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[fHE ] ¥=5B8H: KEEIEZ%BRNA (long noncoding RNA, IncRNA ) AEMSTHE I 5 . mRNASTY) . FasE Ml
B, 22y A EE R T AR BERTTIneRNA FLI306797E L BRIk 40 )% (oral squamous cell
carcinoma, OSCC) FAYFIL . Sl AR AR ) 56 22 M FOSCCAEN: A Y2447 MBI . Fik: i3 UCSC Xena%itds
JEAYHTFLI306797E 3k FHT iR 41 i ( head and neck squamous cell carcinoma, HNSCC ) ZHZIH 1255 K 5l AR PR 245
TERYR R . S 92 i R A% 2 (real-time fluorescence quantitative polymerase chain reaction, RTFQ-PCR ) il
FLI306797EOSCCANIE AR H ik, Mt RNAKZ T/ 25 S0 50 B W AN 4 5 SRAIFLI30679 Smart Silencerfd: 37 FLI30679 7
I (SS-FLI30679 ) , SRHIid Fik Bk 7 FLI30679id #63k2H (FLI30679 ) - il ZHMEIT4uR7&-8 (cell counting kit-8,
CCK-8 ) Filtranswel XFF% S I M FLI306793 35 2028 % OS CCAN L b Al AT RS ik I B9S2 . 38 3 RTFQ-PCRANHE [ [ B[N 75
% (Western blot ) #:MOSCCHIH FIFLI30679783k A8 Xt [ Jz-[M 7 B4 b ( epithelial-mesenchymal transition, EMT ) #f
FHH IR MM, 1013 Western bloth Il FLI30679334 M8 X i BE LA 3 -4/ ( phosphoinositide 3-kinase, PI3K) /&
F#AEYB ( protein kinase, AKT) MMM, &R HIHESPr IR, FLI30679/EHNSCCH LI 1 FRik & T 1E #4141
(P<0.01) , HHFXEREFSAH KL (P<0.01) . FLI306797E6F1OSCCANNE & iy mdeik, HIFEEM T4, 5
XHIRZHA LG, FLI30679m8ZH 1OSCCAN IS FE FIIEAL RE ) B AL (P<<0.01) , FLI30679id %352 ) OSCCAN IS5
MR RETHE (P<<0.001) . FLI3067908 F3E-F5 4 ( E-cadherin ) FYmRNAFIH FRK/KF i (P<<0.01) ,
MN-5%5% 1 ( N-cadherin ) FIIIEE A (vimentin ) BImRNAFIE H#kKFE R (P<0.01) ; FLI306791 %5 55
E-cadherinflJ 2 1335 7KF R4 ( P<<0.001) , [fiiN-cadherinflvimentinflymRNAFIZE (135K il ( P<<0.05) . FLI30679
RO T B R T PI3K ( phosphorylated-PI3K, p-PI3K ) FIBERR AL AKT ( phosphorylated-AKT, p-AKT ) 3R AR IE A T
(P<<0.001) , FLJ30679:d %35 FEp-PI3K Mp-AKTHYEE FH k5K i (P<<0.01) . £5i8: FLI306797EOSCCHNJiI FZH 2
thERIA LR, RERSIEHFOSCCANMIIGFE FIIERS , X FTHE HFLI30679MIG PI3K/AKTiE i, e HFEMTHY A A K.
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[ Abstract ] Background and purpose: Long noncoding RNA (IncRNA) can regulate gene transcription, mRNA shear,
stabilization and translation, and it is an important regulatory factor in a variety of biological processes. This study aimed to
investigate the expression and clinical features of IncRNA FLJ30679 in oral squamous cell carcinoma (OSCC) and its effect on the

