl, i A 20 wl 21 fifg 24
R, R RAR R TIR ) 2 ~3 1K, 2 s e & , e 5%
Firefly Luciferase {H, JI A 100 pl Stop&Glo Rea-
gent, BWACIRITIRS) 2 ~3 WK, 2 s Ja MU, id %
Renilla Luciferase {g .

1.2.7 RAEREF KB (FISH) 4% ZEKH
P, 2 Tk 1T E 40 15 min; 35 2 3R R, A AL MA
100 wl A9 0.1% buffer A, ZE iR ALFE 15 min J5, H
PBS ¥ 2 ¥, Bk 5 min; BALAITA 100 pl 9 2 x
buffer C, S8 J& 45 H 8 T 15 746 o 30 min Fi $2 Fifjik
BT 73 C/KIEH I T 30 min 427G 5E 1) buff-
er EORECTHI R & W, REF R O 2 wmol/LL, #
A 73 CRIBIEATAEYE 5 ming A 5 (PR EF
TR, WG 37 C A3 1% ; DAPT &2 YL 4l i A% , iE
YOG R MEE T M BRI

1.2.8 CCK-8 5% {ERFREFRAIA, 96 fLiRk &
FLANAE 2 x 10° 4>, B & 3 A FAT R AL 15 40 Atk
BE 37 Cor5li55% 24 48 72 hi il A 10 pl CCK-8 ¥
W, AR RECIF T 4 b, TEBGHR{X 450 nm L0 & &L
FIOGIE (OD) .

1.2.9 AKw&EhH HWAREKANNE, 8T
qRT-PCR Z0iiE = m AR a2 7 1Y 250 5 40 i 42 7 2]
6 FLARH (1 x10° 4~/4L) , F4Lik 3 &AL A4
BEM R 5 UG THINE 24 48 .72 h 43 LK IH AL T Sk 1y
YA B Sh A M ESGEA TIE, IR ek

1.2.10 e Xk %% ] marker 2T 6 fLARHY
BT TR, WAALERLA 1 em, BfLE
5 ek, BURER R RN MAN 2 6 fLAR, AR
B3NS RN BE f H 200wl Sk R 2R s
Rt 24 h J57E B3R TSR

1.2.11 Transwell 555 KRR bR AN LI A 5.0
B, LAJG I R S AR B R 4 x 107 4/ml,
Transwell /N2 201 600 wl & 20% I35 55573,
E 200 pl 4HHEEH, 37 CHFE 24 h, B/
%, PBS Uk 2 W, I 4% 2 R W EE[E E 15 ming N
0. 1% %55 2 W, G4 4, 20 min, PBS #2250k
Jo , AR R R R b 2 T A0, =R T, AE AR
AT G AN A SR e e

1.2.12 #B%EBRER BRERINEER T 6 L
2,800 /1L, 1% 3 MR AL, HiFR 14 d,4% ZHH
1 2530 [ E 30 min, 19% 45 & 2504 (0 4 h, iR T
PRSI IR 14k

1.3 SZit=ahE FrA A il 20 &
53 AR BIBIE A R . SO Y B [ 3R A B e
3R Al GraphPad Prism 8 472 1 #1173 Hr , 41 [1]
R T 220 vl o K. s ge it o by — 1
x5 FIR,P <0.05 FoR R A G L,

2 #HR

2.1 F@EENFEARFIEER IncRNA  ZF5
DL CAL27 5 x4, f 57 CAL27 c-Myc F2E mfik
AL ZR , 1) P e 30 S PP H R AT ARG I, DA 2 S
—NRBZE R EE HH c-Mye HIHHH) IncRNA, In-
cRNA KCTD13-DT ( ENST00000450909) , i M5
SEMFRENT S . KA e L3R 3 .

2.2 IncRNA KCTD13-DT 7 OSCC H A FniEs=s
HAARPRIEER LR E T qRT-PCR A
JRTE OSCC 4141 IneRNA KCTD13-DT (#3235 7K F-
4 R ZHEMR T 55 2L (P <0.000 1), 7EW F
J3E A 22 Y IncRNA KCTD13-DT (38 ik 7K A f1%
F HOK XJHEZH (1 =129.1.131.2, #JP<0.000 1),
WK T,

2.3 E{K c-Myc %t HN6, CAL27 f1 ¢-Myc 70 In-
cRNA KCTD13-DT FiEmI#M % she- Myc Fh4L
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&3 IncRNA KCTD13-DT EAR{EE
Tab.3 Basic information of IncRNA KCTD13-DT

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

A

=}

S 2.5 O Paracancerous tissue group
= OSCC group

5 2.0F

=

2

2 1.5F

a

=

2 1.0

% L

z

~

2 0.5F

o

B

=

5z 0

& 1 2 3 4 5 6

£ HN6 ,CAL27 Z iy, qRT-PCR A& B fIK c-Mye J&
HN6 .CAL27 4/ c-Mye Fl IncRNA KCTD13-DT
(32358, 7% IncRNA KCTD13-DT /K SEH 55 T sh-
ctrl 4, 459 7R, IncRNA KCTD13-DT #4323k /K
B c-Myc [ RG34 . Western blot 450 {2 7~
HN6 FIl CAL27 4 ffa 73 5ilJ& e TR she-Mye HEE)T
c-Myc Z5fLIH iR (1 =4.644, P <0.01; 1 =8.365, P
<0.0l; ¢t =5.951, P <0.0l; ¢t =6.957, P <
0.001) ., WA 2,

