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[#E] BB WFREZERFT 4E(eukaryotic initiation factor 4E,elFAE)-/NF 3 RNA (small interfering RNA,
SIRNA) X il R 20 it g CORT PR 853 ) 200 JELRS M RGZ Sl B D 52 e, 05 3%« & B85 98 21 JifL SCC25 R UL ] eIF4E T4k
PR 18 008 7 FH S 1 B8 A 5% I W (quantitative real time polymerase chain reaction, qRT-PCR) #l Western blot J5
VRGBSR L E BB % (methylthiazolyldiphenyl-tetrazolium bromide, MTT) J7 ¥ I & 20 i 18 % A1 4G Bt AE . RIJR
A 52560 R 4 A3 B RE T Transwell 5256 I 2 48 i {2 28 1 3T B BB J1 . Western blot & IU 48 i v (8] 5 45 75 90 #h 42
A5G R H (N-cadherin) . | 2 Fr & ¥ b B 45 k5 3 A (E-cadherin) Fil 3 T 4 J& 7 1 B (matrix metalloprotease,
MMP)-9 \MMP-2 3 [ Rk 0L 65 R HLE IFAE T30 1918 i # R UL J5 19 SCC25 i g h eIFAE mRNA M %
KK IREAR . PTER eIFAE J5 Y SCC25 4 Ml iy 4% FE0 3% 1 B AL . 200 JE KG B By B AT, 46 i 3 2 B ) B AT, 1R 22 AL 8
AEJTBEAR . 1 bR &Y E-cadherin 2 1R 35KV F+ i, B B AR 5 N-cadherin £ 1132 35 7K F B AR, 46t MMP-9
MMP-2 3 H R EKFFER . G eIFAE-siRNA REMS T IR T B8 40 L b eIFAE 19 3235 . 10 il 0 85 70 40 K B L o2
3 RETBRT.
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[Abstract] Objective: To study the effect of eIF4E siRNA on adhesion and movement ability of tongue squamous
cell carcinoma cells. Methods: Tongue squamous cell carcinoma cell line SCC25 was infected targeting elF4E inter-
ferred lentivirus. The effect of silence was detected by qRT-PCR and Western blot. Cell proliferation and adhesion
were detected by MTT assay. Cell motility was detected by scratch healing test. Cell invasion and migration were
measured by Transwell chamber. The expression of N-cadherin, E-cadherin, and matrix degrading enzyme MMP-9
and MMP-2 proteins were detected by Western blot. Results: The levels of elFAE mRNA and protein expression in
SCC25 cells infected with elF4E interfered with lentivirus were decreased. After silencing elF4E, the proliferation
activity of SCC25 cells was decreased, cell adhesion, cell motility, and the ability to invasion and migration were de-
creased, the level of E-cadherin protein in the epithelial marker was elevated, the level of N-cadherin protein in the
interstitial marker was reduced, and the levels of MMP-9 and MMP-2 protein protein in the cells were decreased.
Conclusion: elFAE siRNA can downregulate the expression of elF4E in tongue squamous cell carcinoma cells, and
inhibit the adhesion, movement, invasion, and migration of tongue squamous cell carcinoma cells.
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i 20 2R B B AR AR T T X T eIF4E 7 7 6
S A2 Bl L KG B2 28 A P R 1R i R BT
AN S of /T3 RNA (small interfering RNA,
SIRNA) T 8 7 B8 20 it eIF4E 1938 35 BTk
cIF4E X % i 96 40 1 12 50 L K B 25 D BE B e 424 1
L] eIFAE 77 i B 42 (1 e LA

