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c-Myc ifiid Inc-TBL1XR1-5 5200 1 P SR 4 98 1 e A2 R g

b’ R
("ZHEAKRFOBREFR, 5023003 2;° OBARNALHEELLERE,SN230032)

HE B UFSE o-Myc Y7 19K 55 4% RNATBLIXR1-5 (Ine-TBLIXRI-5 ) X I & bk 241 a8 ( OSCC ) 34 e 2 il . 77 i

HRAE c-Myc FJZRIEXT TCGARLHE 2 3k i 9 (HNSCC) BEA HEAT A= W 15 B 3% 40 BT, T 26t o-Mye B % YA E 1Y Inc-
TBLIXRI1-5 , 5 5 52 B A i % = 5 i (qRT-PCR) K63l ¢-Mye Fl Inc-TBL1XR1-5 7£ OSCC #5422 41 3k L R,
4y HTHAE HOK (HN6 \CAL27 4l R FEiL 2SR, o-Myc id Fak FIRALN Inc-TBLIXR1-5 (5200 . RUe 2R R 5 35 9 0 s
FIE c-Myc 55 Inc-TBLIXRI-5 J3 3T X (454 . RNA 38506507458 (RNA FISH) H TfisE Inc-TBLIXR1-5 7£ OSCC 41 £
I EN . BT qRT-PCR A T4 . CCK-8 SEVETE 155 S5 B 4% Inc-TBLIXRI1-5 (1433 3238 8 AR % OSCC 4 3 48 1) 5% 1,
F A3 R L5 Transwell 55 5255 W AE Inc-TBLIXRI1-5 {33 ¢ 3% 5 A Al %) OSCC 432 A% 152 e, fieJ5 8 2o 8 1 5% S Bl
1 pH ZEALWLEE Inc-TBLIXR1-5 (1453 ik sl i fk ¥ OSCC 4G iyszm . &% A c-Mye XF Inc-TBLIXR1-5 £ OSCC 4
ML RGP Rk B E TR AR A o 3 WO R B R 5 S I E B HIE T o-Mye 5 Ine-TBLIXRI1-5 J& 3 F X I 45 f .
RNA FISH 7% Inc-TBLIXR1-5 5 {7 T> OSCC NI A0AEA% o Inc-TBLIXRI1-5 f3d Feik 4 #E T OSCC 40 ffd 2 (43T 7% AR F i

B, TR A MR E R . &8 e-Myce £E OSCC HIE [ 45 Inc-TBLIXR1-5, Inc-TBLIXRI1-5 fi¢ #t OSCC [y 3 58 Al

R

KR KBRS RNA;c-Myc; SRR AN ; Inc-TBLIXR1-5 ; 4 g 458 ; 20 AR F5

FESES R739.86
XEERER A IEHS 1000 - 1492(2024)09 - 1564 — 10
doi:10. 19405/j. cnki. issn1000 — 1492. 2024.09. 011

Sk 555K 85 Ik 48 M2 55 ( head and neck squamous
cell carcinoma, HNSCC) J2 {5 |55 75 /8 W aE
HAAREAE RALN 25% ~60% 1 o 11 bk 41 i
Ji7 (oral squamous cell carcinoma, OSCC) J&H £ 2/
%z —, H OSCC a2 H BIGN" o Bl K BEE
Zifi5 RNA (long non-coding RNA , IncRNA ) ) IJF 5% #4
T, B IncRNA A 8] 2 200 it 14 22 Fof A R B i
B0 X IncRNAs [y i 40T ), LA i A%
S A 2RIE1 L e-Mye JB MYC J5URE R 5%
TG, FTIME Ry e s IR 2 5 BE DR B 53, 00 240 R 486 5
oAk Z R SEIN I Fk A BRI Y . BFg
FW, c-Mye 1EAMRAAE B A R R HHE 2R M €4
0 c-Myc 81852 e e e G ERSREAE 2RI /)N 200 e il o £
KA il e-Mye 33 IneRNA JE 1 OSCC (14§35
FARARL A o AR c-Mye BYFRIERS TCGA %

2024 - 08 -20 #21i

FERTUH « B R B RFAIE S (AT :31970677) s AR B ARFLF- 3
4 (45 2308085Y23)