malignant biological behavior of OSCC. Methods: The expression of FLJ30679 in head and neck squamous cell carcinoma (HNSCC)
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tissues and normal tissues was analyzed by the UCSC Xena database for expression and prognosis. The expression of FLJ30679
in OSCC cell lines was detected by real-time fluorescence quantitative polymerase chain reaction (RTFQ-PCR). The subcellular
localization of FLJ30679 in OSCC cells was detected by RNA nuclear-cytoplasmic fractionation assays. FLJ30679 Smart Silencer
was used to establish the FLJ30679 knockdown group (SS-FLJ30679), and overexpression plasmid of FLI30679 was used to
establish FLJ30679 overexpression group (FLJ30679). The effects of altered FLJ30679 expression on the proliferative and migration
capacity of OSCC cells were examined by cell counting kit-8 (CCK-8) and transwell migration assays. RTFQ-PCR and Western blot
were used to determine the effect of altered FLJ30679 expression on the expression of epithelial-mesenchymal transition (EMT)-
related genes in OSCC cells. The effects of altered FLJ30679 expression on the phosphoinositide 3-kinase (PI3K)/protein kinase
(AKT) pathway were detected by Western blot. Results: Online query of database showed that FLJ30679 expression was higher in
HNSCC tissues compared to normal tissues (P<<0.01). HNSCC patients with higher FLJ30679 expression had lower overall survival
(P<<0.01). The RTFQ-PCR results showed that FLJ30679 was expressed at a higher level in six OSCC cell lines compared with
normal cells, and was predominantly localized in the nucleus. The ability of OSCC cells in the SS-FLJ30679 group to proliferate and
migrate was significantly lower compared with the SS-NC group (P<<0.01). OSCC cells in the FLJ30679 overexpression group had
significantly higher proliferative and migratory capacities than those in the vector group (P<<0.001). RTFQ-PCR and Western blot
results showed that FLJ30679 knockdown resulted in upregulation of mRNA and protein expression levels of E-cadherin (P<<0.01)
and downregulation of mRNA and protein expression levels of N-cadherin and vimentin (P<<0.01). FLJ30679 overexpression
resulted in downregulation of protein expression levels of E-cadherin (P<<0.01) and upregulation of mRNA and protein expression
levels of N-cadherin and vimentin (P<<0.05). Western blot results showed that knockdown of FLJ30679 resulted in decreased protein
expression levels of phosphorylated-PI3K (p-PI3K) and phosphorylated-AKT (p-AKT) (P<<0.001), and overexpression of FLJ30679
resulted in increased protein expression levels of p-PI3K and p-AKT (P<<0.01). Conclusion: The expression of FLJ30679 was
increased in OSCC tissues and cells. It promoted the proliferation and migration ability of OSCC cells, which may be caused by
FLJ30679 promoting EMT via PI3K/AKT pathway.

[ Key words | Oral squamous cell carcinoma; Long noncoding RNA; FLJ30679; Cell proliferation; Cell migration; Epithelial-

mesenchymal transition

1 %tk 40 g 9% ( oral squamous cell
carcinoma, OSCC ) J&LHERHBEIR AL ( head
and neck squamous cell carcinoma, HNSCC ) H#)
B WA Y T OSCCRE R RARAE
HAW R, g EEe e Tl 2 . AiE
BURIT TR ETAR L AT . BUTEEERIRYT,
BARIRIT T IR RS, (HOSCCRF IS
Pogeas L Nk, B ST RS W OS CCY SR g
IR s

KAHEAEMASRNA (long noncoding RNA,
IncRNA ) J&H R F200 M H R AYEEARNA,
SEHERE PR LR FA RN T ) L IncRNA
Al AR A iR R Z 0] . W& KRR
SEAE AR [ A 8458 1 AU 3 sk
RENE JH 5 3L R A0 5% 5% . mRNABYY) | F20E A1
B, LAY R E N
38 1 A A SE [ ZH [T ( The Cancer Genome
Atlas, TCGA) ¥4/ & 3, IncRNA FLI30679
FEHNSCCH AN KL B, HALF Y @ik

16q24.1, WIMNFME TN, KEE R 980 bp.
FLI30679 5 A RFUS A% 1, HHE®
IRTEAL 5 B s SR B A e A o6 L AT
KFFLI3Z06797EOSCCH I 1E FHAIL I 1 AT 28
AWF5E B ERITFLI306797EOSCC AR i A £ ik
RGBT, DA SRR B8 5 XF O SCC A Jif 14 5 A1l
TREE, 51 NOSCCHIZTHLH . 21850
FHEFR BT P PR U

