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BT 1S B RO ML H B 3]

iR K Rk #RE O E &

H E B AWET 2016 4F 3 ~6 H W E 4T 5 5 506 CPEB4 X3 & 0 i 40 At A8 4 24 47 S0 LA K S SO 9 52 IR
Fik R RNAG AR g 18 i 75 2 0 80 ) 40 1) CPEB4 J& (K 09 T4 )% %1 ; 5k Hl CCK - 8 3% 44l CNE -2 - shCPEB4.5 - 8F -
shCPEB4 .CNE -2 & 5 - 8F {4k (B8 e J1) ; R FH Transwell ¥4 CNE -2 - shCPEB4 .5 — 8F — shCPEB4 T % fig J1 1 ik
A5 5 R U A0 ML AR 35 465 CNE - 2 — shCPEB4 |5 - 8F — shCPEB4 i T~ 3R 1Y 0 A8 5 R FH o [ JE i 35 30k U CNE - 2 — shCPEB4 |5 -
8F — shCPEB4 .CNE -2 J7 5 - 8F QEH@E@ﬁkﬁiﬁﬁﬁiﬁﬁﬁc K Fil Western blot {44l CNE -2 — shCPEB4 ,5 - 8F — shCPEB4 ,CNE —
2 J25-8F 4iffs EMT #1267 (1A WAS, &8 CNE -2 - shCPEB4 .5 - 8F — shCPEB4 43 3| 5 CNE -2 } 5 — 8F X H# |, 5 % 3k
VL K AT 7% B8 7 55 -{}Eit%éjcﬁﬂﬁﬂﬁz“ T EORR B 8 i . Western blot 146l 7 CPEB4 2 [n] #) i J5 EMT %%i*ﬁaéi-ﬁai%kﬂﬁt
”‘r,/u%hr E - cadherin %3k ¥4, slug . snail DL S vimentin ) 335 T J8 A0 56 , 3 DU 0 1 310 ) CPEB4 J& £ W 3 il 55 ﬁi)ﬂﬁﬁiﬁ%T
g5 EMT AH G E M F RO RBBUEM G, &8 0kl CPEB4 & 1 3R3A )5 , & MR 40 i R 1934 G Ak ) RSN TR R ) W 3
/Uz%’% T R i ] S 0 o, HCAL TR T B 55 CPEB4 il EMT R BIAAE ,E — cadherin 33k F 3, vimentin 35T, E - cadherin 3
F ] g 5l E - cadherin 235 i 45 5% 1 slug snail 335 F A,
XgiE HMUE CPEB4 AW¥ATH  JRAHEURE  EMT
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Effect of Radiation Sensitization and Targeted Inhibition of CPEB4 on Nasopharyngeal Carcinoma Cell Line. Xu Haiyan ,Fang Ling,Qian
Chenggen ,et al. Department of ENT, Jiangdu People's Hospital of Yangzhou, Jiangsu 225200 , China

