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EZEMITF R0
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HEE] B FITU08 Ras FIEY A E A C (RhoC) XM IRARFEFENERE (SACC) 35 . W1, 228, iF
M I - s fh. (EMT) Mg S0l ik #E8E20194E 1 9 1 H—202443 A 1 H FH Bitisr
2 B F- AR UIBR (19 SACC o kb 1 TE 8 MR IR 2H 2046 27 9], Sl ad 48 1 S B2 G (Western blot) il fo % 2 21654 1246
I RhoC By ik 7K o &% RhoC ZE K551 %11 3 /N THERNA (siRNA), %445 SACC-LM Fll SACC-83 4t ifl 5=
PR PAG RS G RR . 1813 Western blot Fb 458 RhoC . Rho A HISEE I EE 1 (ROCK1) . p38 %4 JE Gk H
P (p38MAPK) . #1i21k p38MAPK (p-p38MAPK) . HLIth %15 bHLH % 5 K7 1 (TWIST1) . BE-f5%HE M (E-
cadherin) . N-#5%f % 1 (N-cadherin) . JFEH H (Vimentin) W) £ A KFE., CCK-8 35 . MR .
Transwell (222 5C 55 . 05 DAL G SL 90 43 BRI 25 A AN 4 . AT RZBMTERRE I MES . AWE RS IEm
I RhoC Al fER EI#M/N RNA (miRNA) M HAE SACC IRk, G E BHR 2 SE N 523 30 IE — 2 4 &
i . R RhoC 7 SACC iy £k 8 % E T (P<0.05)., VL2 RhoC J&, L4 ROCKI, p-p38MAPK
TWIST1. N-cadherin, Vimentin {23k .3 F [, E-cadherin i3k 3% [T+ (P<0.05); p38MAPK 5356
WS (P>0.05); AMUEGE. REMTBENBETHE, MR 5% LF (P<0.05). miR-138-5p7E SACC H1IX
Fi5, miR-138-5p micmic AJ LAt 3 T I8 5% Y RhoC Hf A= A1 J§i ki J5 293T 4 il i 26 e R WIS 1 (P<0.05) . 45it
RhoC 7E SACC HE ik, Tk RhoC ] BEFLIA T i ROCK 1/p38MAPK/TWIST1 15518 i M i 1] SACC (4387 |
1278, B MEMT, [FEEEHHET . miR-138-5p7F SACC ' {f%ik, 42 RhoC #
FER) LR, B T REAF AR S B0 s o
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[Abstract] Objective This study aimed to investigate the effects of silencing Ras homolog family member C
(RhoC) on the proliferation, apoptosis, invasion, migration, and epithelial-mesenchymal transition (EMT) of salivary
adenoid cystic carcinoma (SACC) and its molecular mechanisms. Methods A total of 27 SACC lesions and normal
salivary gland tissues that were surgically resected at Qingdao Municipal Hospital from January 1, 2019 to March 1,
2024 were selected, and the expression levels of RhoC were detected by Western blot and immunohistochemistry.
Three small interfering RNA (siRNAs) were designed to target the RhoC gene sequence, transfected into SACC-LM
and SACC-83 cell lines, and evaluated for transfection efficiency. The protein expression levels of RhoC, Rho-asso-
ciated protein kinase-1 (ROCK1), p38 mitogen-activated protein kinase (p38MAPK), phosphorylated-p38MAPK (p-
p38MAPK), twist family bHLH transcription factor 1 (TWIST1), E-cadherin, N-cadherin, and Vimentin were com-
pared using Western blot. CCK-8 assay, flow cytometry, transwell invasion assay, and wound healing assay were
conducted to assess the differences in cell proliferation, apoptosis, invasion, and migration abilities among the
groups. Bioinformatics methods were also used to predict possible upstream micro RNAs (miRNAs) of RhoC and
their expression levels in SACC. Moreover, dual-luciferase reporter gene experiments were performed to verify the
binding sites of miR-138-5p and RhoC. Results RhoC was highly expressed in SACC (P<0.05). After silencing
RhoC, the test group showed a significant decrease in the expression level of ROCKI1, p-p38MAPK, TWIST1, N-
cadherin, and Vimentin, as well as a significant increase in the expression level of E-cadherin (P<0.05). No signifi-
cant difference in the expression level of p38MAPK was observed (P>0.05). The cell proliferation, invasion, and mi-
gration ability decreased in the test group, whereas the apoptosis rates significantly increased (P<0.05). miR-138-5p
was lowly expressed in SACC, and miR-138-5p mimic can significantly downregulated the luciferase activity of
293T cells after transfection with a RhoC wild-type plasmid (P<0.05). Conclusion RhoC is highly expressed in
SACC, and RhoC silencing may target the downstream ROCK1/p38MAPK/TWIST1 signaling pathway, thereby in-
hibiting the proliferation, invasion, migration, and EMT of SACC while promoting its apoptosis. On the contrary,
miR-138-5p is lowly expressed in SACC and is a potential upstream gene of RhoC, and there may be binding sites
between the two genes.
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cinoma, SACC) Z—F& WA Rz e J5 A% 22 0 firp Rho A5G 134 ¥ (Rho-associated protein kinases,
Jo L o TR S R Y 10%, Sk B0 b ROCK) M#24J# 11 (cofilin, CFL) %5 T {55
TR 1% Z M g m A R . A R AR MR R 2B AR REEY, R BF  AZ ] miR-
NGRS S E bR A, R AR AN RS 10 4F B AT 106b. miR-93 55 F B PR 45, AR BRAT:
AT BRRE 52% . HETX T SACC G712 L WFFE I 5212 K 15 1 b1 RhoA Al {2 ¥ SACC (1) 3
FAR R EWLGEIFINGIT, AXELUEI R Y BT 8, B X RhoC X SACC 5 (1 52 4T)
B % . A, #RIE SACC FERE B4 AL - SRED