VEZ RN A, 2 BT A 5
KAEMW, 5, B R, AR S0, 8 /E &, E-mail:
95640021 @ qq. com

Y HNSCC BEASEAT 2047 , i 16 4 %5 D) A 5 In-
cRNA, A& BF 98¢ # & % Inc-TBLIXRI-S
( ENSG00000236385 ) % c-Mye 1F [1] 9847, H i Inc-
TBLIXRI-S 7 OSCC ittt , Bk, XHF IR
i e-Mye 8% Inc-TBLIXRI-5 %} OSCC i J& i #f:
AR AR TR BT A AT T

1 #MR5EFZ*

1.1 ##

L1.1 E&H@Mpsk SRR S MAHEEA
KA T LA 26— B I = e 11 e st i SR
ARAYIBRA OSCC 2 ZURN9E 25 412, 3 R A ik
ST, Sl R EE S . TR YIBR 1 4 U
TURAEAE N, 7 BV HCE 72 A RE H R AF . LA R
FEACZAE B R0 ] 25 B 15 00 HEAT IS B, it
FEIRTF LR R IR 11 15 B2 AR PR ZS D1 Ak
(No. 2022001 ) , £ G A AG BRI AN

1.1.2 %48 AMBE4HM(293T) A\
A F (HN6 ) | AT 8988 41 i & (CAL27) N H
A (HOK) (185 5E 025 iURL pGag \pRev ,pVs-
ve 3 F ik B c-Myc ( ¢-Myc-OE ) 1 sh-c-Myc,
pGL3-basic [fifi, LA M renilla ity i Z#4E O E
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PRI ke B At 1 K IK R pedh-Ine-
OE ( Inc-TBLIXR1-5 over-expression ). sh-Inc-1
( TBL1XR1-5 knock down ) {1 %8 FAE W RN A FR
NG s sh-lnc-2 ( TBLIXR1-5 knock down) ., WT
(pGL3-Inc-TBL1XR1-5 B A= %) Jifi i #1 Mut ( pGL3-
Inc-TBLIXRI1-5 578 8 ki ity 75 Wi AR W) FH ( B
) A7 BR2A A5 MG DMEM Bl B 77 5 (AERR 5 AR )
ARG R JGA 1M (Lonsera A PyRHEAT IR
H]) 0. 25% B Opr 36 A MR A IR A |)) F 7
TR/ R R (LIRS REYBEARGRAF) ,
PLi 7| lipofectamine2000 ( & [E Invitrogen 2\ H] ),
qRT-PCR A5G (AG AW THREARAH) o

1.2 7i&

1.2.1 zmpaszdc [ 10% B4 g & 1% 3
PLHY DMEM =8E% F8 Mk 55 3% 293T . HN6. CAL27 4
Je, BT 37 C % 5% CO, WETFRAM PSR, K
o e R L, 2 A I B Gk B 80% I A& AX, 1
0. 25% JBtE A B AT AL

1.2.2 AHREEFoH M TCCA Hili/F (ht-
tps://portal. gdc. cancer. gov) | #f I 3% B TCGA-
HNSC ( Sk SR 40 M 8 ) Z0d 2R 19 RNAseq %4l I
FEIC Count A% =AY EHE HEAT 01T, 22 BR AR A 576 %
FEAS , ILA5 21 504 GIREABEAT 04T, AR A c-Mye Rk
H AL EICRE BT AT FEAR 23 252 15l e-Mye SRIBFEAFI
252 ffik c-Myc FibHEA (i ] DESeq2 A i 17 22 57
G307, LUK e-Mye FRIk 4 o BR2H , 153 22 7 k[ 971
(KD,

£ 1 E[A Inc-TBL1XR1-5 XS #]
Tab.1 Relevant parameters of gene Inc-TBL1XR1-5

Genetic parameters Detection result

id ENSG00000236385. 1
baseMean 0.78806654

log2 FoldChange 3.12533891

IfcSE 0.19181462

stat 16.2935387

pvalue 1.10E -59

padj 4.25E -55

gene_name AC026355.3

gene_Llype IncRNA

1.2.3  sh-lnc-TBLIXRI-S-1 JF 4 ey # & M en-

sembl ZE{4E JIE & 3% Inc-TBL1XR1-5 JF %1, 1 /]
DSIR $24t(1) shRNA 1523+ 51531 shRNA oligos, Il
22 51t It dr B AE TAW S A R A
pLKO. 1-puro A EcoR 1 £ Age 1 #t47 XY ,37 C

