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[ Abstract])

cells after silencing hypoxia inducible factor-la (HIF-1a) expression. Methods

Objective  To investigate changes in proliferation and apoptosis of human colon cancer SW480
siRNA interference technology was
performed to silence the expression of HIF-1a using lipofectamine mediation to transfect siRNA into human colon
cancer SW480 cells. The siRNA interfered SW480 cells were compared with a negative control group. an empty
vector group, and a blank control group. Real-time PCR and Western blot were used to measure the expressions of
HIF-1« protein and mRNA. MTT and flow cytometry (FCM) were used to evaluate the apoptosis and proliferation
of SW480 cells. Results The interfered SW480 cells had a higher level of silence of HIF-1¢ mRNA (>80%)
compared with those of in the three control groups (P <C0. 05). Higher levels of apoptosis and lower levels of
proliferation were detected in the interfered cells compared with those in the control groups (P<C0.01). Conclusion
HIF-1q silencing promotes apoptosis and inhibits the proliferation of SW480 cells in vitro.
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oligos : Fi#3I % 5-UUC UCC GAA CGU GUC
ACG UTT-3', Fifal#® 5'-ACG UGA CAC GUU
CGG AGA ATT-3', % JHl HIF-1a-siRNA oligos
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B TERARTAEA RGN, HIF 1o, EiiFE7]
¥ 5 -GCAAGACTTTCCTCAGTCGACACA-3';
T sl ¥ 5-GCATCCTGTACTGTCCTGTGGT
GA-3", 9 r Bt K B 207 bp; WS 3 Bactin, -
Wl 5'-GGAGATTACTGCCCTGGCTC CTA-
3 F# 51 5 -GACTCATCGTACTCCTGCTTG
CTG-3", ¥4 A Bt K BF 150 bp, 1K #20 mL, X
NARZR e B RS 4 0.5 mL, cDNA
2.0 mg,Super Mixture 10. 0 mL, 7 FTC2000 [
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Fig 1 Transfection efficiency of HIF-1a-siRNA. X400 Fig 2 Protein expression of HIF-1a 24 hours after transfection Fig 3 The
curve of proliferation of SW480 cells Fig 4 The apoptotic rate of SW480 cells
4A; Interfered cells; 4B: Negative controls; 4C: Vacant vector controls; 4D; Blank controls
x1 BREEHES HIF-1g B 27MO R TR (x5)
Table 1 The expression (value of 272ACt) and post-transfection silencing rates of HIF-1g (x=*s)
24 h 48 h 72 h
Group : TN ; T - I
27880 Silencing rate (%) 27 8act Silencing rate (%) 2 aact Silencing rate (%)
Interfered cells 0.13+0.03 87.2742.37 0.17+0.01 83.38+0.8 0.11+£0.01 89.4140. 44
Negative controls 0.95+0.03 5.36+3.28 0.96+0.03 4.71+2.64 0.96+0. 02 4.06+1.99
Vacant vector controls 0.98+0. 04 5.36+3.31 0.97+0.01 0.04+0. 02 0.98+0.01 2.06+0. 68
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HRZH 25 3R A L 25 1 0T BRZH ) HIE-1o 25 1Y AR X
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0.23.0.9440.12, %40 HIF-1a & M X £ 5 &
R HAS % E L (F=13.771,P=0.012), 4]
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BN R 7 2200 W R SWAS0 N 45 7 Ja 240 Jifd 4 A

JHL 5 B[] 558 45 2 1) W O' 32 1 25 S 3 e it 22 i X HIF-1a T4 415 30 8 7 5% K i 309 0 T SR 38 %

(P<C0. 05) ; Tt 4 WO B (B IR T oAl 3 4 (P #5<< BB PE X B4 | a3 3R 4H RN S 16 BR4H 388 i (P <<
0. 05) . Fifi 25 isf |) 4iE <, 40 it 384 7 2 29, DL 3. 0.05),J5 3SHMZER LG I¥E L, WE 4% 4,
K3 AEAAZFESEREERE (x5

Table 3 The absorbance values of cells (x+s)