Abstract Objective To explore the emerging evidence that indicates a key role for the CPEB4 in the regulation of radiosensitivity
and biological behavior of nasopharyngeal carcinoma cells. Methods The inhibition of CPEB4 gene was worked with the RNAi technigue
and lentiviral vector. Routine culture of nasopharyngeal carcinoma cells CNE -2 and 5 - 8F, logarithmic phase cells were selected for the
experiment. CCK -8 assay was used for the detection the proliferative capacity of CNE —2 - shCPEB4, 5 - 8F - shCPEB4, CNE -2 and
5 —8F. Transwell assay was used for the detection the migration capacity of CNE =2 — shCPEB4, 5 — 8F - shCPEB4, CNE -2 and 5 -
8F. The flow cytometry assay was used for the detection the apoptosis rate of CNE -2 - shCPEB4, 5 — 8F — shCPEB4, CNE -2 and 5 -
8F. The expression EMT related proteins of CNE —2 - shCPEB4, 5 - 8F — shCPEB4, CNE -2 and 5 — 8F were detected by Western blot.
Results The proliferation capacity and the migration capacity diminished in CNE -2 - shCPEB4, 5 — 8F — shCPEB4. No obvious chan-
ges were detected in the apoptosis rate. The radiosensitivity of CNE - 2 - shCPEB4, 5 - 8F - shCPEB4 were increased. The possible
mechanism about radiosensitization seemed to be related with the up regulated expression of EMT phenotype relative E — cadherin and the
down regulated expression of slug, snail, vimentin in the situation of CPEB4 inhibition. Conclusion The proliferation capacity and the
migration capacity diminished in CNE -2 — shCPEB4, 5 - 8F — shCPEB4. No obvious changes were detected in the apoptosis rate. The ra-
diosensitivity of CNE -2 — shCPEB4, 5 — 8F — shCPEB4 were increased , which may be related to the up regulation of EMT phenotype rela-
tive E — cadherin and the down regulation of EMT phenotype relative vimentin, slug and snail.
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FIZKFAIF5E CPEB4 i 45 i) mRNA 3 i 28 7 Ji g v
AR T BORE DGR T8 o AS BIF 58 SDL AR 1 48 18] 411 i) CPEB4
Xof G W 98 2 B A 0 2 AT S B S L, L R B MR i T AR
BEORR R 1 52 e S HE AT R R AIL R, D43 RT R N T i
IR T A 1 PR 3K £

M5 7%

B SN R U NG Ui RR (S5 o f
F(5-8F) NS WH I AR 3 A 4 s & (CNE - 2) 1l A
TR DR A I I B 40 R s Bl AR S5 AR % AE
SN N RARAT o N B SEE CPEB4 8 ) 3 1) B %
e % (5 - 8F — shCPEB4) | A\ B0 J5E CPEB4 #n)
0 B2 B U 40 L AR (CNE - 2 - shCPEB4) , 7 A 52
B B AR AD AR R N WA R A . 4 Fh A g1 RP-
MI 1640,10% FBE X7 585 5%, B 3% 54y 37°C,
5% CO,, FEiXH|: Tris — HCl Amresco, 0234; NP —
40 Solarbio, N8030; SDS [E 24 4 A {1k 24 ik 57 A IR 2
A, 30166428 ; EDTA 2 [E Amresco /A &) ; Sodium de-
oxycholate 4= T- 4= ) T. & ( L g ) &y A BR A Al
0613 ; Glycerol 3£ [ Amresco 2\ @] 4 %, 0854 ; PMSF
£ [# Sigma /A #], P7626;Tris — base 3¢ [F Angus /A #]
433, 2201702 ; Bromphenol Blue 3 [E Amresco 2y A,
2800301 ; P Ji Ik i 25 =] BBI 24 &), AB1032 ; H A3 i 5
Xy 0 &7 o

2. RNAQ 8% 7 2R 9 4 - 37 58 6 & T LT
H B HEE DNA oligo, K i iR A TE X 7 A= WU |, 738 iof
iy DL B M ABEDD S B9 RNAL 12
BEARAR b 0 3% 3 7 W e T A 4 00 40 TR RS2 2 A
ffl, 2 PCR Y& BHPEHE A ¥ 5, 26 0% 5k, I 5 45
T2 F U R A TE i B v B B Sk F T i BB A
RNAI 125 80k . £ X7 B ER P 5], 2% RNA T
PP AN BTN, ¥ it 2 A RNA T8 507 51, 5 fiff
F—28 RNA T4 5256 vh 9 22K 91, L 4 RNAL B
1%+ I8 ( negative control , NC) Scramble J¥ 31 (5’ -
TTCTCCGAACGTGTCACGT -3") ; R HE H (R H &
B : CPEB4 ;¥ #Fp . A3J5)Easy — siRNA &1} :5" — GAT-
GATAATGGATCGGCTA -3’

3. CCK -8 ¥4 I A3 5 e YL 20 iy R 4 GELRE ) - 7
96 L Mz b 4 Fi 4 = W (100 o/ fL) L
10° ~107/ml, ¥ 55 35 ML 76 55 3% 46 8% 5% 53 (A5
37C,5% CO, B2 F) RIB AN . )3k i ] 5UR
i, AL A 100l 2 10l CCK - 8 ¥ 1 41 i
iR gk g bR AN %E (490, 630) 4b By I OE JE {H
(A) .