AU HEED) 2 b, B =)0 1% ShOIE B BE I
K, 1 TA S 4 RS [T AP Wi UT) 7 Ay i TR B B i
o B BIRE T W NG S KIBAT# DHS o,
T LB (& Amp HitE) AR L, 37 C#IE IR
Blo 552 RYCHUERE , O P Sw e, 1820 w0y 4
JE , NG sh-Inc-1,

®2 EURSIMEFT

Tab.2 Knockdown primer sequences

Gene name

Sequence( 5'-3")

sh-Inc-1 F. CCGGGCTACTTAACCCAGATTAACTCGAGTTAATC-
TGGGTTAAGTAGCTTTTTG
R: AATTCAAAAAGCTACTTAACCCAGATTAACTCGAG-
TTAATCTGGGTTAAGTAGC

sh-Inc-2 F. CCGGTCAGTGTCAAGAGCATCATACTCGAGTATGA-
TGCTCTTGACACTGTTTTTTG
R:AATTCAAAAAACAGTGTCAAGAGCATCATACTCGA-
GTATGATGCTCTTGACACTGA

1.2.4 BRraaEfiti CAL27 @i  HEk

FIZ 5 75 1 B ITRL pGag .pRev .pVsvg (1 L fil 4y 2
202+ 1, MY 293 T A, {5 1ML IF Y DMEM
3R 8 h Ja TR 10% JIf 48 1M T8 1Y IE 85 R Ak
36 h JEUC AR VG, 0. 45 wm PVDF 8 25 3 I8
HiMAILA LI 60% ~T0% CAL27 4ifid v, & it
A polybrene (i HZ e i 4 7. 13 x 10 ~° mol/L, 37
C 5% CO, FEFFEWFE 48 h, I ABEIe 5 R (4
4 9. 54 x10 ™ mol/L) fifi ik , L 5545 {4 5 AR AH 41 fifg
AR,
1.2.5 qRT-PCR # @] Inc-TBL1XR1-5 # %k ik /K-
PEEU YL 48 h J5 1Y OSCC 4 (%54 sh-c-Myc .c-
Myc-OE \Inc-OE  sh-Inc-1 sh-Inc-2 } 4 HEZH) 11
L RNA, HX 500 ng RNA ¥ 5% 554 il cDNA Bk 5
Mike 10 £, B¢ & A Fe 9 17 51 cDNA B 17
PCR 7 JAKF 20 ul 4% FUF3IH 0.4 pl, F
W49 0.4 pl, SYBR GREEN 10 wl, ROX 0.4 ul,
¢DNA 2 wl,DEPC 7k 6.8 wl. 7E PCR 4" H4{¥ 152 i
PCR §°18% , ¢t [ W AR P M : 95 °C,2 min;95 C,5
$;60°C ,15 535372 °C,20 s; A 40 NMEF, v 4
GRS AL 25 R, LA B-actin /E RTINS, R
2 Ao H AR 4% 4 Ine-TBLIXR1-5 Hy ik, 5
YIFFSI 042 3, MRIESEI CT {1, 24 5ok
A H YRR ) Rk E
1.2.6 RRAFHmREZALMNBHTER K
293T 21 fifd 1 21 12 fLAR {1 e G i 4% 2 A 70%
7245, F Lipofectamine2 000 % 4t pGL3 & 4 Jii i/



- 1566 -

M EMKFF/ Acta Universitatis Medicinalis Anhui 2024 Sep;59(9)

®3 5MF5

Tab.3 Primer sequences

Gene name Sequence( 5'-3")

Inc-TBL1XRI1-5 F: GTGACTTGCTCCTCCTTGCCTTC

R: TCGCTTCACCTCAGTACCTTCCTC
B-actin F. CTCCATCCTGGCCTCGCTGT
R: GCTGTCACCTTCACCGTTCC
F: AGGAGCAGCAGAGAAAGGGAGAG
R:AGAGAGCCGCATGAATTAACTACGC

c-Myc

pGL3-basic 5 Renilla Jfiki fl c-Myc-OE Jiiki/ 45 2%,
12 fLR A fL%%E 4L 20 ng 1 Renilla ki 600 ng (1)
pGL3 T 4 i B/ pGL3-basic £ 600 ng [ c-Myc-OE
kL 25 8k, FE G5 48 h A 200 l 1 x 4 i 2 /%
W, UK F 5803 20% 5 min, IR SECZ i SR80 9 2 0R 1Y
EP 1,12 000 r/min B.0> 2 min, Y8 FISH A,
T EUIE 96 FLART enspire Z2 D BERFHR AL T S
A EDEEGAE, iC/E 10, W 40 wl Luciferase Sub-
strate 21| 96 FLAA , /MO BRI 40 Wl 20 i 2L 1
THI, WATIRA) 5 UG 7 BT A kG
ZAH R K R IOCR IO, 10AE L, k21
FHmA 40 pl Renilla Substrate T A/E K, s T
A S YORA T CAIAL PRSI o A6 S50
R TOGME , IC/E R, BEHG R 5B E ] L1-
LO/R1-LO FH53 H AR A i OB, 22 AR AR I