1 ##RERE

1.1 ##B  PrimeScript RT reagent Kit, SYBR
Premix Ex Taq W B K % TaKaRa 2\ #; elF4E-
SIRNA 185 2 th & W 2L Y BH B CE ) A IR wl A
#; eIF4E Pk HE R 4 )8 3 A -9 (matrix metallo-
protease-9, MMP-9) $iL &l I 5% [# Stants Crus 2
A s 5 4 J8 & 1 -2 (matrix metalloprotease-2,
MMP-2) $iifi . b Bz 85 KL 25 1 Cepithelical cadherin,
E-cadherin) $ip {4 | #1 28 P 45 K 25 4 (neural cadher-
in, N-cadherin) HLR 4 H 26 [ Abcam 723 w) ; 2F 4 K
BEE AW HRE Sigma 2 F], elF4E 519751 1
W59 .5 -AGGATGGTATTGAGCCTATGTGG-
37 FWBI Y. 5°-CACAGAAGTGTCTCTAGC-
CAAAA-3", B-Mah&E A (Bactin) 5|9 L5149 .
5’-CTACAATGAGCTGCGTGTGGC-3 ", F i 5l
. 5’-CAGGTCCAGACGCAGGATGGC-37, H|
Yreh LR T A M. W B A SCC25 iR T
10 % 6 4 L3 i) DMEM v, 20 i g 15 5 1 7 A £
8% H1 .0 (American type culture collection, ATCC) ,
1.2 My e Ab 30 S5 5 40 Ml SCC25 #Ah T 24
LA . AL 500 pL 40 B F W G A 100 4
JL) 3537 8 h LUF o 4 20 M 35 35 W W R LU S 5 58
BEHE (Ploybrene) 118 5 7 WOk, 15 05 77 B B 3
(multiplicity of infection, MOD =20, 4%%:153% 8 h
VUG 8 F 08 WO IS5 o A B 5 240 i 35 77 L 35 9% 3 d
PUG B BOR 5 T 90 Yo il F e 22585 . DA
eIFAE-siRNA 1295 7 (19 40 M 12 o TR 41, DL gL B
PR RIS 9 2 104 40 L 1 )k o R, DR JR G 1 A
Mg s O IR

1.3 PUBRACR A

1.3.1 SEHE e B4 4% )2 M (quantitative real
time polymerase chain reaction,qRT-PCR) : itz H
PORHERAEIN AT G D= AN 7 2 1 P T = A DR 074 N
2% 5 W (phosphate buffered saline, PBS) ¥ 2 Jiig
VeV 3 LB 10 em” ZHMIMA 1 mL Trizol, £ B4
i B RNA, DL LS AEBE I (diethyl pyrocarbon-
ate, DEPC) /K # fi# RNA FEdh. I RNA K
Ao * Asgo e BIHEAE (1.8~2.0), 4% & Prime-

Script RT reagent Kit JZ ¥ 5% & W cDNA 5 1 £%,
M SYBR Premix Ex Taq 347 qRT-PCR, 4 % [d]
WA BV A, L Bractin fE NS 2722 it
5 eIFAE mRNA FIXF R B L .

1.3.2 Western blot  Ht=s [ %F B4l . BH 4 X ]
LT YU A0 M L PR 2R e AR R A LS L A
PRI TS A 4 °C B EAEAET L%
W, DA Mk B B2 (bicinchoninic acid, BCA) ¥
Xof 2 R E AT A DU L A S UKOE TSI 30 pg
HEHEFER 100 VA BIKIF RN 2 he 90 V HLE
UK b B HE B A RS B A R 4T 4E 3 (nitrocellulose
filter membrane,NC) I+, LA 5% 4 IfiL 7 A 2 A & 4
1 b FFFEAT B R B HOAR B, — B R A Eh
15200, ZHURBEARECR 12 4000, AL RO
(electro-chemi-luminescence , ECL) % & 4 5. LA
B-actin YEN NS, R A Quantity One 34X 2 4%
W HEAT 0 MT 115 eIF4AE 28 A AN 1k KF .