2.4

it % 3% ¢-Myc % HN6 , CAL27 1 ¢ - Myc A

B
g1.5-
? gl.o-
I% %: B ki HitHH
i, L1
9 10 ;:5 HOK  HN6 CAL27

group  group  group

E1 OSCCARFMAOMEMA RS IncRNA KCTD13-DT K534
Fig.1 Analysis of IncRNA KCTD13-DT in OSCC tissues and oral cancer cell lines
A: Expression of IncRNA KCTDI13-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 vs Paracancerous tissues group; “**P <0.000 1 vs HOK group.

A 20 [ sh-ctrl group
_§ she-Myc group
21.5F
2
=
8
2 Lof k%
o
50
[
Z0.5F
<
©
[=2
0

c-Myc group

2.5r 3 sh-ctrl group

0 shc-Myc group

0.5F *k

Relative gene expression w

IncRNAKCTD13-DT group

c-Myc group  IncRNAKCTDI13-DT group

HN6
sh-ctrl group shc-Myc group y

c-Myc 62

GAPDH 36

CAL27
sh-ctrl group shc-Myc group ku

c-Myc 62

GAPDH 36

E 2 she-Myc Xt HN6,CAL27 ZfAfith c-Myc 1 IncRNA KCTD13-DT 33X 1820
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-Myc virus in HN6 and CAL27 and Western blot

to detect the expression of c-Myc protein after infection with shc-Myc virus in HN6 and CAL27; ** P <0.01," * * P <0. 001 vs sh-ctrl group.
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IncRNA KCTD13-DT FRiZHIZM #f + c-Myc &%
JeZ HN6 \CAL27 4fJifd, qRT-PCR Gl c- Myc s 3
L J5 1 HN6., CAL27 #ZH iy N c-Myc F1 IncRNA
KCTDI13-DT () 3235 &, 458 B 7%, IncRNA KCTD13-
DT )2 3E KB c-Mye 13 Rk ML, West-
ern blot %] i /v HN6 F1 CAL27 40 fifg 4y B + c-
Myc %5 8 J&, c-Mye Z2AL B I8 ( ¢ = 12.250, P <
0.001;¢=3.228,P <0.05;¢ =31.960, P <0.000 1;
1=17.240, P<0.000 1), LI 3,

2.5 FISH #ill] IncRNA KCTDI13-DT {4 il 5 iE
fir  BIESOE W N UEE, 7 HN6 4l &, In-
cRNA KCTD13-DT 531 H 4 6,56 5% , 4 ig #% 9 DAPI

2.5

ko ctrl group

2.0

Gene relative expression >

c-Myc group

oe}

ctrl group
otk
+c-Myec group

Gene relative expression

seskeksk
c-Myc group IncRNAKCTDI13-DT group

&3

+c-Myc group

IncRNA KCTD13-DT group

P K EIR G I AT L IncRNA KCTD13-DT 2
NETYIMIA% N . 5683 IncRNA KCTD13-DT ] RELE 4
MRz AR ET . WL 4

2.6 WREHEMIREFZWIEIE c-Mye 5 IncRNA
KCTD13-DT EEBHFRBHLES 4 UCSC A
JASPAR [ 3 10 37F — 25 3R W, 7E IncRNA KCTD13-
DT & 87 XM & 35 5 5% [ o-Mye 9456 )7
G, LKL SA 5B, KA E UG R B TR AR
ctrl | + c-Mye JLEEYL 3 293T 4, L84 415596
{EE e, 45 5% 87K, pGL3-IncRNA KCTD13-DT-

mut Fl + c-Myc JLEE YL ARG , A2 LE S ES

Xt BEZH AR B G A J2 A2 A, B 3G B B pGL3-IncRNA
HN6
ctrl group  +c-Myc group ku
c-Myc 62
GAPDH 36
CAL27
ctrlgroup  +c-Myc group ku
c-Myc 62
GAPDH 36

+c-Myc 3 HN6 ,CAL27 40 c-Myc 1 IncRNA KCTD13-DT RiXRI 2500

Fig.3 Effect of +c-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 HN6 and CAL27 infection + c-Myc virus and Western blot to detect

the expression of ¢-Myc protein after HN6 and CAL27 infection + c-Myc virus; * P <0.05, "

IncRNAKCTD13-DT 5'FAM

& 4

DAPI

" P<0.000 1 vs ctrl group.