LT HA EE IR R AT 5% 38 2o 1R AP 5256 M % RhoC 7E SACC HH )
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Ras [f] ¥ 7 % 1 it € (Ras homolog family
member C, RhoC) J&—F# WAy B 2L, %5
[H 4% ) RhoC #& )& T Rho GTP B %, nl 4=
W2 24 (guanosine triphosphate, GTP) Fll
M2 2+ (guanosine diphosphate, GDP) ZE& &2
[T, P AR 4L, e Lsh ALk &
PR, IR A iz 3l . At oy 2 AE 2 Fh

FikME O, R H /N T4 RNA (small interfering
RNA, siRNA) R HIUBRE WSS T {5 5 il SACC
WA, T RZE. BB LK b -RIFEEEAL (ep-
ithelial-mesenchymal transition, EMT) AJ27As, [A]
Bof 38 2 2B P4 8. 24 T 15 T RhoC W] 68 1L 3 /)N
RNA (micro RNA, miRNA), LI SACC /45
THE AT IR AR



%634 TUCUE, S YUK Ras [FIURP) S D1 C of MR IR IR A B2 VA 3 0L R 2R AT RS 1K 21

*725¢

1 M#FTTIE

L1 ARG
111 d8EA

TR AAT B SACCHRAS B IE H W i i 4 41 4% 6
Bk [ 20244E 1 H1H—3H 1 HFHSHdE
Bt 1 A i AR T AR DI BR Y 6 44 B . o 5 4
KA, 10DRAFR. BEFERN41~74%
B 61 % Al o2, AT
SACC fi 8 2R U) R B 1 5 W A e 2H 245 21 441
WH20194F 1 H 1 H—2024 43 H 1 H P &
S BE e BRI AR 2 W 21 44 SACC | . Horp
1440k A RS, 401k ARSI, 340% AF IR
MEER N 41-81%, PABCN 66 % 5 T 1214,
oW, WMAFRIE: 1) FARUIBREARLL: 2) KAl
RAATT; 3) MR AN AL M F LW
SACC; 4) 1F % W i Jif 4 21 25 20 400 TR 1 4
WS . HEBRFRUE: 1) AT AT AT SO
EFARIGIT ;s 2) BEAA LR e s 4 5 1B
HAEGAERE s 3) FEMER . B s B R
Gerkpm, SREAE, REMZFARE; 4) In
IR SR BEGE R SE B3 . AR E R 2F B
S BEBEAR IR S A ME (LTES . 2024-LW-
023), Jify BE Y AREFARRE S5FrA &,
BN EA.