1 BRI

1.1 #el

DMEMAMIDMEM/F12 (1 : 1) RiFHYy
W H R R R R A RA A, kB
1M7E ( fetal bovine serum, FBS) I [ FEiE
i A (dbmt) ARRAF, H8R-#5E
R, R AMRAR . 0.25%L Y LR
(ethylene diamine tetraacetic acid, EDTA ) i
FIBE A . B L &t (electro chemical
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luminescence, ECL ) a5 & A1 40 A i 5L 74
#-8 (cell counting kit-8, CCK-8) ¥y H 7
M FEREVRHCA IRA R, BRI ZE vh £ W
( phosphate-buffered saline, PBS) Il K
WVEAE IR BRA A, B skl &L Sem
PWHNE R AHHE R N (real-time fluorescence
quantitative polymerase chain reaction, RTFQ-
PCR ) 50 & ¥ 0 B W g SCRH 5 AR ) TR R
/8], TRIzoli®#] . Lipofectamine'™3000%% 4t
X FIPARISTM Kit¥ 14 [ 32 [E Thermo Fisher
Scientific/AFl, E-#5%h#H ( E-cadherin) . N-
5758 (N-cadherin ) . JJE&E I ( vimentin )
Fip-actinPr ¥ A RIFTRLE R AR A
FRAF, BERSWEALES3-1% B ( phosphoinositide
3-kinase, PI3K ) . #EFI¥EFB ( protein kinase,
AKT) . #R{LPI3K ( phosphorylated-PI3K,
p-PI3K ) (Tyr458) / (Tyr199 ) FIBEfR{LAKT
( phosphorylated-AKT, p-AKT ) (Serd73) Piik
Y § € [# Cell Signaling TechnologyZs 7], HRPHR
IEFEPT R il A A IR A AR A R A
1.2 KWHE
121 BB HEAEERSH

fEHUCSC Xena%t#i/%E ( http://xena.ucsc.
edw/) "' IYTCGARUR /M HTFLI306797EHNSCC
AP FRIBFNGIREE Lo A ISR «
@ JFEME; @ 184 <A <804 . HERRZHT
AIBRUES = D A AT Ay A 1 e s 50 Bl 01
I . FeAETEIE ;@ I KRB A 56 B e
4ifiii; @ THEFIARIFLI30679 3 AR 45 5 .
AR i (4 FP LB i SR 53 I FLI30679 ™ 41 Al
FLI30679""4 .
122 ek

ANOSCCHIfg & (HN6, HN30, CAL-27.
SCC-9. SCC-4F1SCC-25) FIIEH i I8 41t [7]
LIFERESE " . HN6. HN3OFRICAL-2740 i 75
H A 10%FBSFI1 % 55 % -5 % & AYDMEM & H
B G F%, SCC-9. SCC-4FISCC-2541 il
15 10%FBSHI1%7 % 3 -5 % 2% IV DMEM/F12
(1:1) i, 4K 137 €. Co,
TRFR ST ECR 5% HAR S B R A

1.2.3 ERNARRK, RE#HFARTFQ-PCR

fif FHTRIzo a0 24 4 O B2 U RNA . ff
S sk R AT R s UV . fifi HRTFQ-PCR
R BECHI20 L R NAR R, RPN H
W FER AT Y 3G . N2 R 95 ¢ TAEE
30s; 95°C 5s, 60 °C30s, {EFHR40IK, Vlp-actin
JNZ, a2t R OSCCA il FLI306791)
X FRA R, ST LR,
1.2.4 RJARNAB 5 8 5 It FLJ3067949 I
2m el € A

fef RN AR 73 237 0 2 A A% 5 4 g
FTHIRNA, 280 i s i s, KR HIRTFQ-PCR
1‘&{5"] ) JEJiZ (HRNARCeft — 415 RNAKY Cefl ) X 100%ﬁ‘;§r
FLJ306797E 240 il 5t A2 A% v i) o b, LAUG AN
GAPDH 3 5IWE R 4l ML A% AN AN BT R N 2, FIT
FLJ30679TEA L SR A Az b i) ke, 514590
WL,

%1 RTFQ-PCRETH3ZI#1F 3
Tab.1 The sequences of the primers used in RTFQ-PCR

Gene Primer sequence

FLJ30679 Forward: 5'-GCAAATGTGACCCGCCTCCTAC-3'

Reverse: 5-GCTACACGCTCTGCCCTTTCTC-3'

E-cadherin Forward: 5'-CGAGAGCTACACGTTCACGG-3'
Reverse: 5'-GGGTGTCGAGGGAAAAATAGG-3'

N-cadherin ~ Forward: 5'-TGCGGTACAGTGTAACTGGG-3'
Reverse: 5-GAAACCGGGCTATCTGCTCG-3'