Merge

IncRNA KCTD13-DT ZE4BRN I ER x40

Fig.4 Intracellular localization of IncRNA KCTD13-DT x40
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KCTD13-DT-wt Fl + c-Myc 41 J5 %¢ Y615 58 i %
TXFHEL( ¢ =7.582, P<0.01), WK 5C,

2.7 Bi{K IncRNA KCTD13-DT %} HN6, CAL27
WK EEMTERE MM sh-IncRNA
KCTD13-DT-1(sh#1) .sh-IncRNA KCTD13-DT-2 ( sh#
2) 97 B YL HN6 CAL27 4 it 5 , qRT-PCR A5l f.
71 sh#l sh#2 211 IncRNA KCTD13-DT 7K - i 3 [
(¥ P <0.000 1), CCK-8 7% I 24 Mo 145 55 5 44
S5, B IncRNA KCTD13-DT 41 7E46 3L )5 48 h J5
BRR I 5 FF (Foy = 115.10,185.50, P <
0.001; Fy =146.60 65.55, P <0.000 1), L& 6A .
6B; MR SZ 55 45 R R, MK IncRNA KCTD13-
DT () OSCC ZH i AE R AL HE 24 h J5 , HARX TR B
BIH K (P <0.05, Ppy,y <0.01), WK 6C, Tr-
answell 145 58 5~ wifik IncRNA KCTD13-DT [ 4
IS BE 1 3 58 ( Py <0.001, Py <0.000 1),
DL 6D, B IncRNA KCTD13-DT 2H 41 it 72 [ 7B
BRI B2 [ (127 £0.5) us (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 <
0.017, L& 6E, B, F 18 HN6 F1 CAL27 [ In-
cRNA KCTDI13-DT A I 2 4i 1 41 g i 385 58 AT A% o
2.8 313i% IncRNA KCTD13-DT 3t HN6 , CAL27
YRR GEEFLEBEE IR QRT-PCR 45
$875%, IncRNA KCTD13-DT (3235 /K ETHE (¥ P <
0.001) , CCK-8 JLANZM M40 B, i R 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 g4 XiAEER

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

A; Prediction of ¢c-Myc binding sequence to the IncRNA KCTD13-DT promoter by
JASPAR; B: Schematic representation of c-Myc binding site in the promoter region of
IncRNA KCTDI13-DT; C: Luciferase assay to verify c-Mye binding in the promoter re-
gion of IncRNA KCTD13-DT; a: pGL3- vector group; b: pGL3-IncRNA KCTD13-DT-
wt group; ¢: pGL3- IncRNA KCTD13-DT-mut group; * * P <0. 01 vs ctrl group.

IncRNA KCTD13-DT 4l %% Y4 5 48 h 5 R B 5 T
B, A A BB AT T B S R R, LBl TA 7B R
JRESLIG 45 B B R, 32 #235 IncRNA KCTD13-DT fi)
1 i A /e R R AL B 24 b J5, oA X RS BE B
/N Pyye <0.01, Peyyy <0.05), WK 7C, Tran-
swell 228648 W20 13435 T IncRNA KCTD13-DT
(1) 20 JfL 3 B8 B 0 B AIK, WLl 7D, 3F 23k IncRNA
KCTDI13-DT ZH 4 Jfd o [ 2 1 i 5 1 ik 2 [ (172 =
5.0) vs (99£9.0); (177 £12.5) vs (103 £2.0);
P<0.05], WLIE 7E, A, [ HN6 1 CAL27 iy
IncRNA KCTD13-DT ] &g 25 417 i 41 A () 3% 55 Fil 3T
.

3 it

OSCC 24 % 3k 25150 R 20 A g 1 40% , J&—Fb
AL T S B N 2 10 S v e, s s L
SFHR VRS RS T o 5 [ SR R
(NCDB) "~ ff3#, OSCC ) 5 4F M /EFE 3R (0S) 4
H50% ,FERE 2 40 AR LT AR, BRI, T2
BT HE T OSCC 8 AE AL, LA 2 V8 7 BT
Mo IRBIFFER I i O P B 3 i IR
i RNA—IncRNA KCTD13-DT £ R WF 58 % 4, 81+
T IncRNA KCTD13-DT £ I st g 4 A= Fil e-Mye [
FESEEALE], 0 T 2 — 25 BB c-Myc J& 75 7] DL %
2E4 IneRNA KCTD13-DT, 1% 0 5% F W54 ¢ 2 i i
SIS ISTE T e-Mye 55 IncRNA KCTD13-DT 3 5

IncRNAKTCD13-DT genomic locus

c-Myec binding site
+925 +935

ctccacgeggece

I
=)

r [ ctrl group
+c-Myc group

—_
W
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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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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 gRT-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 gRT-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¢c-Myc significantly up-regulated IncRNA KCTD13-DT levels. Dual luciferase reporter gene
showed that ¢-Myc could target IncRNA KCTD13-DT, and ¢-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 KCTDI13-DT significantly inhibited the proliferation and migration of OSCC cells. Conclusion IncRNA
KCTD13-DT is negatively regulated by c-Myc. Knockdown of IncRNA KCTD13-DT promotes cell proliferation,
while overexpression of it inhibits cell growth.
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