1.1.2 4 &

N SACC-LM il i Z W [ DU BUE YRR
BRZAF] s A SACC-83 4 g 7 M F X L5 1 98 A i
FHEA R AT s ANIRIGE'E 412293 (HEK293T)
F 26 ER SR Y AT
1.1.3 HAtbAP R

RPMI-1640 £5 77 2 | F-HERH . 0.25% ik
[/ (Thermo Fisher A wl, £HE); Mg (BI
NHE, Lag)); H LA (dimethyl sulfoxide,
DMSO) (Amersco/Ar], F[EH); SteadyPure ifi /]
I RNA $2 BUA ) & . EvO M-MLV % 5% i 1E 7Y
i & . SYBR GreenPro Taq HS il Ji i 52 i) 5+
R4 H5E U N (real-time quantitative polymerase
chain reaction, RT-qPCR) A5 & (IIEg LR A
Y TREA AR ; siRNA-RhoC ( i IGAH]);
5| YIwEIR H Ih s I 2 E§  (glyceraldehyde phosphate
dehydrogenase, GAPDH) . RhoC ( {4 T AW
TEARATH); $it RhoC. HT Rho H 5K 4: i 12 e
5 F13 % 1 (Rho-associated coiled-coil containing

protein kinase 1, ROCK1) . #i p38 22 4 J5iifi fb.iE
H M (p38 mitogen-activated protein kinase, p38-
MAPK) . iz 1k p38MAPK (p-p38MAPK) . #i
GAPDH (Cell Signaling Technology /A ], &) ;
UL ZE % bHLH 5% 5% A 7 1 (twist family bHLH
transcription factor 1, TWIST1) . $i E-45 %5 K H
(E-cadherin) . JTUN-E558 1 (N-cadherin) . LI
JE# 1 (Vimentin) . BAR 3 S ALY — BT (Ab-
cam/NH, H[H); CCK-8ikfl& (MM KAg
WHEARGRAA) ; g ARH & (s
3 i K7 AE DR A A BR A ) ) 5 Transwell /NE
(Corning 28w, ),

1.2 SEE ik

1.2.1 SACC#ifss3:

¥ SACC-LM H1 SACC-83 4 it & T2 10% JIa 4
MIEF 1% 75 -5 25 Z 119 4 mL RPMI-1640 555234,
JFT37°C. 5%CO, M ERE M PG5 . A%
35 80%~90% Ji5, FEIFIEFRWE, PBS Mk, A
2 mL BERHHE L 3 minJ5, A SEIRFRSE 4 3R L&
1R7H4E, 1000 r/min .00 5 min J5, 5% LiEW®,
AGER ISR E BN AR, RE1 3
LA
1.2.2 RhoC7E SACC H ik &

[ 73 S BT 6 91 SACC s A 1 1E e 4k i 4
ZUNBHEE h I AR ZOF S RS, Bk
BT 1.5 mL U EP &I T-80 °C MR f7, #RHLE
11 )5 & FHl Western blot £l RhoC 7£ SACC Fr A%
FIE H MR YR AR AL 2L rp ) ik o SR — IRl R
FREEAFAL S pL, Marker 2.5 pL, 120 V HL 3K B [A]
1 h, 400 mA %% JFii}[A] 30 min, TBST P& 3 K5
5% MR 4B A . A —$i4 °CFE i, TBST
PR3, IMAZHUE IR IR E 1 he TBST YR
3WIE W, AIIE P KE(E . L) GADPH AN
Z:, RhoCHUMARTLHIW A1+ 1000, GAPDH i
PRELHIRBE R 1 2 5 000, Kby 414k T i 1 SACC
T A L LE M YR AR 2 2 4% 21 I B TS g i — H
AT R MR . SRS H B R 2
4R (ethylene diamine tetraacetic acid, EDTA) &
HWeE , o S ALY B W7 BH T 10 min, PBS
YE. 5% LU 2E L B 15~20 min, il A RhoC —¥i
(FCHIHeE 1 - 400) T 37 °CHHIRAGALFE 1 h, PBS
5 VE 3 YE HILA PV-6000 —Hi 3864 B 20 min, Sl
ADAB R, ARG AU, BAIEE .
BB A ORGSR E, RhoC LAZH I
FCE) 20 6 o 20 € A 4 £ Dy PHPE 36
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Gt & BRE, 0~5%1C204);, 6%~25%iC 147,
26%~50% 12 2 5%, 51%~75%1ic 3 43, 76%~100%
045, GitEORER, AEMIL05), IRHE
w1y, ®EIL2, BRREIL3 s, BEARS
HOGEESMIM, B o~1id M (-),
2340 A E M (£), 45 ie HBHME (++),
6~7 /ric M (+++) o P EgBHPE . P AR
BE P 5710 A PH
123 YL siRNA L300 5E

