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Abstract ; Objective

cells. Methods

To select and optimize the transfection approach of miRNA-221 inhibitor into HepG2 hepatocarcinoma
Seven different transfection reagents were tested to transfect miRNA-221 inhibitor into HepG2 cells with 24-well-
plates. Real time quantitative RT-PCR was performed to detect the miRNA-221 level and ratio of miRNA knock-down was calculat-
ed. Then different amount of the transfection reagent and different concentration of miRNA inhibitor were investigated. Further-
more . reverse-transfection method was compared to the forward-transfection. Results Lipofectamine 2000, siPORT Amine transfec-
tion and combiMAGnetofection all achieved more than 50% miRNA knock-down at 72 h with 40 nmol/L miRNA inhibitor,among
which combiMAGnetofection gained the highest silencing(55=+8) %. At 72 h post-transfection,the knock-down ratio was the most
potent with a combination of reverse transfection with 2 . combiMAGnetofection and 200 nmol/L. miRNA inhibitor(8944) %.
The cell viability rate was(92=27)% and the transfection efficiency was higher than 85%. Conclusion The transfection reagent
combiMAGnetofection was found to yield the highest percentage of miRNA silencing in HepG2 cells (Reverse transfection/2 pL

combiMAGnetofection/200 nmol/L. miRNA inhibitor/24 well format). This will allow the study of the biological effects of the cor-

responding miRNA in this cell line.
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24 h 48 h 72 h
Lipofectamine™ 2000 Invitrogen Merelbeke, [, ] i} 12+3 38+5 5242
siPORT ™ Amine Transfection Agent Ambion, Inc. , Lennik, H, FJ i} 15+2 38415 5248
ICAFectin ™ 442 siRNA transfection reagent Eurogentec S. A. ., Liege, [t F] i 8+4 208 42410
N-TER ™ Nanoparticle siRNA Transfection System Sigma-Aldrich, Inc. N. V. Bornem, k. ] i 9+2 18£3 28+7
X-tremeGENE siRNA Transfection Reagent Roche Applied Science, Mannheim , & [# 5+4 23+9 34+8
polyMagnetofection ™ -100 Chemicell, GmbH, Berlin, 4 [ 442 23+10 41+5
combiMAGnetofection ™ reagent-500 Chemicell, GmbH, Berlin, {4 [ 19+4 4847 5548
Mock X g — 1+2 048 0415
== X IR — 3+1 9+5 8+11
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geneous Caspase-3/7 i 7| & (Promega) £ Ml caspase3/7 7§ 1
24k . fdi ] Hoechst 33342 F i £k 7Y e (PD XU % 458
TR T 2% 20 L 08 T A L

1.3 SGeil2#4b¥E F SPSS19. 0 A #E AT 2R AR MR H R Ty
ZE P TR DL T s TR B LR A LSD 3%, DL P<
0.05 HZERALITFE L,

2 & R

2.1 AV YA miIRNA GBRZCR AT A 7 Bk U /9 4%
Y7 Hh e 500 B S R SO S AT R A L 45 R B R A5 R g
J5 5 miRNA G bR % B & % g md o) (9 € Km0 It . 3L
Lipofectamine 2000, siPORT Amine transfection J com-
biMAGnetofection fE # 4% 40 nmol/L miRNA PHE ¥ 72 h J5
Hiiad 50201 miRNA @R 3, H i combiMAGnetofection
B, IR 1.

2.2 combiMAGnetofection AN [A] %5 Ye 54 % b 4 {8

combiMAGnetofection 0. 5.,1. 0 fl 2. 0 uL., miRNA BH i& ¥ ¥ [
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combiMA miRNA-221 FH;E#) miRNA R
Gnetofection (pul.) R (nmol/ L) 2 h 48 h 72 h
0.5 8 24+4 13410 2246
0.5 40 548 12410  28+11
0.5 200 20+8 43+6 66+2
1 8 345 182 33%8
1 40 67 4847 5548
1 200 2448 69F2  79+5
2 8 544 15410 3247
2 40 182 4843 642
2 200 308 68E2  72+3
QG ) i) 200 4349 83Ek2 8944
200(BAM: miRNA Flig#)  2+2 142 242
0 200 1+1 341 341
2 0 1+2 242 343
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