1.2.7 RAERAZHR KX FEJe e Inc-TBLIXRI-S £
min M AL RHER A E T 4% 2R T
P, 250 T E 15 ming AR 420700 &0 10 B IC 1 4 e
TEW ( Buffer A Buffer C Buffer E Buffer F), 3
FE W, BALINA 200 pl 0. 1% Buffer A, % i
15 min; PBS WHEEA0MI 2 U, LA 200 pl 2
x Buffer C,37 CI5FRF I T 30 min; 48520 A
200 wl ZEPEAR PG AR ET IR B IR, O B R4
Ao UCH MU B LA 200 pl 42 °C U Y
Buffer F,Buffer C }23 5 min, #5644 T DAPL 44
2 min, JEHM 10 pl HUAIGA], TH'E SO0 BIME T
pUE -8
1.2.8 @it # i YL sh-lnc-1 . sh-lnc-2 |
Inc-OF J Hot B4 i) CAL27 i # 1 x 10° 4/
LB 6 LAk, BEAHBCE 3 DAL, 37 Coriilisse
24 48 .72 h JE AR AT TR, 2 AR IR

1.2.9 CCK-8 i:#m| CAL27 fmin &% W HUdk o
T sh-Inc-1 , sh-Inc-2 , Inc-OE Kz . %} B& 240 1) CAL27
A0, 45 B 1 x 10° A/ L FD T 48 FLAR, K E 3 A4
AT AL, FRANMIIGRE, 37 C 43 |35 5% 24 48 .72
hs A 10% CCK-8 I, KSR EME 7 4 b, fE AR

X 450 nm Kb & A ALEYIOEE (absorbance, A) .
1.2.10  zZmje xR 558 WOR YL T sh-lnc-1 sh-
Inc-2 \Inc-OE Je HXf HEZH (19 CAL2T 4RJifd, #% 8 1 x
10° A/FLEFN T 6 FLAR, AL 3 1L, FE4H
JRIDEE 5 20wl B Sk RIR 5 8 97, 24 h J5
TE R T VSRR, 23 B % A MR A2 1k
1.2.11  Transwell %8 AR R 4720 TH 1k
B ER, DA G I T B 7R 5K 0 AR R & 4 x 10
~/ml, Transwell /NZE R 211600 wl & 20% I3 )
Frgedk, B 200 wl 4 8,37 C i 24 h, B
th/NE ,PBS ¥ 2 U, N 4% 2 B [ 5E 15 min,
IO, 1% 25 5 52 VW, 28 i 4 (0, 20 min, PBS #25¢
IRV, AR 2R R e B B L 28 R T 4 B, 008 T,
SV S TR TN R X TR € M R~ S BT
1.2.12 £ % HxFEH%R B sh-lnc-1  sh-lnc-2 | Inc-
OE FIxf R 2H CAL27 Z il 422 Fh T 6 fLAR, 1000 4~/
fL, B8 3 NS, BALIA 2 ml B53R0 . 557 14
d,4% Z R PR R [ E 30 min, 0. 1% 25§ 55 ¢
0,30 min, JF PRI T I WS IR

1.3 %it=4E XA GraphPad Prism 9.0 K {f
il Image J BAFBEATAIE2A 0 M G5 R M « 25 K
N, WZH FE AR Y o Ky, 22 4 1R] AR B R 3R 7
220307, P <0.05 RKoR A Gt =i Lo At
ARIE B AT [ 2% ] GraphPad Prism9. 0 {221l