R4 RhoC 3 K ¥ 51 15211 3 2% siRNA Al 1 55 FH
PEXTIR (R 1) JASH IR UL BUE T, Fi%
YU STIG T 24 holE b T BCE KO S AR A
SACC 4 it L) %5 BE R 2x10° AN /HLIER T 6 fLMR . 15
YA A K 2 60%~80% I FF 4554 . B 1.5 mL TG R
EP 4 237, 205 A 200 uL RPMI-1640 JG IfiL 75 1%
FHE, 49 A GP-transfect-Mate % 4 328 71 il
RNA oligo % 7.5 uL, #t & 5 min )5, ¥ GP-trans-
fect-Mate 35 7= 5T & W14 Il 2 RNA oligo 35 7R 5L 1R
AWk, FIREE 15~20 min )5, SR 61L
M B LR PBS #hit e, A ik i Gl TR &
#1551 585 uL RPMI-1640 5¢ & K5 32 5L, 2 0 i &
1A Z 52000 pL, RNA oligo Z ¥ & 75 nmol- L™,
TEIRREFER R 9% 24 h )5, RT-gPCR {ll RhoC (1 #3A
K- i SteadyPure i F &Y RNA $#2 BULH & F
BN PR BUR RNA, 24535 R 41 DNA L%
AN 6 BE ARG T RNA 40 K vk B )5, R F EvO
M-MLV [ iR AU & i 5% 5, 45 23 AL
2 uL H #h DNA it , SYBR GreenPro Taq HS Tii
TRAY QPCRIAF A S 1743 . R E 3L,
SEIG T 3K, UL GAPDH HNZ: ., RhoC Liif514¥)
F51k 5 -AAGTTCCCTTTGCCCGTCTG-3", F
W59 551 h 5" -ACAGTGGCAACTCAAGGGTC-
3’; GAPDH LUi#s|#¥51 R 5’ -TGAAATGTGCA-
CGCACCAAG-3’", FiEs19F51 R 5" -GGGAAG-
CAGCATTCAGGTCT-3", PCRARZJFIE : 95 °CHil
AE30s, 95°CAEMES s, 60 °CiBk30s, 3404
P, SR, SR 272k L e e 45 4
it RhoC mRNA Bk 2 5. EETTRSOR i
L BIE S 4 (siRNA-RhoC) ,  [a] B35 &
FAPEXT REZH A 2s 6 BB, 4355 % siRNA-NC 3
PRIA U AL YL, 675 S M 24 50 56
1.2.4 Western blot 1] RhoC T i {i5 538 4% &% EMT

FHOCEE IR IA

2541 41 B 25 RIPA 24 W Ab B R LR B

fii FH BCA 330 22 25 H V& B2 5 DU 52 RhoC I i RO-

CK1/p38MAPK/TWIST1 {5 5 i f# & EMT # 3¢ &
H A ik i, kR 1.2.2. ROCKI, p38MA-
PK. p-p38MAPK. TWIST1. E-cadherin, N-cad-
herin, Vimentin TR HI WA 12 1 000; GAP-
DH M1 : 5000,
% 1 RhoCHIsiRNAF 7
Tab 1 Sequences of siRNA of RhoC

siRNA FF 31
siRNA-RhoC 1# GUGCCUUUGGCUACCUUGA
siRNA-RhoC 2# CTACTGTCTTTGAGAACTA
siRNA-RhoC 3# GACTGCTGTAGGCCTTCTT
SIRNA-NC UUCUUCGAACGUGUCACGU