4. Transwell ¥5 K5 FSE 4 Ju 4f g R 1AL BB ) - HL
40 {9 B 100 ~ 200l Bl A Transwell /NEE 24 FLAR /)
% i 200l 24 FLAR F % — A 500ul & FBS
s TR R 3R 3 R R B SRR E R 24 R
Wi, — B = S0, )2 55 35 R0 k10 VR F Bt s
FEEWFART, - BRI DNERE, KBRS
W, TR /N 2R B SR, H L R 24h G T
0. 1% &5 i £ e o, T AE B8 F B TH B . 1 IE
BRI T AR R . B3 ~ 5 SRRl A
ABIC, 3 BT 2 7 B DR RRR AT R 2 AL ET

5. it X 4 A A A D AR R e e A ML R R T T B
() PBS PEUEANMI PR, Z J5 1 x (W45 A 28 vh i 35 &
ANME, JET AN R E] 1 x 10° A/ Z T B 100 5
e B A 40 i B 0 A Sml 4 A Annexin
VbRIc 8 FUFIAR B 09 B R Y kL s Y 5 1R &, & T k'
SR 15 min [ 0 208 HOIMA 400wl (925 5 2% vl ,
B 5 B E LRI

6. 5 W T i ST 5 e 0 S A e Y A D 3R 0 Rk
JE B R 0 40 RO A 6 FLAR, 4L 0Gy |
1Gy 2Gy 4Gy .6Gy 8Gy . 10Gy 7 5l & , B M B 25 4%
Tl B 21 i %0 43 51 2 100,200,400 600 , 800 , 1000
2000 A4~ AEFLE LA IR LN = AR FR 2ml, 40
FEARE SRR TR 2 J WA e B T8 i Ol o A H
it 122 TH/4L B E 15min J5, 5% 25 82 W, DL K 22
Mo e T g, AL A Iml (4 WE W8 B AR W o
30min, DLFAIL AT A BT 4w BEERE RO R A
g, PhsrEE 3 KR,

7. Western blot { kg EMT AH 3¢ 2 1 3 5 7K F
M4 1. 5ml .08, BEMA L S EHEW 1ml,
% il 58 WS N T 4°C B AE 1Yo 2 JRICE 30min
Ja RPAT FHF & . B—4m 0. 15mol/L NaCl % ¥
100wl IR 27 J5 & 2min A7 0CH 25 FUER B 25 LR
fn {8 L 8 AR o FE SO B o 2R G B2 R T 4% blank
W28 AR A o (Bl s AR A, I TE K T3 Uk e 6 4R
2 R (B 0.5ml) , F AR KIEE — K, FIR—&
& 2L N 95wl 0. 15mol/L NaCl %5 Fil 5l £330
HRE S TRAIG 38 2min, B A AR (TR 40T ) #
“sample” SRR A o A5 Y 25 RO Sl R AR

i, K H] Western blot 3 ™4 $i¢ BRI 7 & U0 W #E 17
R o B 5 BEAT A DT B B RS I 4 b HE R B
3T B BRAT B 3 BT ER R O 8 A

8. Giil 2477k : N SPSS 20. 0 G it 2% 3 4 it 17
Giit o Hrab s, SCB BRI B = bR 25 (v £ 5)
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FoR o WAL Y 22 R LA Student's © KB, 2 40 THO WM CPEB4 3Rk (912 95 7 4K /Y 5 - 8F -
(] 119 22 S 1 O35 FH B PR 2R 7 22 3 BT (ANOVA) L L) P < shCPEB4 (CNE -2 — shCPEB4 4 % 41 fifg 43 1) %% % #
0.05 W ERAHG I L, B R %) B 2 20 M 1 GE RE ) WSS , 22 RA Gt X
Ve =] (P<0.05),
L. §0 4 CPEB4 40 MU 8 . 403 1 iR, % 4y

x1 $EiNG CPEB4 Mt sE T

20 51 Oh 24h 48h 72h

5-8F 4 0.13 £0.01 0.24 £0.02 0.59 £0.05 1.42 +0.13

5 —8F — shCPEB4 4] 0.12+0.01°* 0.23 +0.01" 0.41 +0.04~ 0.76 £0.07*
CNE-24 0.13 £0.01 0.25 £0.02 0.72 £0.06 0.82+0.08

