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[Abstract] Objective To establish nasopharyngeal carcinoma cell line (CNE1) with eIF1 gene stable over-expression and to
study its effects on the proliferation and migration of nasopharyngeal carcinoma cells. Methods EIF1 over-expression vector was
constructed by adopting the pEGFPC1 eukaryotic expression system for transfecting nasopharyngeal carcinoma CNEI1 cells. Thus
the stably transfected EIF1-elF1 and its control cells were obtained. The over-expression situation of elF1 in these cells was verified
by real time fluorescence quantitative PCR(qPCR) and Western blot. The proliferation and migration activity of CNE1-elF1 cells
were tested by adopting the cell proliferation and migration tests. Results The enzyme digestion electrophoresis identification and
sequencing showed that the pEGFPCI-elF1 eukaryotic expression vector was successfully constructed. After mRNA and protein ex-
pression identification,compared with the reloading plasmid transfection group,the elF1 gene mRNA and protein expression levels
in nasopharyngeal carcinoma cell line CNE1 stably over-expressing elF1 were up-regulated by 2. 85 folds and 2. 58 folds respectively
(P<0.05) ,while its proliferation and migration activities were down-regulated by 55% and 36 % respective (P<<0. 05). Conclusion

The nasopharyngeal carcinoma cell line over-expressing elF1 is successfully constructed, the elF 1 over-expression could signifi-
cantly down-regulate the proliferation and migration activities of nasopharyngeal carcinoma cells, suggesting that eIlF1 has potential
anti-tumor effect.
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(9108) F PrimeScript™ RT reagent Kit with gDNA Eraser
(RROA7TA M A 4 T8 (K ) A /A Al ; Lipofectamine®
3000 Transfection Reagent (1.3000008) 4 H Thermo Fisher
Scientific /% #); FastStart Universal SYBR Green Master
(ROX, 0491385000 1)1 B & [X (Hp [E) 24 7] s Anti-eIF1 B 50 f
PLK (ab118979) L Anti-B Actin A 77 B i 14 (ab8226) g [ Ab-
cam 2\ 1) ; RIPA Lysis Buffer System(sc-364162) \BCA Protein
Assay Kit(sc-202389) , Western Blotting Luminol Reagent (sc-
2048) & HRP #ric F ¥t B —$T (sc-2005) I H Santa Cruz 2
. CCKS 4 Ml ) £ (CA1210) Wy [ db 50 % 3 5 B A IR 2
] ; Transwell /%8 (3422) ) [ Corning /A 7). elF1 ] Real-
time PCR 3| ¥, I ¥%:5 -TGT AAC CAT TTG GGG TCC
GCT T-3', Fi#f¢:5-TTT GTA ATC TTA GGG CTC TGG
GCTT-3', % GAPDH #J Real-time PCR 5| ¥, £ #if:5'"-
TGA CTT CAA CAG CGA CAC CCA-3', Fi#:5-CAC CCT
GTT GCT GTA GCC AAA-3',

1.2 Jr

1.2.1 SRR @S5 %E Ll Genbank 1 eIF1 i mRNA 7 4]
(NM_005801. 3) Wi . pPEGFP-C1 24k y 3L ik , #4) 2 eIF1 if
FIR B A A R 5 P o 4 R ) B R Y U) B Hind NI/
BamH T AU/ 51 . LA \PCR % 52 K B D) i 3K 390 0E 4 AT
F) Ko ik Rk B S UL

122 #AEHigR Off SR CNEL 400 T 3% 100 FBS #Y
DMEM #5323 o, 7 37 °C .5% CO, K5 746 5 1t AR B L 3L
Rige . Ay % E ML S 35 41 (Blank 2H) . i 6 3k R 55 Ye 4
(CNE1-eIF1 41D 25 8 50RL 5% Y 21 (CNEL-NC 21D B 1 5% e
*f B840 (Control 4H) . &40 3 B 1L .

1.2.3 #AMe% g Z8iuii 45, % M Lipofectamine® 3000
Transfection Reagent DL #] & 5 % b 0l 5% L i b DNA A &
WA CNEL 4 b Fe e Ja 12 h i, Fede)a 24~48 h WL%E
YA ML DO R IB NG OL T ORI I E, LA YR
48 h % ln e 3K Ay K 5 AN L e e O MK