1.2.5 CCK-8 525 K Il 241 it 14 5 e 1

DUER H LR 24 hm, DL 1.Sx10° AN /FL40 I %%
JE ¥ SACC-LM F1 SACC-83 $:Fl T- 96 FL 4R , [l i
TR B AU A5 5 W bR X G B (opti-
cal density, OD) fH &0 . 7€k EIREE T LA
10%CCK-8 Y {7, 31] F1 90%RPMI- 1640 1% 77 HL it il [z
N, TEFERRO, 24, 48, 72 h)E43almA ik fL
WOt TR I8 55 9% 2 ho a0 AR 4SRRI 3 <
450 nm [ ODMH, AR5 AFL, LRELE IR,
1.2.6 3t 2 4 LA A 0 40 o] 1

DUERH MR 24 h5, I A BREGIE L, PBS
iy S R O IR B A B B B2 Ol 5% 10° > /mL. HU
1 mL 4000, 300 g 5.0 5 min, 7 LW, A
500 pL i BE 1Y Annexin V Binding Buffer 524 i
4f B B H A 5 uL Annexin V-FITC Reagent I
5 uL PI Reagent (50 ug/mL). WiCIEREIA, iR
BEEIE F 15~20 min, Sz E) EHLKGI, SC6 A
3
1.2.7 Transwell S 5646 I 41 9 1= 22 1

W BE I T 4 cCUKAR H O A RO S T
) RPMI-1640 JE Al 3G 72 3L LA 1 - 8 LBl El il . B
60 uL 3 e T B A A B2, e AR SR
MiEE , B RMPIEI NG RENE, #FEE4R
W b FELLINA 500 uL RPMI-1640 FEfli 55 55
HJE, W2 hMEREE KA . R YL )E 24 h HUA 440
L, LA RPMI-1640 JG Ifil i 15 77 55 1 52 20 i %5 B Ry
2.5x10°//mL, FZ A 600 uL 7% 20% it 4= L%
() RPMI-1640 35573, EZ A 200 pL iR 4 i
BWOFR IR 48 he L FEWMA, PBSHIUE, 4%
Z 5 W [ %E 15 min, 0.1% 45 48 44 {4 15 min,
PBS ik, MBI I a . FEMLSEER 5 A X8 i
BERAAR, THRACEA A MR, LR 3k,
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1.2.8 5 FUAnE SEAS I 4 i T #% fig

UUBR HAEE 24 h )5, $5 SACC-LM J SACC-
83 I L 5} 10° A /ALEERN T 6 fLAR,, TFAnf s L1k
80%~90% I, FH[F—3Z 1 000 L £% A6 3k 1 F fL
P i B RIIE . PBS whd ) R4, 4fLjm
A 2 mL RPMI-1640 JEREET FE 3, DL BR 40 Mg b4 5
XSRS o 5 TR IR 0. 24, 48 h 1k
{88 0 G T LS A5 L A MRS IS L, R |
o R 3ANE, SCERE A 3K, il Image J K
AR AT IO SR 5 2H A R Y AR A R TR
A HIXTAEAR= (0 h R 9 -24 hok 48 h &
JETERE) /0 h RIIR TE
1.2.9 AEYME B 2# B SACC th RhoC ) I i mi-

RNA

AT [ [ ST AR B R {5 Bt (National Cen-
ter for Biotechnology Information, NCBI) ' GEO
(Gene Expression Omnibus) (https://www.ncbi.nlm.
nih.gov/geo/) ¥4 T £ % SACC £ % miRNA
FER BRI GSES9700 F1 GSE117275 $dls 4 . i
RNA A B AEF%4E % (Encyclopedia of RNA inte-
ractomes, ENCORI, Starbase) (https://rnasysu.
com/encori/) , miRNA 8 [a] FUl 25 5 43 3k (mi-
Rmap) (https://mirmap.ezlab.org) #rifj5 RhoC 1]
AEAFAEHE [ 56 2 (0 miRNA, 5 1R BE 12E BUss 4
HZHlF R (Venn) K., 2SR (JlogFCl>
1, P<0.05) H miRmap score % 5 & 2 il J 1l & .
{fi FH ENCORI il il RhoC 5 I Ji# miRNA 9 25 &
(=¥
1.2.10  XHOGER Bl A5 P S50 50 31E RhoC 5 E i