Vimentin Forward: 5'-AGTCCACTGAGTACCGGAGAC-3'
Reverse: 5-CATTTCACGCATCTGGCGTTC-3'

p-actin Forward: 5'-CATGTACGTTGCTATCCAGGC-3'
Reverse: 5'-CTCCTTAATGTCACGCACGAT-3'

GAPDH Forward: 5'-GAACGGGAAGCTCACTGG-3'
Reverse: 5-GCCTGCTTCACCACCTTCT-3'

U6 Forward: 5'-CTCGCTTCGGCAGCACATATACT-3'

Reverse: 5'-ATTTGCGTGTCATCCTTGCGCA-3’
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1.2.5  ZmhedE e B R I e
BN BT AR W R A R A |l T A R
FLJ30679 Smart Silencer, 4353 HFLI30679f 8 2H
( SS-FLJ30679 ) Flwi % iRl (SS-NC) ,
JPAN L2, FR i L R A PR R A
FLI306791) ik Rk Bk, 433l WFLI30679:d 21k
20 (FLIJ30679 ) Flad ik xf B4 (vector) .
b F XL KRS YL CAL-27 . HN3OFIHNG
YRR B FL2 X 10N 5 i B e fLir D, e
TS R4 353524 ho FrefLAR Y 40 B
A EIRE60%LL AT, f#iHLipofectamine™3000
YR KB HIFLI30679 Smart Silencer/ 5k (%%
YRR, WSZERIMEEANUGRRIRS . 4k
2219748 W, il TRIzolia 77 2 fifk 20 o 42 BB
RNA, KHIRTFQ-PCRAGMX} T FLIZ0679 A4 %% 4L

%2 FLJ30679 Smart SilencerfJ #8551
Tab.2 FLJ30679 Smart Silencer target sequence

Name Sequence

GGTGTCCGCAACATTAATA

GAAGTGCCTCAGAGCATTT

GACCTCCTTAGGACATAAT
FLJ30679 Smart Silencer

GCCTACTTAACAGATACAGA

GCTAACTATGTTTCACAGCA

GCACAGACCGTCACGTCCAT

1.2.6 R JACCK—8 5% BaAsim| am ie. 3 58 4% 7

AEFLI30679 Smart Silencer/Biki %424 hiG iy
Y, R ToefLAR (1X1044L) H, F4ufEks
FAENIGFE . RERERTINAL0 pLALAYCCK-8, il
HF450 nmAb OB (D) {H, SIS d.
1.2.7 KRB transwell i 5 £ 346 2g i £ 45 58

WEEFLI30679 Smart Silencer/ )it fir 55 gy
24 hIEHUIAE, B0 5 TG I i A0 e 1 7R A
B, IR FtranswelUNE Y B (£92.5%X 10
A~/100 uL ) , K600 PL% 10%FBSHIE;FRILA
F/NE R 2440 R =, TAMEE SRR N5
7748 h; 4% Z KRR EE, 0.1%45 Mm%
Yefn, MR D ERFBLIN, 7E62E Rl
BE T BEHLEEER S LR BRI 04T

1.2.8 RAZGRPTE ( Western blot ) #m] &
B 89 R A KT

6T ] 4 240 i 22 i T 22 i 240 P 2 LA 1 o
WA BRI T7105 CaJ@IR10 min, ffiH —
1] Tf# ( bicinchoninic acid, BCA) EHTEHIR
F G £ Bk B, O A BRI I A ok
TG 5285 X | o J 0 1R 4 2R P A T e 8¢ G P
¥k ('sodium dodecylsulphate polyacrylamide gel
electrophoresis, SDS-PAGE ) # [1 I FEZZ I ;
B 5 W RC#EAT LA, T 10% SDS-PAGE#EAT
BERCHLUK, VKU T L s Al 5% B RE W5k 5 1]
I h, 764 CHER L8l —4t [ N-cadherin,
E-cadherin, vimentin, PI3K. p-PI3K ( Tyr458) /
(Tyr199) . AKT. p-AKT (Ser473) #l
B -actin¥) Jg1 : 1 000 ] ; 2Kl & At
T-20 = L P 2% wh R W (tris-buffered saline
Tween, TBST) MWME3K, TEETNEE I
(1:10000) , FRXRMEHTBSTHRMEI WG, fHiH]
ECL RS2 WOE I B R R GB35 (i Image J
BAHAT IREE 534
1.3 GiitEsE