1.4 SMIIGFERE IR 25 o B2 L B PE X IR
A P2 4 H Bz Fh 2 96 LR L AR FLAR R R
29 4000 ML, K BEFRACE T 37 (C 5% CO, B
FeAA P kSR IR LAY BITE RS 37 24.48.72.96 h LIS,
PEFT H ML BEME %5 (methylthiazolyldiphenyl-tetrazoli-
um, MTT) A I, Bl A5 (A DU 570 nm Ab 19 W % B
(A EZ

1.5 ARG RE A &AL A S ng/L Y
SFYEREEE H 100 pL = 96 fLAP LB T 37 CH R
B4 ho BRI 20048 g A A4k HE 1 h, & T
4 Cid . LA PBS KB v 3 WA - 73l 7E 96
FLAR H 2 b as 0 B L (991 0 B L T A 2H 40
BEEA S 1 h, DL PBS Bk 5. MTT &4 i
570 nm Ab Y A E, LL =S X IR 2R B R AR
100 %6 43 BT 34 X6 HLEHL | T 410 20 44t RS B 4 2 5%
1.6 H4ifflizghne J R 25 T B B PR X R
U TP 4l g i 4 Fh 3] 6 FLAR . 2 R E O 2 X
10°/L, WLEEHH Ll & B2l 80 %6 B, AT WA 46 Sk
TEA MR TR , PBS Ve . AR & IS 1Y 3% 57
WAk SE R 3% K 0 h A 24 h RIE B9 98 B L AT
B, QTR F (%) =0 h RIJRFEE —24 h X
JRUIED /0 h JIR WL X100 %0 .

1.7 MM BRI a2 s . e
Transwell / NE W FZERMIEFIK,LE 37 CIHF
2 h Has pOon BRI R AL T A A, O
LV 135 77 W S BE Ry 5 < 10% /1L i 4 i B 7
W, EEPUm 300 pL U R, FERBRMEA
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Jity A 1L T A 20 M 1% SR R 500 pl 4k gR 24 h, &
5 L 45 RS UL 6 7E B AOBE N BRI 5 AL ET
(X200, 7 BT 4 ML A= 2850 H . 32 Re J 4 DN 1] 244 it
1.8 MMP-2,. MMP-9. E-cadherin. N-cadherin &
FAKER I Western blot B2l 52 25 11 % B 4H .
B PE XF BB CZH L T 44 48 i o MMP-2, MMP-9,
E-cadherin.N-cadherin & A #5254k, TR 1. 2,
1.9 GEit#ortr BRI SPSS 21, 0 #8AF 430 #r s
THEVERRA o+ #oR. ZAM AR HBR RN E
J5 2250 M1 » 4L 18] FL 38 ok SNK-¢ #5:55, LL P <<0. 05
RRESFAHGIT¥E XL,
2 H#R
2.1 eIF4AE-siRNA 155 & AT B . [ {1k 7% 8% 98 46 fg
i elF4E KKK Z5 R UL 1 MK 1, eIF4E-
SIRNA 1858 8 J8YL J5 (1) SCC25 4 F (1) eIF4E &
A mRNA 7K P2 0] 5 BEAR, #8278 eIF4E-siRNA
1055 25 BEAS T 9% SCC25 4l h eIFAE 1335,

1 2 3

CIFAE W S -

Loas HX IR 5 2 BAPE XS A 53 T4l
1 Western blot Ml i eIF4E-siRNA 18 5 i /& 3¢ iif 5 40 Mt i
elFAE & FH K P21k
Fig. 1 Changes of eIFAE protein levels in cells before and after

elF4E-siRNA lentivirus infection by Western blotting.