miRNA 25515

B X ENCORI 8 1) 45 & A i B T 41 i A
K . K 293T 40 M L 1x10° /L3R T 24 FLAR
BB E 3N, LWREEIW, LRp4H: 1)
RhoC ' 4= 47 45 %& K i #+miR-138-5p mimic; 2)
RhoC B A= 7 47 45 JE K] U RE +miR-138-5p mimic X
M85 3) RhoC %€ 48 AU #f 45 2 A i K7 +miR-138-5p
mimic; 4) RhoC 5875 Y4 4 Kk A 5k +miR-138-
5p mimic X A 4420 4A 7350 T IC LI RPMI-1640
gL, Fie h G ke kiR AL, F48 h
J&, S, PBSWYE. EFLINA 100 uL Passive Ly-
sis Buffer 24 f# A0 # 15 min, 2RSS 1.5 mL
EPA ., 12000 rmin” B0 1 min, FIERIER
FEPE . ANBE 96 FLAH A 100 uL LAR L,
FEIA 20 pL 286 L35, 18215 D4 Firefly lucif-
erase {H Jy 4t & FE R &G AH . JA 100 pL Stop &

Glo Reagent, Vi2]) )5 % ic 5% Renilla luciferase {H
HNZ,
1.3 Geit=oth

fdi 1] SPSS 18.0 & GraphPad Prism 8.0 /3 #7444
gE L K-SK: 5 (Kolmogorov-Smirnov test) X I1E
SPEHEAT VAL, WA 3 SCRE 5 (Levene test)
Ky 2555V, THE VOB G IE RS E T %
bR 22RO, R 22081 (ANOVA) #1724
(B L3 s 7 22555 ek LSD-e ks i f vtk — 20 i W R
Heds, Jr 25857 Wik H Games-Howell ¥ o £F &
WA AAEHAM (P25, P75) Fon, ##E Kruskal-
Wallis Az S vE47 Z2 240 0] L8, oE—20 B FE ]
Bonferroni # 1F i Mann-Whitney U £ 5 . LI P<
0.05 M A GRS

2 #ER

2.1 RhoC7ESACC H Yk

Western blot 2% %% i 7 . RhoC 7 6 fil SACC
R 25, AR R 2 3K 6 0 350 T 6 f91) I MV IR 4 2
2R EAG R (P<0.05, K1), gk
25K . RhoC FERIKFEAMIA , 1 SACCH
I PHM: R IE R N 66.67% (14/21), BE R TIEH
MV IR ZH 2R 00 28.57% (6/21), 2R EAS I FE
X (P<0.05, Kl2)., It , RhoC 7E SACC H

a b

a: IEWMERARAZ; b: SACC. *: P<0.05,
Kl 1 RhoC7ESACC FITEH ME R Ik 2H £ i) i A kK-
Fig 1 Protein expression levels of RhoC in SACC and normal

salivary gland tissues

2.2 siRNA HFEJR0R

qRT-PCRZ5 R 7R . #F SACC-LM 5 SACC-83
PRI 2 v, 58 P AL AR 1 %o BB 2L A L
Y J5 siRNA-RhoC 1#4] . siRNA-RhoC 2#4 fll
siRNA-RhoC 3#2H RhoC mRNA AH X} ik i 2 i %
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B, 25 HA%I%E X (P<0.05, E3). [ AGVEAT Ry R R

