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Effects of Twist gene silenced by RNAI interference on proliferation,
invasiveness and methylation of E-cadherin in
laryngeal squamous cell carcinoma Hep-2 cells

SUN Zhi-hong, QI Ying
( Department of Otolaryngology, the Second Peoples Hospital of Pingdingshan City, Pingdingshan 467000, China)

Abstract:  Objective To investigate the effects of Twist gene silenced by RNAi interference on proliferation,
invasiveness and methylation of E-cadherin in laryngeal squamous cell carcinoma Hep-2 cells. Methods Human laryngeal
squamous cell carcinoma Hep-2 cell lines were cultured, and then transfected with siRNA-Twist ( siRNA-Twist group) ,
positive control siRNA-GAPDH ( positive control group) and negative control missense chain ( negative control group). The
expressions of Twist and E-cad genes in cells of all 3 groups were detected by real-time fluorescence quantitative PCR. The
expressions of Twist and E-cad proteins were detected by Western blot. MTT assay and transwell chamber were adopted to
examine cell proliferations, cell migration and invasion respectively. The expression of methylation of E-cad was detected
by methylation-specific polymerase chain reaction ( MSP). Results The expressions of Twist mRNA and proteins in
siRNA-Twist group were lower than those in the positive control group and negative control group respectively, and the

differences were all statistically significant (all P <0.05). The expressions of E-cad mRNA and proteins in siRNA-Twist
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group were higher than those in the positive and negative control groups respectively, the differences were all statistically

significant (all P <0.05). The cell proliferation in siRNA-Twist group was significantly reduced after transfected 48 h ~

96 h, the difference was statistically significant (P <0.05). The migration cells and invasion cells in siRNA-Twist group

were lower than those in the positive and negative control groups, the differences were statistically significant (all P <

0.05). MSP test results showed that the amplified bands of E-cad methylation in the siRNA-Twist group were weakly

positive, its expression intensity was significantly lower than those of the positive and negative control groups, while the

unmethylation amplified bands were positive. Conclusions

Specific inhibition of Twist gene might up-regulate E-cad

expression via influencing the methylation of E-cad, thereby inhibit cell proliferation and invasion. It is expected to provide

new target for gene therapy of laryngeal squamous cell carcinoma.
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1.2.3  Western blot &4 &% 3¢ 28 2@ it P Twist
Fo E-cad & & &k WU YL 48 h it , 24 f5 L HL
M S E, BCA EIE E A Bk E . B30 pg

- 468 -



PN, A RNAT T Twist JEF XTSRRI Hep-2 20 bRIGFH -5 1R ) I E-55 562 1 W AL AL 2

56 39

H 17 SDS-PAGE HiK )5 , 5% 2 PVDF fiit, FI TR
Wiky E A 120 min, K Gt A Twist 2 5@ B i 4
(1: 500F%F8) —HUhm A, il T & 90 min, A TBST
VR 3 U, 1L FHi 5 1gG-HRP (1: 2000 # F¢) i
AL Z R T SO0 60 min, F TBST $EfR 3 ¥k, F| ] ECL
b2 kIR F B8, UL GAPDH SN2, ] Image J
BRA 53 B0 257 IR BEAR, ARAT 45 17 Y 41 240 L v Twist
Fl E-cad £ 13RIk,
1.2.4 MTT st & kAo ) & 4% 4= 28 20 0,38 5815 0L
B 48 h 4ifil, B2 Fp T 96 FLAR .5 x 10° 4~/FL, 4
BB 3 AR AL, 5] T G 24 .48 .72 Al
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