Vacant vector

Interfered cells Negative controls Blank controls F P
g controls
0d 0.48+0.11 0.474+0.08 0.49-£0. 04 0.49%£0.05 0.96 =>0.05
1d 0.52+0.09 0.63740. 054 0.65+0.064 0. 6540, 074 21.41 <0.01
2d 0.64+0. 14 0.88+0. 064 0.87+0.074 0.8940. 084 51.38 <0.01
3d 0.79+£0. 20 1.37%0. 104 1.39+0. 214 1.3140. 224 1 464. 31 <0.01
4d 0.96-0. 33 1.60+0. 274 1.63+0.194 1.65+0. 344 439. 29 <20.01
5d 1.0140. 34 1.6640. 394 1.6840. 284 1.6940. 634 658. 94 <0.01
/\ P<C0.05, vs. interfered cells
F4 FHIF 48 h £ESWS0 NEHBABATE (xEs) SR 45 BE A A 58 A HIF-1o J2& 2 F B 9
Table 4 The apoptotic rate of SW480 cells 48 hours after transfection ’f’t iﬁj%ﬁLﬁ’fﬁﬁﬂ* ﬁ.@" Z: §l, iﬁ[ %i ﬁﬁ E"J H‘EE JE , 1@
(xEs) N N
Ward 217 g8 58 30 % B HIF-1o X i 98 ) 5% i IF:
| Early apoptotic Lated apoptotic and N | o
Group rate (%) necrosis rate (%) A0 1 5 58 L AH S, HIE-1o X fi 983 1) 38 58 362 410 7] 28
Blank controls 3.07+0.124 3.51£0. 144 @ ’ E_i?(‘ﬁjﬂ] ﬁi‘“ &k@ %jﬁ ﬁXj‘ HEP 975.? émﬂ@gi *ﬁ’ﬁg E/‘J %ﬁ
Vacant vector controls 3.387+0.174 3.60+0.134 uﬁlﬁﬁﬁm —‘ﬁﬁ ,HIF-14 ﬂiﬁi‘ijﬂ] Lr-ﬁu c-myc i"%ﬁ
Negative controls 4.0740. 154 4.19+0.174 - P o s e s 5 2 .
B ‘ N T Y NN=1
Interfered cells 49. 8612, 74 33.1842.06 S 60 20 R A 9 e 5k 2 AT M XS R
/\ P<C0.05, vs. interfered cells JSCF i R A 2 R ARG, LA 7 ik 988 A M A AR 3R 5
B AETE o AR B AR 5 T o — 5 T HIF-1a 300
‘\ N NN N prees K Ny SN
3 tig PDKI i 2 15 AT BHL 11 4 %5 W5 59 40 M0 o9 A3 0 Dok

B S R 5 R I 6 B R AR Sk g e 0 LA AR DA T YR Y 5 B DA T 5 B A 0 0 B 2
WRIE I 5 HIF- 1o 76 2 F AR MR thi e g 2 M0 B, X DL HIF-To 9 80 8009 i3 T UIR I
Tk HLH e Tk A R T R A B S R ek b g L B B IR R 1 A iR AR R R T
#% ALY . Rajaganeshan, Schmitz & Cleven FEAMEGE T, B9 38 o 0 AR g v R T
020 g HIF-1a 2 IAFLJE 5 Dukes’ B 45l JUFPIRE LU NS5 SW480 41l . fff HIF la
RIGE R RSB ER R EEyER  EETUR @ Real-time-PCR JriEiE Sz, e 4 T4
TR 180 MO TR0 L L 465 B 8 TR RS BL R S e i RSN AN I SWA80 A AE 24 h.48 h.72 h 5
F LS SRl E B T R A0 M TR A 0 R HIE la mRNA KO B A U0ER B0 35 Western
B fife B ) 2 75 5 (Warburg %8 . HIF-1a Jh@sgt blot 45 5R WoR 3% e T4 515 19 T4l i A B e
TNy 2 R 40 o A SR B 0 I R I S O o IR 3 LR L IS T T RNA T HEBOR AT LA &% 410
AT BB RN £ 2~ HIF-loa@id | HIHRENARE . EARLE A 540 e
A 20 P B A A DG 5558 Z A (GLUT-1.4,  TEREARTIABILE 3 A H R TR il
8) B H e A O B Al 2 3, DA G 0 b R 40 M X A A B DI T AIIRSE R IR R SR T Ward A5 B9 . D
(1 58 I B AT O3 3o W T At i A 2R O 22 W bR B TR HIF-1a 23K T W 2 4 0F A 45 i SW480
A0 B B o AR T LR W LR R R, A, AN T (R IRE AS BIF 5T 45 SR AR IE 58 HIF-1o A
HIF-1o ] [ PDK1 25 IF IR AR (R A 2k J] SWA80 4l i385
VA Y AN ISR AR G U E U O R NTE 4 HIF-Lo 7] RLJA 45 AR 22 2 ] 3 2k, 1 0 48 2 4]
R B R A i 968 240 L 76 A XA S PR BE T AR (VEGF 2§ ) nl LA M8 8 A= 1 8 (15 3% T 5% 7% A
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S5 e R R A R R R G T R I HE AL . fH A
A A S 56 1 1R P B N AR GG 1 B 2o B o, i 9
IBE RE I — I DL AR 22 R 2 B ) 2 AR
LI AT BE 25 5 30 5 AR A0 5230 A0 S i 25 1. it A
HIF-1q Ff-AEE — n] 8 75 b 95 fig &2 AR 0y BE 1L 24
HIF-1a 52 288 o) P T 15, IR i i i) STAT3 K&
FH OGP 38 B IR AT PR TR AR AT S B HIF-1a 19
TIgE™ . Rk, Rk 5T 1N 2 IR T4 HIF-1a J
HORH DG 3 % ) YL O AR L B A S e 2R hE
9 I Y A8 SR B RO Y 4 1 T 6L IR DLl
R R ST A DAL B 25 W R
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