RNA F# &l Skp2 TRk 3T A WRE
DR ER Hep-2 B9IA

MLk, Ex B, FEFE, 284, X #&
(VAR U B B K B I 5 — B2 B, BT WA I 150001)

8 Z. [HM] B RNA T A0 H Skp2 228 X6 0 95 S0IR 40 Mg p27 ik 408 58 AR T
fER ., [ #k ] ARG R MOk 21 0k 3% e Hep-2 400, B2 9% #F 2 48 8 57 T4 Skp2 2 H1 Y
T A RE ; 286 S 2 B PCR A1 Western blot 72 A6 0 5% He 41 i rf Skp2 F1 p27mRNA K H
ARIR ;SR FH MTT 32 0 30 3 20 A6 ASORG: 0 4% e 240 Fe0 38 G AN R T2 000 o [ 5 5% ) 3 o M s 2
siIRNA $ AR, Skp2 7l #5458 € 101 Hep2 M5 40 M1, siRNA 7[5 S0 Hl Skp2, i p27 ik,
I AP 210 R 254 B, 398 0 e g A B A A T (4596 ] B 1n) Skp2 FEH K siRNA XT Hep-2 41 fid 4 410 il
VBT fig i ad 1 p27 LK PSR ST, Skp2 S 56 DR 356 16 7 I 98 14 A 40 0
KRR MBI A0 AR A0 S BPAEEAE DGR 11 2; RNA T4k ;1805 7

F B 5 %5 R739.65 SCERARIAAD ;A 3 E %S :1004-0242(2016)01-0063-07
doi:10.11735/j.issn.1004-0242.2016.01.A012

Effect of RNA Interference Inhibiting Skp2 Expression on

Human Laryngeal Carcinoma Cell Line Hep-2
LIU Jiang-tao, TAN Li-jun, LI Hui-jun,et al.
(The First Affiliated Hospital of Harbin Medical University, Harbin 150001, China)

Abstract; [ Purpose ] To investigate the effect of RNA interference Skp2 suppression on p27 ex-
pression , cellular proliferation ,apoptosis in human laryngeal carcinoma cell line Hep-2. [ Methods ]
Recombinant plasmids were transfected into Hep-2 cell with liposome. To construct the stable cell
line interfered Skp2 gene with lentivirus system. Fluorescent realtime quantitated PCR and West-
ern blot were used to detect expression of mRNA and protein Skp2 and p27 in transfected cell
lines. MTT and flow cytometer were used to detect the proliferation and apoptosis in transfected
cell lines. [Results] Skp2 was stably suppressed in Hep2 laryngeal carcinoma cells by lentivirus
siRNA technology. The siRNA-induced suppression of Skp2 increased p27 expression ,decreased
cellular proliferation and increased apoptosis in human laryngeal carcinoma cells. [Conclusion ]
The inhibitation effect of siRNA targeting Skp2 on Hep-2 cell are probably derived from the in-
creased expression of p27 gene,Skp2 is a viable target in the gene therapy treatment for human
laryngeal carcinoma.

Key words: laryngeal squamous cell carcinoma;S-phase kinase associated protein 2;RNA inter-
ference ; lentivirus

Y S H B A 5¢ 85 H 2 (S-phase kinase-asso-
ciated protein 2,Skp2) & K2 fe it K B IE A, 5
JiJed B34 5 A AT O A R ST R Skp2 Rk HY
T2 55 0 R R Bz 200 i %) 2 v A Ak A AR e W 5 R
4 il 9 (laryngeal squamous cell carcinoma,.SCC) %
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A R T g TRl Skp2 FRIk Y L E T fE
Wit Z E—E A BRI S8 p27 ik, i
ANRE A R 240 0 ) 9 A 8 4 R e s AR 2
et 0 L AR A BT R AR 2R A AL RE 0T A, FRATT 4
T Skp2 AT i A2 Mk 308 S P foh 98 5 DRIV 7 A 4 25 RNA
T4 (RNA interference , RNAQ) &7 T & J e K i —
it A R R B A RO 1, B R B AR AR
sS4k 274 Al siRNA (small interfering RNA ) B8 = 24

03 B

*




A3 RNAL VB, (E/E R REET )4 1R H siRNA 2
TR FRAR JC IR 1 00 B R 19 T VA e A RIHE K AR T B
[E] 10121 2 L Skp2 SRy 1) HE A W siRNA £ A BF
FOKE AR Yo A AR R N T 5 i 4 R A
Jiti 98 240 At Ak \TOBG W M I J5T e 44 L Aok i 2 el i 2>
T Skp2 A, BN T p27 Fak ;b 4 i
() A= K R 22 PERRSZ 2] 1 AR I T i 4
A PR 32 2 H A 58 AR A 52 56 W56 0 T RNA
TV £ A il 95 2 P Skp2 XN Mg 40 i R Hep-2
N R | AN T DL RO SR R p27 IR
S, SR A JE N AR ST FLA T I 4 A S
e