2 HR

2.1 c¢-Myec #0 Inc-TBL1XR1-5 7£ OSCC th & ik
B, A REH ARG o-Mye 13RIk X TCGA %%
I 127 v Sk S 9 AE AR EAT BT A LT E AT 22 R4
BT, %I Inc-TBLIXR1-5 £ c-Myc @ k4t @
FmFB (K 1A,P <0.001) , i —25 K0 T Inc-
TBLIXRI1-5 i — 24544 (& 1B) I HHAL T AW
3SR (B 1C) , S T 5IE TCGA 48 A=)
{5 B g R AR PR AL B e 0] b T BRI 5 41
OSCC M A S5 2. M T4l 8,
LU e-Mye 7K g R 2R3k (&1 1D ;1 =67.09, P
<0.001;¢=29.78,P <0.01;:=29.53,P <0.01;¢ =
30.73, P < 0.01;¢ = 61.75, P < 0.001 ), Inc-
TBLIXR1-5 7£ OSCC ZH 4 /5 3235 (& 1E; ¢ =
69. 84 ,P <0.001;:=8.517,P <0.05;: =38.94 ,P <
0.001;¢6=19.11,P <0.01;¢=35.44,P <0.001),
PE— TR KSE FARSE T e-Mye 5 Ine-TBL1XRI -
5 WFRIRAKF s 5T KB, c-Myce #E HN6 Fil CAL27
(R 7KV 328 8 76 N IE 5 1 1 J500% B 4 o (
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1F.F =289.7,P <0.001) . Inc-TBLIXRI1-5 ik /K
SEARIR (8 1G . F =72.23,P <0.01) .

2.2 ¢-Myc 7£ OSCC ZHff Z H IE [5]18 75 Inc-TBL1-
XR1-5 gyRE qRT-PCR 25 B 78 Ine-TBL1XR1-5

A 60

Up Notsig Down B
50 ENSG00000236385.1
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<
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)
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= 20|
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0t 1 1 1 ]
-2.5 0 2.5 5
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C
Chromosome bands
Contigs
Genes(Merged)
Ensembl/Havana)
Regulatory Build
177.2Mb 177.3Mb 177.4Mb 177.5Mb 177.6Mb 177.7Mb 177.8Mb 177.9Mb 178.0Mb 178.1Mb
[ para-cancer tissues )
D mm OSCC tissues E [ para-cancer tissues
r sk ok ok 4r-  mmOSCC tissues
) *
> *k
o ke o — Hokk
= 3r -2 3r
.2 [
@ o
2 #k — .S Hk A+
= 2+ =5 2F sk sk
& =7
3] =L
3] & &
§ 1+ Ev 1F
15
0 0
a a b c d e
G
Fo4- — 10
3]
>
) 2 #
& st R
g % #i
z 2 6[
o oL 5
o e}
g L
= 1F = L
B 7 2
in
o
0 s 0
HOK CAL27 HN6 HOK CAL27 HNo6

E1 OSCCARMOREMMAT Inc-TBLIXRI-S K534
Fig.1 Analysis of Inc-TBL1XR1-5 in OSCC tissue and oral cancer cell lines
A Bioinformatics detection of the expression level of Inc-TBLIXR1-5 in the c¢-Myc high expression group; B: The secondary structure of Inc-
TBL1XR1-5;C; The position of Inc-TBL1XR1-5 in human chromosomes;D: qRT-PCR was used to detect the expression levels of ¢-Myc in 5 paired OSCC
adjacent and cancerous tissues;a — e:5 paired organizations; E: The expression levels of Inc-TBLIXRI-5 in 5 paired OSCC adjacent and cancerous tis-
sues;a — e:5 paired organizations; F; The expression levels of ¢-Myc in HOK, CAIL27 and HN6;G: The expression levels of Inc-TBLIXR1-5 in HOK,
CAI27 and HN6; * P <0.05,* * P <0.01, * * * P <0. 001 vs para-cancer tissues;* P <0.01,**P <0. 001 vs HOK.
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M IRBES c-Myc 1 Rk i Fh sy (Bl 2A:0 =10. 42,
P<0.001;¢=9.159,P <0.001) . fi§ c-Myc J5 %
I Inc-TBL1XR1-5 ffiE c-Myc Bl m [k (& 2Bt
—12.74,P <0.001;1=8.374 P <0.05) , #j23=H
c-Mye 7E OSCC 4t ffl Z 1 1F ] #4755 Inc-TBL1XR1-5
ik,

2.3 WAKXEEBHRELWEIE c-Myec 5 Inc-
TBL1XR1-5 EEFHFXIEHES UCSC %
JEFT JASPAR HC4i6 126 A W) £ S 2 T 45 2R B -
Mye 7£ Inc-TBLIXR1-5 B:[K 5 3l X I A% A GBS
LR CEI3A) o HAUHEN Z Al 45 35 PR S 40 1) 4%
R BPAE Y Ine-TBLIXRI-5 5 A 5 8+ X 8 40 i
$i Renilla Fl c-Myc-OE &% U2 {5 6 AE 5 R AR
7 Inc-TBL1XR1-5 ¥R 8 31 7 X # 4H Jii ki . Renilla

