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Construction of stable eIF4E knockdown nasopharyngeal carcinoma CNEZ2 cell line by lentivirus infection® ZHAOYi,
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China)

[Abstract] Objective To establish a nasopharyngeal carcinoma CNE2 cell line with stable interference of eu-
karyotic initiation factor 4E (eIF4E) gene. Methods The interference sequences,targeting elF4E gene sequence, were
designed,coated and transfected into CNE2 cells, by using lentiviral vector infection system based on pGC-LV. The
cells containing stable transformants were screened by the ability of resistance to puromycin. The expression of elF4E
was assayed by real-time polymerase chain reaction and Western Blot. The effects of elF4E knockdown on prolifera-
tion and migration of CNE2 cells were tested. Results The lentivirus particles with short hairpin shRNA targeting
elF4E gene were constructed and screened successfully. CNE2 cells were transfected and anti-pure positive cell, which
was named CNEZ2siEp cell, were obtained by antibiotic screening. Compared with negative control cells (CNE2siNC) ,
the expression of eIFAE mRNA and protein in CNE2siEp cells were significantly decreased by 76. 0% and 50. 0% re-
spectively. The proliferation and migration of CNE2siEp cells were also decreased by 85. 0% and 59. 0% respective-
ly. Conclusion The stable elF4E knockdown cell line (CNE2siEp) was constructed successfully,in which the expres-
sion and functions of elF4E gene were inhibited significantly.
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FastStart Universal SYBR Green Master (ROX) Wy H 1 [
Roche 24 A) . T % 3 U1 0€ 24 fif 28 P W & %8 (RIPA Lysis
Buffer System) . Fl#T A eIF4E ¥.7% B Hi 4k . Bl PL A p-actin #L
T B B AL AR ] H I H 22 [ Santa Cruz 22
Al NN SE G R I CCKS U5 & W A L 2 = KA
ARHFMR 2 HE . Transwell /NE (8 pm) ) [ 3 [# Corning A #] .
1.2 ik

1.2.1 Zfassse ARRE A 293T . il i g 40 e H1299,
BRI AR S L 4 i CNE2 ¥R J§ DMEM B3R 3k (3% 10 %0 iR 4+
ML KAL) .37 C 5% CO, B3, T4 40 M 2% 52 16 ¥ 76 40
Mufe A 12 R HEAT .

1.2.2 %% J RNAGhRNA) P Bkt g 2% k9]
R ST 25 L £ Xt eIFAE B[ 3 AN 54 (NM_001968. 3,
NM 001130679, 1, NM_001130678. 1) () [&] ¥ JF %1 13 31 #00 # .
T 4 4~ RNA #8045 7 51, 35 KD1: 5'-AAG GAT
GGT ATT GAG CCT ATG-3';KD2.5-GAG GAC GAT GGC
TAA TTA CAT-3';KD3.5-CGG CTG ATC TCC AAG TTT
GAT-3';KD4.5'-CCA CTC TGT AAT AGT TCA GTA-3,
T2 G T 51 IR Kk Ve H R 5 4 BRI R Y YD Age T
EcoR T 43y pGCL-GFP i % #2 , %% fk DHS o JERAZ 45 20 il
B IR SR R 5 Pkt B se B T VK L 4 PCR %85 JF I ) B
AT 5 8 B 58 M L B T 38 kL pGCLV-elF4E-shR-
NAGi s #1~4).

1.2.3 f9saE KRS 293T LUK E 6 X10°
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A sIRNA [y 38 3K 201k shRNA, 31 76 % F T 7% 4 i
293T W5 &R B TR . R IA I . & 9b I AR AR T = A
shRNA Yy 1= 1 BE 18 955 75 RIURE . 71397 B 2 40 It P &% Sg im L, B ]
A siRNA, & BF 58 % Hl eIFAE-RNA-LV # 3¢ H1299,
CNE2 4 ffl iiESE T W] i BRI eIFAE R 3K 19 sIRNA 8 g7
B, BEAb AT TGS G BB 245 W T O B B A A X R 1Y
B ] P4 3R A5 T e 4B A B E R eIF4E 19 CNE2siEp 41 fifg &
FOXs BB 40 e CNE2siNC, Jy 3 — 25 BF 58 AH ¢ 5 (R 3 58 1 40 o AF
WHAT B T HA .

eIF4E 7] 3% £ 1 % 9% 2L ] mRNA, I 2 595 & A 1 %
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