F 1 cIFAE-siRNA 1855 8 R YL 55 40 Ml b eIFAE mRNA FlE K

AR
Tab. 1 Changes of elF4AE mRNA and protein levels in cells before

and after eIFAE-siRNA lentivirus infection xEs
451 elF4E mRNA eIFAE 21

ESpoyiy:| 1.0040. 00 0.51£0.06

53 44 %o it 2 0.99+0.12 0.53£0.07

T4l 0.35+0.04" 0.16+0.02"

H S AR AR, x P<0.05

R 2 ULBK IFAE TR 40 BER: B 3R T B 5 A2 fb

Tab. 2 Changes of cell adhesion rate and migration rate before and

after silencing elF4E x ks
44 5 il B/ %% EBER/ N
75 [N B4 100. 0040. 00 67.45+5. 16
PR % R 2 99.56+8.63 69.25+4.12
T 74.69+5.92" 30.16+E2.69"

W5 A BA kLK, « P<0.05

2.2 PUER eIF4E 1] B I W0 5 0 Jen 20 it 138 5 305 e

WA 2 BTN, ULER eIF4E B9 SCC25 40 i 7E 570 nm
() A (B35 B B ARG L SR 7R UL ER eIFAE RE A8 41 ) % 5%

I 20 M 1 B
L5r g sepnl il mm e il
B T4l
1.0}
o
<< *
05F *
*
*

24 48 72 96
1)/ h

Has gxt A i, x P<0.05;F,,,=24.333,P,,;,=0.001; F 4,
—10. 867, P g, = 0. 0105 F,y = 22. 526, P, = 0. 002; F g, = 21.
105, P o5, =0. 002
B2 YU eIFAE RS 4NMILE 570 nm 1Y A {HZA2 L
Fig. 2 Changes of OD value before and after eIF4E silencing.

2.3 ULER eIFAE W] B fob [ A0 % 6% 98 240 AEORG BT iz
BEES) W& 3 RN 3 Frn, UUBR eIF4E [ SCC25
20 RS B 2R R B e 3 BH B B AIG, 42 R DT ER eIF4E
FE 0% 11 141 5 0% 9 200 L ) S B RE B

ESpopiec] [0 4 T4l

Oh

24h

B3 ULER IFAE 5 40 i Q19 5256 (X 10)
Fig. 3 Cell Scratch Test before and after Silencing eIF4E (X 10).

R 3 UL IF4E A5 40 i 2 2 AT 7 e 1 2 {28 1k

Tab. 3 Changes of cell invasion and migration ability before and af-

ter silencing eIF4E x+ts
45 THEHHE R2EHHE
75 H X 4 134.56411.45 109. 5246. 23
[ 1 o) R 2 138.49+12.78 105.46+5. 11
T 94.3649.46" 84.8243.79"

W H5EAXNMALLRK, « P<0.05

2.4 PUBR eIFAE W] WY {3 A 7 6k 93 20 0 4= 2% 1 iE
BBES)  UUER eIFAE (9 SCC25 41 M i B A {2 78 4k
H Y] B FEAG 32 7R UUER eIFAE BE 98 1 i 5 &% 98 40
NI R IE R AL 2R RE 1, L3R 3.

2.5  PUER eIFAE n] B 400 il <5 6l 98 200 . 1= Bz - 1] Jox
¥4k (epithelial mesenchymal transition, EMT) #
B MMP-2 . MMP-9  f1[& 4 fi7s . LR eIFAE /)
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SCC25 41 il tf MMP-2, MMP-9 & 14 7K F 2 35 [%
%, 4 rh b 2 b5 S 9 E-cadherin & K - TF &
[8] i #1254 N-cadherin & [ 7K 3F B&AK . 32 7 U0 2k
elFAE R 10 6l 75 % 5 40 s EMT F1 G s MMP-2,
MMP-9,

1 2 3

—— —— -
MMP-9

— —
MMP-2

E-cadherin

Necadherin  ——— -

B-actin
o6 COZEREA W B E
B e
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g 0.4 |
o
i%ﬂ = |- :
= o2k

0.0 —

MMP-9 MMP-2 E-cadherin N-cadherin
4a:Western blot Kl 25 5 (1. 25 F X MR 4L 2. BH PR X B4 3. T3k
241) ;4b: MMP-2 \MMP-9 , E-cadherin, N-cadherin & [ 7K - & ] 45 5
Has R EL 8, * P<T0. 055 F yypy = 15. 7114 P yyypy = 0. 0045
Faaupo =29. 600, P yngpo = 0. 0015 F i anerin = 11. 4554 P i gpesin = 0.
0095 F  cogherin=19. 467, P ouperin =0. 002
4 ULER IFAE HiJ5 41 s s MMP-2, MMP-9., E-cadherin, N-cad-

herin 2 M /K ¥ 7481k
Fig. 4 Changes of MMP-2, MMP-9, E-cadherin, and N-cadherin

levels in cells before and after eIF4E silencing.