A B Ctrl
2.5 - M c-MycOE

sokok

Relative expression level

c-Myc Inc-TBL1XR1-5

Fl e-Myc ILALYL 2 (19 SR AR LL , B A A L4 Ju 2
YA T 353 =, 17 9% AR R Ak i e 2] TS B I AR 4k
(E3B:1=9.59,P <0.001), 7 2937T 4 fifd # 5 3
T e-Myc Bpr )it B3R (B 3C:0 =23.76,P <
0.05), MILUE T c-Myc F1 Inc-TBL1XR1-5 FE£[H
Ja 8 ¥ X ( - 146 ~ - 135) WA EAEH .

2.4 Inc-TBL1XR1-5 £ OSCC 40 ff1 Z 1 (1Y 5E fiL
RNA FISH %6645 5 B R 5/ 054 FAM &1 19 Ine-
TBLIXRI1-5 4 FrAb i & (B A) 55 DAPL 7R 11
MpErz L& (& 4B) @ EEE G (81 4C) . RNA
FISH £5 R IAZE CAL 27 41 ig # Inc-TBL1XR1-5 44
KEHFAL T AEZ

2.5 j&3i% Inc-TBL1XRI1-5 A[{E# OSCC # &
16 CAL27 41l Jfg p J& Yt Inc - TBL1 XR1-5 3 22 35 9% %

B I sh-Citrl

L5 r m sh-c-Myc
o)
>
Y
g 1ot
g
a
]
o
o HitH
2 05| ##
<
©
(=2

0

c-Myc Inc-TBL1XR1-5

B2 c-Myc E[aiF#Z Inc-TBLIXRI1-5
Fig.2 Positive regulation of Inc-TBL1XR1-5 by c-Myc

A :qRT-PCR was used to detect the overexpression efficiency of c-Myc and the relative expression level of Inc-TBL1XR1-5; B:qRT-PCR was used to

detect the knockdown efficiency of c-Myc and the relative expression level of Inc-TBLIXR1-5; ** * P <0. 001 vs Ctrl group; ™ P <0. 01, P <0. 001 vs

sh-Ctrl group.

A Inc-TBL1XR1 B 4
TSS
c-Myc binding site = 3L
: £
Exonl Exon} ‘5
A <
2 2F
GAAACGTGTAAA ! 8
=
-146 -135 g
WT |ACAAT(}/\AAC(]T(}T/\AATGGGA| O 1F

MUT [ACAATTCCCATGTGCCCTGGGA |

I 0

1 0

0O Ctrl
m c-Myc

a
w

1

*

ok %k

c-Myc expression level

pGI3 WT Mut Ctrl

c-Myc OE

B3 c¢-Myc 3t Inc-TBL1XR1-5 g% KA {E R
Fig.3 Transcriptional regulation by c-Myc on Inc-TBL1XR1-5

A :Schematic diagram of the sequence of the Inc-TBL1XR1-5 promoter region, c-Myec binding site, and mutation site; B; The dual luciferase reporter

gene experiment was used to detect the relative luciferase activity of wild-type and mutant plasmids carrying ¢-Myc binding sites; C; Overexpression of

c-Myc in 293T cell after transfection with plasmid; * P <0.05, " * * P <0. 001 vs Ctrl group.
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B C

E 4 Inc-TBL1XRI1-5 7E40FE A 89 E L
Fig.4 Localization of Inc-TBL1XRI1-5 in cells
A:lne-TBL1XR1-5 5’ FAM;B:DAPI; C ; Merge