ff 25 0T B AL RN BA P BE A A H 25 5 e gt i 22 x 200

X (P>0.05, E3), MG I, HsiR-

NA-RhoC 3#40 % Yo iR iy, EBEA SO0 AL b AT

JG S 5T . E AR

2.3 RhoC Tl 2 0B AR 28 1 2 ik e
Western blot 453 i 7~ : £ SACC-LM 5 SACC-

SIVHFFAN M R, 525 X R A A B 1 o) HE 2 A

He, #4Y4)5 RhoC. ROCKI1 . p-p38MAPK ., TWIS-

TIE A RIAE R E TR, 2R HEA5%01% SACC

B (P<0.05, E4); p38SMAPK A 2E (AR X ik

HER LI E L (P>0.05, K4), FEfsEH

x 400

X HE ZH A B A X BE LA b 25 S TR g L (P> 2 SACCHIE # WU 412 RhoC f G4 e (45 5
0.05, IEI 4) o EE Jﬂﬁiﬁlﬁ s {ﬁﬁj( RhoC ﬂ‘ﬁgﬁﬂ %UE‘F Fig 2 Immunohistochemical staining results of RhoC in SACC
{ﬁ? ROCKl/p3 SMAPK/TWIST1 {%%ﬁ%ﬁﬁ%—f SACC and normal salivary gland tissues
L2 s 0
3 Lof 3 Lof - L
g a8 % 08 mmm SiRNA-RhoC 1#4
= = mm siRNA-RhoC 2#4H
< 0.6f <06
§ é = siRNA-RhoC 3#4H
§ 04} é 0.4
©] Q
é" 0.2t é" 0.2
0 0
SACC-LM SACC-83

ns: P>0.05; *: P<0.05.
3 PR AN AR e Qe i HLAR

Fig 3 Comparison of transfection efficiency in two cell lines

I
a b ¢ mmlz * ﬂglz * gglz ns iﬂlz *
RhoC[@memmm]21 000 312 08 = pl2r ms »  fK12r ms ns K120 ns «
®1.0 =10 B0 E10
ROCK | @ e =] 160 000 Rog %08 B on
p3SMAPK [ e w40 000 Z - o o a9
006 506 ¥o.6 ¥50.6
p-p3SMAPK [ W w43 000 gz = g £
0.4 £04 0.4 204
TWIST] [ &= &8121 000 g B4s %02 i3
GAPDH[@m e e= 37000 2 | g z ) s 5
C a b ¢ & a b ¢ g a b ¢
S
I
* *
a_ b ¢ I ns _x ns x = =
RhoC [Ememmms] 21 000 =120 — == ms ns Rl IS
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Fig 4 Protein expression levels of RhoC downstream signaling pathways after transfection



55 6 30 TUCUE, S YUK Ras [FIURP) S D1 C of MR IR IR A B2 VA 3 0L R 2R AT RS 1K 21 *729

2.4 EMTAHXEFAMERES T, ZREAGIFEXL (¥P<0.05, K5, [F
Western blot 45 it /R : 7 SACC-LM 5 SACC- B 25 1 6 BE AL A e o B2 A L 25 57 RG22
SIWFPANML ZR . 525 P B4 A 1 X HE 2 A L (P>0.05, E5). UL, ViBk RhoC A {3
F, Y45 N-cadherin, Vimentin it & F A X 21k i SACC B EMT /KF-
H# % FI%, E-cadherin 4 AN Rk = B FH
i . 1

< iy
Ao s w Ql.o
a b ¢
. 710 &
E-cadherin [ e w130 000 5= =0
N-cadherin [S =] 125 000 Z° Zos
-cadherim HE{OG Hﬂ{ .
Vimentin [ . & 55000 32 4 £04
£ £
GAPDH [ e @]37000 502 50.
RO R
Q a b ¢ ?
m 4
i * i
o m . Hyg : )
a b ¢ " " B x
E-cadherin [ e s8] 130 000 El'o Z0.8
kS
N-cadherin (R ] 125 000 706
] : 18 0.6 9
VlmentmESSOOO %0‘4 %0.4
GAPDH s @ @ |37 000 5 (), 502
z ) =
Q a b ¢ Q a b ¢ a b ¢
= z

: SACC-LM; T: SACC-83, a: 25 FAXTHRAL; b: BIMEXTEELL; c: SCI841. ns: P>0.05; *: P<0.05,
B 5 Y Sm EMT A G EE 38K
Fig 5 Protein expression levels of EMT after transfection
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Fig 7 Number of SACC invasive cells after transfection
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