b

Fa0H 1 LR A4 (BE i) Vol.40 No.1
20194 1] JOURNAL OF SUN YAT-SEN UNIVERSITY (MEDICAL SCIENCES) January 2019

KAk EguhS RNA HULC PUERAE R N il ity e

SHG44 H555 AWAT /)55

2 fF, HERE TR, RO, K e, i RS
(LA BERR A B & 5 E B/ E RN EH AR R 2E B 2 — B B, e & R 2300315
2. T [E R AR R B 5 — 5 o DG X/ 22 A v 2 I, 22480 A R 230031)

# E:(BHM] BRI AT RNA R 38 5 AR (Lne RNA HULC) T BR 3 1 et A 52 J5 53 41 e 9 4
Mk SHGA4 ST FNJH T A5 ., [ 5 1 ] 5228 % & it PCR (qRT-PCR) 36:3iF HULC T ¥k #2145 20 (HULC-siRNA )
FLBAME X AL (NC A1) HULC 2835 7K o CCKS 14 B 52 565 1T Al o B2 T2 i S5 500 6 W00 980 440 A Fr) B4 G RE ) o 2400 L)
R 200 0 T S G 0 e T A ) A A A T RE Sy . [ 45 5R ] qRT-PCR iF 55 HULC-siRNA 2H % NC 21 11
HULC 223k 7 i 3 4% (P=0.003) . CCK8 1441 5256 i 7 HULC-siRNA 2H %5 NC 2H 20 it 48 5iff 4 i 2 AR (565 2 K P=
0.003; % 3 K P=0.005; 2 4 K P=0.009) , ~F-# v B TE 1 52 3 f 7 NC 21 F HULC-siRNA 20 1 5w BT 1% 43 51 o
(34.11 £ 1.24) %, (14.44 = 0.87) % , VT BRF 1k HULC J5 40 i 50 B T2 LR 1 25 PR AIK (P<0.001) o 200 i J&] 1A 52 56 b /s
NC £H F11 HULC—siRNA ZH fi% 4 B0 5043 504 G141 (36.89 + 4.09.51.74 + 0.68) , S ] (46.95 + 2.49 .36.89 + 2.13) , U1 2k
Z53Kk HULC J 200 Jif0 J&) 38 B 2 4% BELAE7E G1/S 1 (G138 P=0.023, SH1 P=0.038) . ZH il T 5256 i 7k NC 20 Al HULC—
SIRNA £ i B U8 T2 3 43 31 R (2.57 + 0.22) %, (7.063 = 0.71) % , YL 2K 35 HULC J 40 -7 30 08 7 3% f 3% 58
(P=0.004) . [ #5158 ] LncRNA HULC UTER 3 2K J5 T 00 5] e JoBJ: 41 e T 40 it %) 18, A it L 7

S4B A : S IO BRI R ; LncRNA HULC ; 3845 ; 4 7

FE 525 :R739.41 MR ERETD : A XEHS:1672-3554(2019)01-0031-06

Effects of Silencing Expression of Long Non—Coding RNA HULC on Proliferation and
Apoptosis of Human Glioblastoma Cell SHG44

LI Qian', YIN Tian—tian', HU Yu—chen', WU Jing’, ZHANG Min*, HE Jie'"

(1.The Provincial Hospital of Anhui Medical University//The First Affiliated Hospital of University of Science &
Technology of China, Hefei 230001 , China;2.West District, the First Affiliated Hospital of University of Science &
Technology of China//Anhui Provincial Cancer Hospital , Hefei 230031, China)

Corresponding to: HE Jie, E-mail : hejie2005g @ sina.com

Abstract: [Objective] To explore the effects of long—chain non—coding RNA highly up-reglated in liver cancer
(LncRNA HULC) silencing expression on proliferation and apoptosis of human glioblastoma cell line SHG44. [ Methods ]
Quantitative Real—time Polymerase Chain Reaction (qRT-PCR) was used to verify the expression level of HULC in
HULC silent expression group (HULC—siRNA) and negative control group (NC group). CCKS8 proliferation assay and
plate colony formation assay were used to detect the proliferation of glioblastoma cells. Cell cycle and apoptosis assays
were used to detect the cell cycle distribution and apoptosis of glioblastoma cells. [Results] qRT-PCR confirmed that
HULC- siRNA group had significantly lower expression of HULC than NC group (P=0.003). CCK8 proliferation
experiment showed that the proliferation rate of HULC—siRNA group was significantly lower than that of NC group on the
second, third and fourth days of experiment (Day 2,P=0.003; Day 3,P=0.005; Day 4, P=0.009). Plate colony formation
assay showed the cloning rates in the NC and HULC—siRNA groups were (34.11 + 1.24)% and (14.44 + 0.87)%, and it
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showed that the cell clone formation rate was clearly decreased after silenced expression of HULC (P<0.001). The cell
cycle assay showed that the numbers of cells in NC group and HULC-siRNA group were G1 phase (36.89 + 4.09, 51.74
+ 0.68) and S phase (46.95 + 2.49, 36.89 + 2.13), and it showed that the cell cycle was blocked in G1/S phase after
silencing HULC expression (G1 phase, P=0.023, S phase, P=0.038). Apoplosis experiment showed that the early
apoptotic rates of NC group and HULC—siRNA group were (2.57 + 0.22)% and (7.063 + 0.71)%, and it showed that the

early apoptotic rate of the cells was significantly increased after silencing HULC. expression (P=0.004). [Conclusion]

Silencing of LncRNA HULC can inhibit the proliferation of glioblastoma cells and promote their apoptosis.
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Real-time RT-PCR revealed that the expression level of SHG44
cells transfected with HULC inhibitor is lower than Negative Control
(NC) group (mean = SD, n=3), 1) P<0.01 »s NC (t=6.616, P=
0.003). HULC-siRNA, HULC inhibitor transfection group.
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Fig.1 Verification of expression levels of HULC-silenced
stably transfected cell lines in SHG44 cells
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A': The proliferation rate of the cells was determined by measuring the absorbance excitation at 450 nm and the emission at 600 nm using a
spectrophotometer. Significant inhibition of cell growth was observed in cells with silenced HULC expression compared to cells transfected with
control. Mean + SD, n=6, 1)P all <0.01 »s NC (Day 2, 1=6.616, P=0.003; Day 3,:=19.93, P=0.005; Day 4,:=31.41,P=0.009). B: Cell growth of
U87 cells after transfection of HULC inhibitor or Negative Control (NC) was analyzed by colony formation assay; Clonies with more than 50 cells
were counted in each well, Mean = SD,n=3, 1)P<0.01 »s NC(:=13.01,P<0.001); C: Flowcytometry results showed that the percentage of SHG44
cells transfected with HULC—siRNA in the GO-G1 phase is higher than the control group, which paralleled with decrease in the S phase, Mean +
SD, n=3,2) P<0.05 vs NC (G1 stage 1=3.577, P=0.023, S stage 1=3.063, P=0.038). D: Flow—cytometry pictures of cell apoptosis (lower right
quadrant, one of the three separate results was showed ) ; Percentage of two groups in early stage apoptosis. Flowcytometry showed that the percentage
of HULC inhibitor transfected SHG44 cells in early stage apoptosis is higher than that of Negative Control (NC) group, Mean = SD, n=3, 1)P<0.01
vs NC(£=6.045, P=0.004). HULC-siRNA, HULC inhibitor transfection group.
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Fig.2 Proliferation, cycle distribution and apoptosis of SHG44 cells in different treatment groups
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