1.2.4 FaoE b Rana Ok O 26 Je %08 YL )R 48 h LI Ay
G418(800 pg/mL) ) DMEM 3% 3% 5£ 7 B 40 il . M1 J5 Pk 54 5w
BEIMEGiE 2 A~ H.3~4 d k&4 GAIS (AR E 400 ng/
mL) 1 DMEM B 33 1 Ui e 3 % . 155 40 i s e g K5 . 3k
SRR T R AN A R AT RNA AR B KF %08, Hod RNA A6l
K 92 5 )6 & it PCR(qPCR) » ™ #% 352 38 577 60 156 B - 2 4
KT AEY TR OGE) A R2A A RNAiso plus i 77 & 42 I 41
g & RNA, L PrimeScript™ RT reagent Kit with gDNA Eras-
er I} A & 4 L cDNA, 3 H| FastStart Universal SYBR Green
Master(ROX) #EAT R 45 A6 00 >R J 4R 1 J5T B 3k 1k (West-
ern blot) , Z M LAH 45, L1 RIPA Lysis Buffer System i 7] £ 2 Bt
0 8 1 A BCA Protein Assay Kit X} A% H € &, 1M )5 LA 50
pg B K A Marker I #E, SR A 12% SDS/PAGE Hi, ik »
PVDF EHEEN, K S5k — P10 4 CHEF L7, UL Western Blotting
Luminol Reagent K:ill, S 55 % B4 . eIF1 i 23 K T it
R T RRANAE AR BD S CNEL-eIF1 3 33k 4 i . [7] i 25 5 5 e %
8 1 A ot 2 A ok R AR Pk CNEL-NC 20 ffd

1.2.5 A ascs gt CCKS 40 i 34 i 46 i 30 &, I
Xof B A A B 45 A0 M LA FL 3 000 A4 $E R T 96 FL 40 i B
FeR A HEAN IS 12 b, i B T AL H R RS e BN &
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W 4548 4E . BioTek 24 F] Synergy 2 2 J) g i1 X 450 nm K
AR LR (A . S A L B an i s A L 2R
1.2.6 YL K Corning 23w Transwell /NZE B
X BA A AL 3 B 22 T 5 X107 AR Rk BE A 200 pLL TG
75 AR B/ NE R, T E A S 10%FBS il 1% 47 4 b
HEEE MR IR 500 pL, BE 3 AL dRLEE IR 48 h )5,
B Transwell /NaE ] PBS 82420 2 i . AR & KBk L i3k
TR 40, H B[ G 30 min, 0. 1% %5 & 42 %R T %44 30 min,
PBS ¥t 3 i {ifi 45 iy 52 58 4 v T4, 76 = A Ba L BT T 3+ 85028 I 4
MLE W se A543k 10 AN P (. 55X BRALAE L,
TR RIT S L,

1.3 itk 3 SR SPSS16. 00 S8 i+ 5 R #4740 4 3T
PR DL T s RoR CRAITT 225007 4T LR T g R 38, LA P<C
0.05 W ZFA G HE L.

2 & ®

2.1 FUREE )RR RO E SR e 1 TR, AT IR AR kL
DNA B UJ Wi )5 52 B M 45 ly A8 . TIF B BOROAS 14 A N 1) il
Hind [l &% BamH T (% § ] {7 o5 1F §f 7T 5 . X ) 3 , pEGEP-
Cl-elF1 ## MCS(Multiple cloning site) X i A 31 5 6 44
1 eIF1 RKFFH—2, WK 2,

Marker 1 2 3

5 000 bp

3 000 bp

2 000 bp

1 000 bp
750 bp

1:pEFGP-Cl-elF1 #{k ;2. pEGFP-Cl-eIF1 # /A& % Hind [l B§ Y] )5
TE U 2t DNA;3: pEGFP-Cl-eIF1 #fA 2 BamH 1 B U1 J5 T M9 2%
P DNA
A 1 pEGFP-Cl-eIF1 R4 EF ] B8 vk B

B 2 pEFGP-Cl-eIF1 #i X\ FF 51 U & g

2.2 M YEN 45 Blank 4H . Control 0 4H k. . CNE1-eIF1
2 .CNE1-NC 20 41 if 35 H 30K 5 B 8 1 & (5 )6 . 114k 200 4>
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0 M A 2200 B 3 S Y RO O 90 04 DA b W A e
SMIE GFP &5 A RIKIER . WE 3,

2.3 cIF1 3£k % %  Blank 411 CNELI-NC 4 41 Jfd eIF1 3
HEOMEEKPFHEZER TSI B L (P>0.05): 5
CNE1-NC 41 #] kb » CNE1-eIF1 41 40 jg (1) eIF1 mRNA . % (4 [
FIRKE4 B I 2. 85 4% .2, 58 4% (P<<0.05), LK 4.5,
2.4 elF1 job 2 3k X £ WA A0 i 3 49 R 5 B 35 1R 0 52 i
Blank 21 #l CNE1-NC 41 40 g 3% 58 . i %% % 1 th 5 25 3¢ L5t it
28 L (P>0.05) ;5 CNEI-NC £ 4 It . CNE1-cIF1 4 41 fifd ity
B g RS TS M4 B R R 55 %6 .36 %6 (P<C0.05) . WL 6.