K HISPSS 19.0% 44 J2 GraphPad 7[&IHEAb Kk
X B AT G A . TR 536,
P2 1] L #52R FH Student ¢KG 56 . 2240 18] HL 5K
R R Ir 2500, LI L ECR HILSD-rk:
5o X TIGRE AR 7487, K HKaplan-Meierik:
FIVEEAFIZE, Lllog-rank s HL A 4L R A 7R
IZE5T o SRHICOX LB XUSAR T 4T HLIN 2R M 22
PRI 5047, LA SE S HNS CC AR A= A7 1Y
MSrHEHZE. P<0.05hEFAGI4E L,

2 4 B

2.1 FLJ306797EHNSCC4 1 rh i R A Fnilfs Bk
UCSC Xena%tdfs B TCG A 1 28 A FN
HEBR AR LA, i UCSC Xenaitdi & i 1)
TCGALZ I 55 K F 3k Bl Al R & 43 B s
HIEWHZ! (n=44) M, FLI306797EHNSCC
HE (n=518) HTHIFRIEKF-Em (HNSCCH
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A10-5.28942.087, IEH A4 H-6.2394+1.930,
P<0.01, EI1B) , #F—HEp kA fFihg %k
B, FLI30679/ K iAM B EWFH 2 (log-rank
P<0.01, K1C) , TERHEZF S, BHCOX
LA IR A5 S S BT FLT306 79 2234 7K - . i HE
2 IRIR L LR AR YRR
FhiE SR IEER, KPIFLI306790 # kKAl
S B 2= A A X S A 2 (P<0.05, EID)

A | TCGA gene expression cohort (n=10 535) |
—»I Other tumors (n=9 971) |
A\ 4
HNSCC (n=564)
Metastatic (n=2)
A
| Solid normal tissue (n=44) | | Primary tumor (n=518) |
\ 4 \ 4
| Quantivative expression (n=562) |
B IO oy, SO
2 |
S= | |
S = &
-8 _sl
SER-
o T Oy GED
°c = -
Y
S =
‘B —10F XL
s g
a=
53
o
,15 I I
Normal Cancer
(n=44) (n=518)
Univariate COX HR (95% CI) P value
FLJ30679 | 1"" 1.115 (1.026-1.210) 0.01"
Pathologic stage [ [ —e— 1488 (1.223-1.811) <0.000 1"
Clinical stage |- —— 1.165 (0.981-1.382) 0.082
Histological grade [ —Q‘—' 0.998 (0.834-1.193) 0.979
Age | v 1.010 (0.995-1.026) 0.204
Gender [ ——t 0.820 (0.584-1.151) 0.252
Race [ —— 0.823 (0.614,1.104) 0.195

00 05 1.0 1.5 20

Jfl A Z KR BIHAHTIESE, FLI30679fR k7K
SRR BR2A A W HNSCC R & fY 0 vy 5 &R
(P<0.05, EI1E) . i#f—2il i+ ENCORIEHE
J% ( https://rnasysu.com/encori/index.php ) ">’ Fll
GEPIA2%#& % ( http://gepia2.cancer-pku.cn ) L1
LR, SIEWHSHL, FLI306791
HNSCCHZUP Y RBKF-H5, HFLI306795
FEIR B TS 3 2%

| TCGA survival cohort (n=12 591) |

Iterms or participant with
¥ other tumors (n=11 987)

| Participant with HNSCC (n=604)

Age<18 or > 79 (n=39)

Unclear Race (n=15)

Unclear pathologic stage (n=73)
Unclear clinical stage (n=12)
Unclear histological type (n=3)
Unclear FLJ30679 expression (n=75)

Y

A4

Overall survival (n=387)

~4= FLJ30679"™
~s FLI30679""

100 Log-rank P<<0.01
HR (High)=1.495

% CI: -
80 95% CI: 1.088-2.054

60

40

Overall survival

20

Median days 1 090 and 2319 i : ;
0 1000 2000 3000 4000 5000

t/d

Mutivariate COX HR (95% CI) P value

FLI30679 | - 1.107 (1.019-1.202) 0.016

wrnr

Pathologic stage | —a—i 1.471 (1.210-1.788) <<0.000 1

B 1 FLJ306797EHNSCCALRAFHIRAMMEE X
Fig. 1 Expression and prognostic significance of FLJ30679 in HNSCC tissue