CNE -2 - shCPEB4 %{ 0.14 +0.01" 0.24 +0.02" 0.42 +0.03* 1.71 £0.16*

55 -8F 4%, P <0.05;5 CNE -2 £ [L#:,"P <0.05

2. WL CPEBA Z8 MU RS 6 ) i 2 1 %2 @EMH CPEBS MILTHEE A KL
Frs 56 Ye T #0410 CPEB4 3R 3K B9 12 8 7 2K 1Y 4 TR i
S _8F — shCPEB4 .CNE — 2 — shCPEB4 i #0 4f Jfs 4> SosrAl 23.02%3.16
) ‘ 5 —8F — shCPEB4 2 21.08 £1.88"
JEE H R B SR R R A AN M G B RE D Bk E5 (P < CNE -2 41 69.37 £6.82
0.05) ., CNE -2 - shCPEB4 2] 26.34 +2.54*

55 _8F 4l i, * P <0.05;5 CNE -2 #H H#%,*P <0.05

A

E1 $BEHE CPEB4 HTREEE BT (454, x50)
A.5 -8F #1;B.5 - 8F — shCPEB4 #1;C. CNE -2 #1;D. CNE -2 - shCPEB4 4]

3. L Al CPEB4 éHElH@'(JIJﬁ-ilDI’}ZI 2 flis, gy shCPEB4 CNE -2 — shCPEB4 19 F 21 g 73 5! 5 WL % 77

THE ) JI ) CPEB4 3% 3K %) 12 0% 7 # AR 5 - 8F - YR MR TR L F G ITFE (P >0.05),
10° 5— 10° 10° F— 10° 5
1.1% 1.9% 0.7% 0.5% 0.9% 0.6%
10 10 107 10°-
£ 101 BE L £10' =100 o 10!
O e - 100+ R ey 100 o
se.ﬂ:u.a% . 96.4%5] 0.6% 3% 0.4%
0 100 1 10° T 10 10 o T 10 ¢ 10 T 10 ¢ o
Annexin V-FITC Annexin V-FITC Annexin V-FITC Annexin V-FITC
B2 mEXEEARE NS
A.5 —8F #41;B.5 - 8F — shCPEB4 41 ;C. CNE 2 #f;D. CNE -2 — shCPEB4 4]
4. 8L A CPEB4 41 At B 9 SO . 3k 3 r 5.EMT MR H B Rk . & 3 fras, 10 [a) 410 il
AN GY TR A ] CPEB4 323K 118 9 15 2R 1Y 5 - CPEB4 4140l E - cadherin ) &3k I, slug snail L)

8F — shCPEB4 .CNE -2 — shCPEB4 ¥ F 40 g /0 W1 & N vimentin 15 TR .
R 5 0T 2L A1 G R RS T (P < 0.05)
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e -

%3 Mm% CPEB4 MMM EBENKT (x+s)

21 5 0Gy 2Gy 4Gy 6Gy 8Cy 10Gy
5-8F4 1.00 £0.00 0.86 +0.08 0.70 £0.06 0.28 +0.02 0.12 £0.01 0.04 £0.003
5 —8F - shCPEB4 4 1.00 £0.00" 0.82+0.07" 0.30+£0.02" 0.08 £0.006 " 0.06 £0.005 " 0.004 +£0.0004 *
CNE -2 4 1.00 +0.00 0.88 +0.07 0.54 +0.04 0.23 £0.02 0.20 £0.01 0.09 £0.008
CNE -2 - shCPEB4 £ 1.00 £0.00" 0.58 +0.04" 0.19 +0.02* 0.05 +0.004* 0.002 =£0.0002*  0.001 +0.0001"