J& ,qRT-PCR #: Inc-TBLIXR1-5 ()3 Z5 1550 % , 4%
W R AE CAL27 W Ine-TBLIXR1-5 3 ik BY @ 34 i
(B 5A:1=386.7,P <0.000 1), Z03]%scu st
(K 5B:t =47.87,P <0.001;1 =251.8, P <
0.001;¢=51.39,P <0.000 1) f1 CCK-8 51y 4
(B 5C:t=4.47,P<0.05;:=13.37,P <0.001 ;¢ =
19.65,P <0.000 1), & 7% i 223k Ine-TBLIXR1-5
) CAL27 4 Jfd 3% 5 B S A8 PR, Sl A 5 55 5 (1A
5D 5E.1 =182.7,P <0.000 1) 1 Transwell 52 % %%
WK 5F) 5% 3F %35 Inc-TBLIXR1-5 fij CAL27
YA IE AL RE T G0 . AR TR TR L SE B0 4 SR 10
3133k Ine-TBLIXR1-5 ) CAL27 4 ffd 5% 54 B i b
TXELL (B 5G) . MELat 3K iE Ine-TBLIXRI-5 1y
CAL27 2 i) 35 57 21 65,728 Ak - I 1 35 57 3 1 pH
B, DA A B e 4 16 A3 1) 155 0, 45 2R R 2 3Rk
Inc-TBLIXR1-5 ) CAL27 #ff fifd £ 5 B 2 A8 P (&
5H) . DhESEggi iR W 7E OSCC 4 it 5 rhat 3Rk
Inc-TBLIXR1-5 1] B & 4i 7 20 i %) 32 8% | AX 080 Fn 3
B o

2.6 B{{E Inc-TBL1XR1-5 A4 OSCC R 7
CAL27 40ffi sk Ye sh-Ine-TBL1XR1-5 B 155,
qRT-PCR il sh-Inc-1, sh-Inc-2 @k K5, & B
76 CAL27 4 & Inc-TBLIXR1-5 B #{% (&l 6A 1
=11.52,P <0.001;:=6.137,P <0.01) . ZiffIit%k
Segh s (& 6B.t =42.87,P <0.001;¢=9.355,P
<0.01;:=36.76,P <0.001;:=45.32,P <0.00 1;¢
=5.527,P <0.001;:=42.09,P <0.000 1) fl CCK-
8 SLIGZE R (K 6C .1 =16.87,P <0.001 ;1 =26.37,P
<0.001;¢=18.75,P<0.001;t=13.44,P <0.001 ;¢
=15.14,P <0.001;: =7.693,P <0.01) %75 : f Ik
T Inc-TBLIXR1-5 [ OSCC 2 g 345 IH (@ 7548 . A

R R @A L5 (K 6D 6E: ¢ =110.3, P <
0.001 ;¢ =28.89, P <0.001) il Transwell 525 ( &
6F) Sk MLEL A ML T A% e ) , 7048 & 2 O B A se T WL
ZHFAMA, 25 B R A T Ine-TBL1XR1-5 ) OSCC
AT RE T R R . ARTETE L SE B0 4 R 16
FR T Ine-TBLIXRI1-5 [ OSCC 4 it 3% 5 B (3 A5 18
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Fig.5 Overexpression of Inc-TBL1XR1-5 can promote the growth, proliferation, migration, and metabolism of OSCC cell lines

A: qRT-PCR was used to detect the overexpression efficiency of Inc-TBL1XR1-5;B; Cell counting method is used to detect cell proliferation ability;

C: CCK-8 assay was used to detect cell proliferation ability ;D Cell scratch assay was used to detect cell migration rate; E; Cell scratch assay was used to

detect cell migration ability x 5;F: Transwell experiment detects the migration ability of cells by 0. 1% crystal violet staining x 5;G: Colony formation

experiment detects cell proliferation ability with 0. 1% crystal violet staining multiplied by magnification; H: The color of the culture medium was observed

and the pH value of the culture medium was detected to assess the metabolic capacity of cells; * P <0.05, " * * P <0. 001 vs Ctrl group.
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A: qRT-PCR was used to detect the knockdown efficiency of Inc-TBL1XR1-5;B: Cell counting method was used to detect cell proliferation ability ;

C: CCK-8 assay was used to detect cell proliferation ability ;D : Cell scratch assay cell migration rate; E: Cell scratch assay was used to detect cell migra-

tion ability x5;F; Transwell experiment detects the migration ability of cells by 0. 1% crystal violet staining x5 ;G: Colony formation experiment detects

the proliferation ability of cells by staining with 0. 1% crystal violet; H: The color method of the culture medium was observed and the pH value of the cul-

ture medium was detected to test the metabolic ability of cells; * * P <0. 01,
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C-Myc-regulated Inc-TBL1XR1-5 influences the progression

of oral squamous cell carcinoma
Fu Miaoting'”, Zhu Youming'”
('School of Stomatology , Anhui Medical University, Hefei 230032;
*Laboratory of Anhui Oral Disease Research Center, Hefei 230032)