A: Schematic representation of TCGA data inclusion and exclusion in the UCSC Xena database. B: Analysis of FLJ30679 expression in HNSCC
and normal tissues in TCGA data (Normal: 44; Cancer: 518). C: Overall survival of patients with high and low FLJ30679 expression, above the
median FLI30679 expression for the FLI30679"" group and below the median FLI30679 expression for the FLI30679""" group. D: Univariate COX
regression analysis of FLJ30679 expression and other clinical parameters. E: Multivariate COX regression analysis of FLJ30679 expression and other
clinical parameters. *: P<<0.05, compared with normal. **: P<<0.01, compared with normal. ****: P<<0.000 1, compared with normal.
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2.2 FLJ306797OSCC4H At Y 3= 1% F0 F 40 A
E L

RTFQ-PCRZ5 R 7k, FLI306797EOSCCHH
L T AR IR A TR R A (R 2
Mg 1.000+0.000, HN64HAE49.524+1.693,
HN3040 /i K1.556+0.181, CAL-27400t8 K

4.930+£1.207, SCC-441}i"H1.4314+0.266,
SCC-94ififi H2.662+0.568, SCC-2540fifi N
2.147+£0.078, K2A) , ¥ CAL-27. HN6FI
HN3 O g 4% )i 43 5 )5 #EFTRTFQ-PCR, 454 i

A B CAL-27
_ Hl Cytoplasmic
151 120 M Nuclear
S 100
b5 <
o z
.S 10f &80
Z o =
25 2 60
oo [
g 5
g d Sk § 40
k| 5 20
[=4
0 0
N o N AN X9 M o S \
SO SRS AR
& TS S N &
<° <

/N, FLI30679 EZ &N TOSCCAufZIN (A
U6. GAPDHIE RS RUE, E2B) .
HN6 HN30
120] @™ 120] @™
X X
< 100 < 100}
Z, Z
&80 X80
= 8
2 60 2 60
s 5
s 40 s 401
3 51
E 20 &‘3 20F
0 0
SR e & &@
O?» Q\SD O?v Q\){b

E2 FLJ306797EOSCCHARE % H i3 1% 5 T 4R AR 7E i
Fig.2 Expression and subcellular localization of FLJ30679 in OSCC cell lines

A: The expression of FLJ30679 in OSCC cell lines and normal cells was assessed by RTFQ-PCR. B: RNA nuclear-cytoplasmic fractionation assays
were used to detect the subcellular localization of FLJ30679 in CAL-27, HN6 and HN30 cells.

2.3 FLJ3067980E Xt OSCCYH LA FNiT & A
A1)

RTFQ-PCR& R B /~, #ECAL-27#H
HN64H 8 1 SS-FLI306794H A FLI306794H X}
TR AR TSS-NC4L ( CAL-274i i .
0.441+0.067 vs 1.000+£0.000, P<<0.001;
HN64IJifg: 0.417+0.011 vs 1.000£0.000,
P<<0.000 1, EI3A) . CCK-8%Z R /R, SS-
FLI306794 " B CAL-27 HIHN 641 it 1 5 fie
J1 5 F R TSS-NC4H ( CAL-274H i) D1A -
1.895+0.107 vs 2.236+0.043, P<<0.000 1; HN6
AMAYDME : 1.8634+0.106 vs 2.403+0.118,
P <0.000 1, #I3B) . Transwellil-# 525645 H
W, SS-FLI3067940 "1 A CAL-27 FIHN6AH i
TRHE N B F M TSS-NCH ( CAL-2740 0 iF
FAL. 352.000423.065 vs 481.000+26.514,
P<<0.01; HN6ZNAEIEFEEL: 180.000+23.259 vs
400.667+37.807, P<<0.001, K3C) .