55 _8F 4]k, P <0.05; 5 CNE -2 #1 [t #:,*P <0.05
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3  Western blot j£#; il EMT #g 3%

EAREFHRIELE
W’

L5 J8% ( nasopharyngeal carcinoma, NPC) X it 4
RS AU B I PR 9 T 40 DA 169 NPC i
H LAY IR S AT R A IR E] 90% LU K 84%
G 09 5 IR e AT ) ROCR B 22, T DI R Kb e 7% LA
R R IR FE ik 82% , W A& WU IR 9T HOR 1Y i
JEe b i 4 1 A5 B 5 R L BOT A RO L AR B A
S O T ROA BT R o R A T AT T X
4 By K Jay F WL 4R A% B 4 2 A I IR B AP B 4
SRR I RAE . T T H R 5K IR A S ZE ST
J2 G W i R B 2 00T 05 T UL O RE o B W
LRI Y & B e BORH O R 4 RLAS BB IE o 5 A B
FEIIT 5 B H 2 Koy v rh B AR R AR R AR, T
S R R WAk, il TR B R A
BB AR R AR o S T R B K T 2
TRYTORIG, PRL I A R AR T I ) 552 o TR VA 9T R
(18 ] BT I3 AT J0 T b 408 8 ‘B 2 402 A2 1 JR A 50, WA
I A TR T LA R ik S 1 BORE 5C B F 5 2 R WA 98
JECER IR T e P D B ) A

AR B, B AN AT 22 53 SN RIS 73 2
i 2 DR 2 1) 2 SR KPR IO R AR R B MU X
— 3 AR T R AR A0 A PR B B9 mRNA S5 1 /Y B
RSB H5, CPEB4 183X — ik f vh & 4% T JF 4 H &
(I VEHT, CPEB4 A] L SiE < 20 Jifd 73 2405 25 F 1Y mRNA
SrFRZER AR R R R 22 R

IR £7 7 . Novoa 45 () #F 58 % B, CPEB4
T TR A 5 A8 Mt i i e J5 200 L 9E v Y 3Rk 3 R
A E e 1 B A A R iR AR 2R IR A A B R R
CPEB4 5% A~ mRNA 7 7% UIAH ¢, FF m LA 2
FERHPE, b RZ 80 mRNA 73 745 o 00 & A K
N Az 78 5% ® %% U AH OC  AHAZ AT 58AUAE mRNA 7K F- BF
5% 1 CPEB4 Al HE A 4% i) mRNA 737, Jf g # 7 Hoh
BANEREW LD EA TS, 0 PA vWE FI
o — SMA %5 CPEB4 iy 3% 3k 072 € #5 £ BF 52 4l i
55 IR R A B I JRe AR G, A0 355 iR AR S e R AR
J& e i g I A8 R A, B R 5 CPEB4 i 3k 5k
il S R GA AT AR BE g & B, D i A
CPEB4 1R IK 5 , 5 WA Je 40 0 & 1 3 SELRE ) A4
IEALRE ) W35 058, U T A JC W] I R T AR
B I B9 53X 5 AH ST A R AHAT o

e A AT BRI — AR P, L A0 IR A AR R
A LR A L RO R R SR A
Wh, bR A A — S R A R R R R R
W LRI, B T AT i E A0 18] S5 40 MR
W Lk bz — (8] T 5% 4k (epithelial — mesenchymal
transition, EMT) . EMT 70 3L 3l ¥ IR it % & 09 3 72
o B, — BB IR I R E Y AR B AR A0 R IR )R
B P2 R E AT S H A EMT 92,
EMT 43>8 3 9, Hop 1 A5 EMT 5 5086 1 iz 40 g e 5
A I TV 18 2 D e 1 28 b 1 A TR i 22 06 240 i A
K WIRJZ B IR )2 i EMT JE il % 46 i o8 B4 |
B 2 A R FR O A] BT — 1 B e Ak (mesenchymal —
epithelial transition, MET) ;2 A EMT B} ¥k | iz 41 Jfy
A Al BT A0 S W 2R AR 2 2L RE A, SRR S e Mk
PR G 53 AL EMT B b pe 40 i ok 95 69 9 4 250K
SR A0 A G MET 58 B4 i 06 v, 280 i it 5% 7% &2
LA 5 245 90 % A iR i b B 20 M e AR 2R e RS L
3 B EMT, b 4R =R 6E 1, S BUR R H R 1Y
Ko