3 AR 24 h B RIE

A: NS HEH GAPDH J H L eIF1 i ff il 20 165 B 3 L 4
elF1 mRNA Hixt ik &
1 elF1 FAEFH MMk cIF1 mRNA RiEKFE

Blank#H CNE1-NCZH CNEi-elF1ZH

elF1 13X10°

Bractin | VNP NN W, 135 0°

B-actin: WNZ IR GAPDH ;elF1. H 3R
5 elF1 B EFH L MMM IF1 EEAFRIEKTE
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A:iﬁi—;B:ﬁﬁ:
B 6 Rk eIF1 Xt S MHE CNEL 48 B i 15 78 0 i 5E
i T B 2 0

R it

ER R EF F RGBT 1 A5 REERN
mRNA 244 K 38 45 4 1 4 - eIFL %t F 36 15 5 47 i 4l 56 3L
mRNA [ 5' 10 F&5H X 2R B FM T AUG JF 5§ » it i 44
RGN REE S eSS R ExEED, Lind F i
FRI . eIF1L 5 eIFLA — i o 2 i B 35 4 B B - % mR-
NA R UG % 055 1 AL FSE 3 ALA 56 Bl X iy IR 5 8 e iR
5 T A IC B b RE AT SR BT AR B0 WAL (RNA (R 25
A mRNA BREWBFHA# SR, 750 EHDTF5RED
THA IEHECAT B, eIFL T LA GTP (1 K %, #5 l AUG I
T U B 40 e Tk AR B R AR L R . RS T R IR 58
BJE s eIFL fm 7 F s 55 » 2 i o AR U 5 19 7 L B
B A EC X eTF A4 £ P AR LA ES T, AT e Bl B R
BIGE GG, AR LR, & MPERE N 40 S 2R
P 2 VAR mRNA G55 3038 R 56 AR, 2 eIF1 Fl eIF1A
JE )5 S5 A B AR LT A RERIE eIF1 454 3 40 S OB A £
P i 5 )5, 2 mRNA &5 458 18 A 15 LT IF, Bl 235 3 1) mR-
NA 45 & BB R T3 L OB (RNA JF 45 1 mRNA 1 5/
s HEAT R PR AUG 2 4G % 1 F K H B R UiE O 3L A B
F WL TR T eIF1 PAZ BRI 3 b Bl ok, B iR iR 1 52 &
P IF IR, mRNA 25 &, A MFRE . 7
A b AR v AR R AR A 57 5 AU R 38 AR Rl mRNA R IR %
RS eIF1 B A7 7EXT BT AR 46 2 & W B i, GTP K
fife F R 1 BRI, 5 2 2R 1 B R A R A RV AN A

AT . B FLAZ B0 IR 5 W B 5L A 22 Fh N 880, L
S iR AH D B A T SE H TR AL U eIF4E, eIF5A %578 31,
Pt R 1 s 0 S R 25 2 o Jfgd e ) 412 98 1 T 28 B0 A A G T
I A SR B B AR B R R AR 0 OGB4y T eIFD 1
Jiged kAR R R IE AR R R AR — B R, AR
elF1 75 S K AR VR R E R AT RN & T eIF1 1A%
FER A e 2 B CNEL 400 o . 0% 2 3 s sh iy g 7 5
Fib eIF1 M AT CNET-eIF1 40 ity K H: xf B 1 CNE1-NC
2N, DT Ry 0k — 25 43 TR 1 T 3 A A R 4 A 3 TR R K R b
JATE AR R A P AR AL TR L. R AR L
Bk TF1 Xof 0 W 95 400 0 1 9 R0 S B 05 1) S e R AT T R0 2B 1Y
TR GG SCHRIEST , 2B A Bt 0K A0 eIF1 ol W R 4 S i
i 2 B ) 38 BRI EE B 05 L B eIF L 7E B 8 CNEL 41 Ml 11
B R b e AR e L Y PR AE A L HO6E CNEL 40 g #
PRI E A W8 A B A% 40 M B BRI s B T e LA &
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S TF LI A L 3 0 iy R B A0 — R P AR AT
g Xk il 95 240 6 T 8 A T A B 10 R

FRE WA B 2 ZOFE NG T 107 T A A L O
JELES TE T ) SR ASBITIE 19 2 B0 A A% A I 4 1 A28 A Lo 0
FER IR Ji i PR S ek ) PR WSS 4R 7R T A58 0 il o by it — 20
MR eIFT SR B AR AL Fe A WL AR B8 T — 7 I kil
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