3 itig

eIF4E J& H i~ 1k % PR A fie 752 %) B 136 e 1R TR
FelFs W bt 22—, N2KH eIFAE & (25 [0 454 v iy
Mpgaderh &h 2 MEEARA, BB 5 mRNA 1)
57N EE A I I DG L eIFAE 23 [A] 45 4 15 1 AY
FRELT NP 8 R 2y o S e e e g o B E
mRNA B R 2 . WA S eIFIE B2 5
elFAF B AWK L 72, T elF4F E &5 elF4A .
eIF4G \eIF4E M i, 2 5 P8 45 B 1% i3 2 67 2 FE fif
i, eIFAE #E % & & W b B U8 45 B 1 R 19 1)
AE S AT N 1k o A R N E AR
AR 22 s o A0 F 5 45 SR S L eIFAE 78 i op i3 3
KRR AL R, B AT E 4 S H7E LR

B U B DR R L JF HLUTBR SRR AT DL b
AN RS RE S

A FE 45 J R ULER eIFAE J5 85 8 40 f 3% 5
T P AT, 200 MRS B 32 30 R 28 B e T Y R AR
VEHITTER eIF4AE H AT 40 1 i i 40 i 5% 7% #4 1F
s eIFAE T2/ % % vhn] B8 k #A2 EE T, A BF
FEAS RN, IFAE 735 8w 41 208 A 22 21 40
IE AU R TR KPR IR B AR L eIFAE 78 1E # 4
ZUh JLF R K35, eIFAE 323K 7K 1Y i A% 5 95 2 43
PRAR B TE G, 5 30 9 52 A G, eIFAE W] g 7
BB I — A EE AR R, AR R
KW, eIFAE BA MR A IEAEH X 5 Bk se s
HRIEFFFE .

i 96 1) B % S 5 | S i R AR T R S B L iR

18 2 7% 15 i 9o 200 i P e DR A8 TR DO B A AR G

Je— AR B A A R L A A R R A S i
o A0 L e B 1Y oD B H AT & B MMP-2 Al
MMP-9 5 b8 5% 5% ¢ & d g %0, JLFR R 7K F 19
1545 8 P e RS VB BE S E M OCN L MR RS
EMT £ 56, BL7EIA Ry EMT J2 il 38 40 i 5% 7% 1) 7 44
PR 8] bR &4 N-cadherin 235 VRN b B2 A7 &
Y E-cadherin 3 ik F% Ik 2 40 f & 4= EMT ) 4
AN ARSI R TR eIFAE J5 A0 1955 41 i
MMP-2 . MMP-9 & FH 7K FFEAE 40 il N-cadherin
HHRIL T E-cadherin # AR BTHE S m PUER
IFAE R AT o i /U 40 2 s 56 Joi 5 ik i AF0 410 78] 40
L EMT k#4507 B e 2 15

25 b LB eIFAE HA 40 il 5 % J 40 g 5% 7%
REAE R, el DL i =5 698 200 if0 1952 3 KGR A= 28
IEALRE ST WD 20 0 ol A B 46 T A L X O BT
elFAE 75 7 W 98 7 % h 9 4E FH 2858 1 LA, o FE 1)
eIFAE IR 97 T B 42 it 17K HE L 72 J5 2 52 e vh b i
TR ALK PN F0H Al 22 Bk SR A0 Th VR
&% 3k
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