2.4 FLJ30679iT & AT OSCCH LA FN T 75
sl

RTFQ-PCR& R W /R, FLI3Z0679id %
IRHBCAL-27FIHN3040 i A FLI30679
M E R E T & Tvectordd (CAL-274
. 6 478.826+649.347 vs 1.000%0.000,
P<<0.000 1; HN304i}fi: 63 230.811+9 752.614
vs 1.000£0.000, P<<0.001, Kl4A) ., CCK-8
iR N, FLI306791d RBAFHCAL-27Fl
HN3 04 Jifd 3% 56 g 7 0 % = T vectorl ( CAL-
27D : 1.845+0.201 vs 1.228+0.163,
P<0.000 1; HN3OAHIAIDIE: 2.94240.051 vs
2.612+0.129, P<<0.000 1, [KI4B) . Transwell
TR R, FLI306795 FikH P
CAL-27FHN3041 il iF % fE /1 B 3 & Fvector
4 (CAL-2740Mu R4 : 638.667+£16.623
vs 454.667+24.543, P<0.001; HN30Ziif
A 219.000+5.568 vs 69.667£6.028,
P<<0.000 1, K4C) .
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A B
M SS-NC CAL-27 HN6
1.51 M SS-FLI30679 2.51 —e-ss5-NC - 3.01 -e-ss-NC
« —#- SS-FLI30679 55 —B-SS-FLI30679 -
=] - .
.S ° o
29 1.0 = E
o5 = =
8o > g
5§92 £ E
o = Z Z
= = 0.5 Q J
<
©
-
0.0
CAL-27 HN6
C Migration

SS-FLI30679 FLJ30679
I

X 600 M SS-NC

M SS-FLJ30679

400f B8+

Cell counts

200

HN6

CAL-27 HN6

El3 FLJ3067981m X OSCCH ptt5a FniT 7% 8t 1 9 820
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A: RTFQ-PCR was used to determine the relative expression of FLJ30679 after knockdown of FLJ30679. B: CCK-8 assay was used to determine the
effect of FLJ30679 knockdown on the proliferative ability of CAL-27 and HN6 cells. C: Transwell migration assay was used to determine the effect

of FLJ30679 knockdown on the migratory ability of CAL-27 and HNG6 cells. *: P<<0.05, compared with SS-NC; **: P<<0.01, compared with SS-NC;
*#%, P<<0.001, compared with SS-NC; ****: P<{0.000 1, compared with SS-NC group.
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the effect of FLI30679 overexpression on the proliferative capacity of CAL-27 and HN30 cells. C: Transwell migration assay was used to determine
the effect of FLJ30679 overexpression on the migratory ability of CAL-27 and HN30 cells. **: P<<0.01, compared with vector; ***: P<<0.001,
compared with vector; ****: P<<0.000 1, compared with vector group.



446 WBEE, &

KBEIRRAIRNA FLI30679XY CJREGHIR 4B IR s 4RI IEA DT 00

2.5 FLJ306793OSCCHAa L &85t Rk
( epithelial-mesenchymal transition, EMT ) B
Al

RTFQ-PCR f{lWestern blotZ5 H: g /v, 5SS-NC
ZHAHLE, SS-FLI306794H Y E-cadheriniymRNAZK
P (CAL-2741f1: 1.30240.064 vs 1.000=0.000,
P<0.01; HNO64fg: 8.140£1.074 vs
1.000£0.000, P<<0.001) FIFEHEIAKF- (CAL-
2740 : 1.15430.070 vs 0.884+0.015, P<<0.001;
HN64fifl: 0.811+£0.069 vs 0.606+0.022,
P<<0.01) ¥R EFE (KISA. 5B) ; N-cadherin
AImRNAZKF- ( CAL-2740ffl: 0.583%0.108 vs
1.00040.000, P<<0.01; HN6ZHME: 0.523+0.059
vs 1.000£0.000, P<<0.001) Fil&& £ ikKF
( CAL-2741ffd: 0.749+0.067 vs 1.25740.101,
P<0.000 1; HN640}fg: 0.410£0.068 vs
0.731+0.096, P<<0.001) ¥ @ E[MK; Vimentin
AYmRNAZKF- ( CAL-2740ffl: 0.278+0.158 vs
1.000+0.000, P<<0.01; HN6ZHJEI: 0.468+0.055
vs 1.000£0.000, P <<0.000 1) FI#E & EKF
( CAL-2741}d: 0.36240.060 vs 0.843+0.023,
P<0.0001; HN6ZI/MI: 0.392+0.032 vs
0.6001+0.058, P<<0.01) ¥ EWAL ([EI5A.
5B) . 7EFLI30679i3Ri84H Y, CAL-27404
Y E-cadherin Y #5 H &35 7KF (0.48610.068
vs 0.852+0.039, P<<0.000 1) FIHN30ZHjiy
1 E-cadherinf mRNAKE (0.579+0.147
vs 1.000£0.000, P<<0.01) I [k KF
(0.44140.080 vs 0.726+0.079, P<<0.01) ¥}
BELT X EA, MN-cadherinflvimentinff)
mRNAKF ( CAL-2740 i YN-cadherin:
1.91840.445 vs 1.00020.000, P<<0.05; HN30Z
Mo A9 N-cadherin: 1.692+0.343 vs 1.000+0.000,
P<0.05; CAL-274fiffi #)vimentin: 1.98840.353
vs 1.000+0.000, P <0.01; HN3OZE 1
vimentin: 2.049+0.366 vs 1.00040.000, P<<0.01)
IR £ IA K ( CAL-2740 i i N-cadherin :
1.36240.077 vs 1.10940.057, P<<0.01; HN30Z