Z I TR, b B 20 5 5 ) B IR 2 Sk SR
20} J% ( head and neck squamous cell carcinoma,
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HNSCC) 1228 K e # 1) B 20 3R EMT 75 )i 4= 2%
() 11 FH 32 SR B 22 BF 7 0 56 T . Luo 5 A F
ST 38 1 G A AL LA R S e 9 S B 7 AR I 1 122 45
SRR R TR R FRIR SO o 4 R B R 20 R RS L 4 g T
E — cadherin 3Rk 5L (P <0.01) LK
Il R4 ARG (P <0.01) , vimentin 5 41 ffg 5 E - cad-
herin [/ i g 2% 35 A9 S AR AR 00T Ml AR HLX
PR 1 [ B g 2 8 5 0k 0 45 5 B8 LA B I R 43 1) 5
IEAHIC (P 34 =0.000) , 42 75 5 50 W A= ) 2 47 0 %
YIAH S, 40 4% vimentin DA B4 g i E - cadherin 1Y
FIRAT ML TS B A, T BEAE B 1 S W Y5 T A
Ko BARIER EMT 5 HNSCC AH 3¢ /Y Y 542 45 410
ez & [ (E - cadherin, N — cadherin Ll ) inte-
grins) YA B 423 M (o — smooth muscle actin , vimen-
tin I & B - catenin) | Ji§ #b i 25 4 ( collagens . fi-
bronectin P4 } laminin) | %% 3 [+ ( SNAILI ,SNAIL2 |
TWIST ) & LEF - 1)[]2] o E — cadherin 1 vimentin
s EMT i & v iy i > 2 hR 359, E ~ cadherin 52 |-
B AN A br A, H ARk i s I B T b B AN R A
(49,17 vimentin J2 [B] 57 40 i 1) bR 35 W) 2 — , 76 b Jg 4
Marb Fik £ e T B4R,

WHoE R, R 4R P 5 5 EMT A K E - cadherin
IR T I, 40 M 1R 28 KT B BE ) 1Y L i 5 2 b
Je 240 L ) R BT A, e A, = A TS S b R 2 M R
&Y E — cadherin K FEAR, 18] 5t 40 f AR 754 vimen-
tin KR, K, BA bR TR 47 3 A0 T AR 2
o WA g A6 2 0 AR A R 2R Y LA A S TR B
By B ) 40 ) CPEB4 5 WA 40 ML Bk S - 8F -
shCPEB4 L) } CNE -2 - shCPEB4 7 E - cadherin &
ik B, T vimentin 323K 4, $278 CPEB4 FE [ 417
V55 4 8] 5 40 M 5% AL A OC E — cadherin 323K F R DL K
vimentin 3 15 T 4 A] i 5 i 5 58 GO . Slug,
snail J& 0] Il E - cadherin 23K (1) 5% 56 A+, HoAl
fe it EMT (4 % A, 6 i i) i J vh A48 7 8 2 AR
Mo BAWEFEHE i 0] slug  snail 55235 0] 2L
E3 E - cadherin {19335, D01 5l i 5 20 JL (1) EMT
KA AEA SR v, #E 6] 40 ) CPEB4 23K I, wl A6l
F slug ., snail 1y 35 A FF B AR, byt m] O, 40 4
CPEB4 %3k )5 EMT #HCH) E - cadherin ik i 7T
AEHT T slug snail ik TG, #2718 slug snail A] fE
W25 7 CPEB4 X £ W i 240 N 750 S 384 B0 o 422 5
e,

25 Lk ARSI, B | CPEB4 35 H 3%
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