Objective

This study examined the influence of ¢-Myc regulated long noncoding RNA TBL1XR1-5
(Inc-TBL1XR1-5) on the progression of oral squamous cell carcinoma ( OSCC). Methods

Based on the expres-

sion of c-Myc, bioinformatics analysis was performed on head and neck squamous cell carcinoma samples in the

(TF4% 1582 1)
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domly divided into three groups: control (Con) group, DHEA group, DHEA + sh-NC group and DHEA + sh-NL-
RP3 group, with 8 mice in each group. Except the control group, all other groups treated mice with dehydroepi-
androsterone (DHEA) to establish PCOS mouse model. DHEA + sh-NLRP3 group and DHEA + sh-NC group were
administrated with sh-NLRP3 or sh-NC encapsulated in lentivirus at a concentration of 1 x 10’ TU/ml via tail vein
injection. The ultrastructure of mitochondria in ovarian tissue of mice in each group was observed by transmission e-
lectron microscope. Results Compared with DHT + sh-NC group, the level of NLRP3 of SVOG cells in DHT + sh-
NLRP3 group decreased (P <0.05). The co-location of GFP-LC3 and mitochondria in SVOG cells in DHT + sh-
NLRP3 group was higher than that in DHT + sh-NC group (P <0.05). Compared with DHT + sh-NC group, the
number of TUNEL positive cells and Mito-SOX fluorescence density of SVOG cells in DHT + sh-NLRP3 group de-
creased, and the ratio of polymer JC-1 to monomer JC-1 increased (P <0.05). Compared with Con + Ad-EV
group, the level of NLRP3, the number of TUNEL-positive cells and the fluorescence density of mito-SVOG in Con
+ Ad-NLRP3 group increased (P <0.05), and the co-location level of GFP-LC3 and mitochondria decreased; the
ratio of polymer JC-1 to monomer JC-1 decreased (P <0.05). Compared with the control group, TUNEL positive
cells, relative ROS intensity and percentage of damaged mitochondria in the ovarian tissue of mice in DHEA group
increased (P <0.05). Compared with DHEA + sh-NC group, TUNEL positive cells, relative ROS intensity and
percentage of damaged mitochondria in DHEA + SH-NLRP group decreased (P <0.05). Conclusion Inhibition
of mitochondrial autophagy induced by activation of NLRP3 leads to mitochondrial dysfunction and promotes mito-
chondrial-related apoptosis in GCs. Knockdown of NLRP3 is beneficial to mitochondrial homeostasis and improves
the resistance of GCs to oxidative stress injury, thus promoting the recovery of PCOS.

Key words NOD-like receptor thermoprotein domain related protein 3 ; mitochondrial autophagy ; polycystic ovary
syndrome ; oxidative stress ;mitochondrial homeostasis; granulosa cells; mice
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TCGA database, and Inc-TBL1XRI1-5 with closely related c-Myc expression was screened. The effects of c-Myc
overexpression and knockdown on Inc-TBLIXR1-5 were detected. Expression relationship of c¢-Myc and Inc-
TBL1XR1-5 in OSCC and para-cancer tissues. Dual-luciferase reporter assays were used to verify the binding of c-
Myec to the Inc-TBL1XR1-5 promoter region. RNA FISH were used to determine the localization of Inc-TBL1XR1-5
in OSCC cell lines. The effects of overexpression, knockdown of Inc-TBL1XR1-5 on migration, metabolism, and
proliferation of OSCC cells were observed by quantitative real-time polymerase chain reaction (qRT-PCR) , scratch
tests, transwell assays, medium color and pH changes, cell counts, CCK-8 assay, and colony formation assays.
Results 1t was found that c-Myc positively regulated the expression of Inc-TBLIXR1-5 in OSCC cell lines and tis-
sues. The binding of ¢-Myec to the Inc-TBL1XR1-5 promoter region was verified by dual-luciferase reporter assays.
RNA FISH showed that Inc-TBL1XR1-5 was localized in the nuclei in OSCC cells. Overexpression of Inc-
TBL1XR1-5 promoted migration, metabolism and proliferation in OSCC cell lines, while knockdown of it had the
opposite effect. Conclusion c-Myc positively regulates Inc-TBL1XR1-5 in OSCC. Lnc-TBL1XR1-5 affect the mi-
gration, proliferation, and metabolism of OSCC by influencing the tumor microenvironment.

Key words long non-coding RNA; c-Myc; oral squamous cell carcinoma; Inc-TBL1XR1-5; cell proliferation;
cell migration
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