JgFF AYN-cadherin: 0.91440.070 vs 0.535+0.076,
P<0.000 1; CAL-2740fiF iy vimentin :
1.13640.086 vs 0.883+0.031, P<<0.01; HN30ZH
o b i vimentin: 0.408£0.041 vs 0.191£0.077,
P<0.01) ¥R EETXRA (K6A, 6B) .
2.6 FLJ30679%OSCC4AAEPISK/AKTIE B Ay
A

Western blotZ5 g /x, 5SS-NCAHAH,
TECAL-27HIHNG6Z i rh SS-FLI306794H i) p-PI3K
Mp-AKTH HF ik KV 84K [ CAL-2741
o s B p-PI3K ( Tyrd458) : 0.057+0.006 vs
0.201£0.017, P<<0.000 1; HN6ZHAEH AYp-PI3K
( Tyr458) : 0.235+0.045 vs 0.468+0.007,
P<0.0001; CAL-27#4 P #p-PI3K
(Tyr199) : 0.109+0.014 vs 0.2414+0.015,
P<0.001; HN6AIMIH #p-PI3K ( Tyr199) :
0.203+0.004 vs 0.632+0.086, P <<0.0001;
CAL-2741Me " M p-AKT (Serd473) :
0.04540.014 vs 0.254+0.055, P <<0.000 1;
HN6AI L 1 () p-AKT ( Serd473) : 0.054+0.012
vs 0.5584+0.042, P<<0.000 1] , TiPI3K/
AKTEHEREKFLHE2ZS (P>0.05, K
5C) . Hvectordl Ak, 7ECAL-27FIHN30ZH
M FLI30679:5d ik 24 (¥ p-PI3K Mlp-AK T H
Tk B E [ CAL-27408 0% i p-PI3K
( Tyr458) : 0.607+0.082 vs 0.214+0.034,
P<C0.000 1; HN30ZfMfIYp-PI3K ( Tyrd58) :
0.298+0.055 vs 0.053+0.032, P<<0.001; CAL-
27400 H i) p-PI3K ( Tyr199) : 0.360+0.035
vs 0.170£0.013, P<<0.000 1; HN30ZH iy
FAYp-PI3K ( Tyr199) : 0.253+0.030 vs
0.060+0.002, P<<0.01; CAL-274Hfi #p-AKT
(Serd473) : 0.364+0.021 vs 0.153+0.012,
P<0.000 1; HN30ZHAIH H)p-AKT (Serd73) :
0.326+0.026 vs 0.043+0.026, P<<0.000 1] , fij
PI3K/AKTH H R KK IR 257 (P>0.05,
K6C) .
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Fig.5 Effect of FLJ30679 knockdown on the expression of EMT genes and PI3K/AKT pathway

A: RTFQ-PCR was used to detect the mRNA expression levels of EMT genes after knockdown of FLJ30679. B: Western blot was used to detect the
protein levels of EMT genes after knockdown of FLJ30679. C: Western blot assay used to detect the protein expression levels of PI3K/AKT and p-PI3K/
p-AKT after knockdown of FLJ30679. **: P<<0.01, compared with vector group or SS-NC group; ***: P<<0.001, compared with vector group or SS-
NC group; ****: P<<0.000 1, compared with vector group or SS-NC group; NS: No significance.
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Fig. 6 Effect of overexpression of FLJ30679 on the expression of EMT genes with PI3K/AKT pathway

A: RTFQ-PCR was used to detect the mRNA expression levels of EMT genes after overexpression of FLJ30679. B: Western blot was used to detect
the protein levels of EMT genes after overexpression of FLJ30679. C: Western blot was used to detect the protein expression levels of PI3K/AKT and
p-PI3K/p-AKT after overexpression of FLJ30679. *: P<<0.05, compared with vector group; **: P<<0.01, compared with vector group; ***: P<<0.001,

compared with vector group; ****: P<<0.000 1, compared with vector group; NS: No significance.
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