1 #MRE57TE

1.1 4@ B

N W d Hep-2 41 8 0 5 BHBE A0 ML . 7E 5%
CO, 37C4ME R, T 10%FBS (GIBCO ) +75 5 £ /8 %
& (Invitrogen, USA) [} DMEM (GIBCO, USA ) 15 37 %
HE R IR
1.2 A Skp2 EEH RNAi HEH@EMEgE L

HRAE siRNA it )50 Al GeneBank H 4% 18 1)
Skp2 B EEF IR ¥ 51 (No.NM005983) , Fil Fi| Invitrogen
N TR siRNA WizaidTM #31 siRNAT |
siRNA2 siRNA3 siRNA4 U254t %F Skp2 2 A eds X
) siRNA J¥ %1 (Table 1), [A] i} % 31— 45 ¥ 51 Nega-
tive FF X BEAL 5050, i 1 BLAST 3690F % )3 51 % F
PR BE R T TR, . -0 L ) v e A A% 3R 3
# AR pSIH1-H1-copGFP shRNA Vector (System Bio-
sciences, USA) , 2K 1% 5 /N FL 41 i f7 . pSIH1-negative .
pSIH1-siRNA1 pSIH1-siRNA2 pSIH1-siRNA3 pSIHI-

siRNA4, F| AR B4 2000 (101 ) K 5 41 F0kE (4g)
U Hep-2 40/,
1.3 EEEE PCR #&ill Skp2 mRNA Rix

P IR P2 S UL A5, FH Trizol 1250 48 UL YL il 5
4L 2 RNA, B 3g &L RNA & i ¢cDNA (Promega,
USA), LI} PCR KW AR R ALHE 1l JUAS B B2 i R
() DNA #5 A i VE b #E il 2 L & TpleDNA K & |
10pM 1) PCR ¢ % 51 %) F (5 GGATGTGACTG-
GTCGGTTGC 3') Ml R (5 GACAGTATGCCGTG-
GAGGGT 3’ ) (Molcular Probes,USA). GAPDH #l
Skp2 ) PCR JZ 1 2% £ J& 95°C ,5min;30 1% 35 4>
PCR ¥ [ 95°C,10s;58°C ,15s;72°C ,20s;85°C 1§,
84°C (DN 5] o T HEN. PCR 7= Wy iy d fige ith
2k, PHE RN A S Ak S N 72°C G218 i E] 99°C
(B 5s Fhim 1°C) , BEHR CT A, #4718 550 M o AR 4
2 B B B DNA ARuEfh 2k, £ FE5 H YR
TP X R PR 1 v 3 5 SR BB PR LA A A, B
fite 149 ) A e 32 ok DA G PR X R PR R B2, B
L it I S R 18 A 1 S T AR X 5
14 HMERERIE Skp2 EE B Hep-2 4 Atk

e LI il Skp2 mRNA %% 2 55 = (9 5 k7 pSIH-
siRNA3 FIAE Ry B M % B8 (%) B2 &7 pSIH-negative # 17
B TR R A A e, S ik 7 2 R SBI M2 77 A ¢
# 4t pPACKH]1-Lentivector Packaging Kit 9 #/E F
WEEAT , L R A ) TR R W B e
1.5 BRF R Hep-2 MAE I T Skp2 EEH
2 TE 2 R ik

Hep-2 4022 Fh T 24 FLAR A T FL A, B LA FR
1x10° 45 45 A 0.0.25.0.5.0.75 , 1ml 5 # i
TG e EAL A Polybrene £ RIKE 5,
LU B R 16pg/ml,37°C 5% CO, 55 3246 N H5 3% 12h

Table 1 Skp2 siRNA sequences

Name Sequence
Negative 5" -GATCC TTCTCCGAACGTGTCACGT CTTCCTGTCAGA ACGTGACACGTTCGGAGAA TTTTT G -3’

3" -G AAGAGGCTTGCACAGTGCA GAAGGACAGTCT TGCACTGTGCAAGCCTCTT AAAAA CTTAA -5’
siRNA1 5" -GATCC TCTTAGCGGCTACAGAAAG CTTCCTGTCAGA CTTTCTGTAGCCGCTAAGA TTTTT G -3’

3" -G AGAATCGCCGATGTCTTTC GAAGGACAGTCT GAAAGACATCGGCGATTCT AAAAA CTTAA -5’
siRNA2 5" -GATCC GACTTTGTGATTGTCCGCA CTTCCTGTCAGA TGCGGACAATCACAAAGTC TTTTT G -3’

3" -G CTGAAACACTAACAGGCGT GAAGGACAGTCT ACGCCTGTTAGTGTTTCAG AAAAA CTTAA -5’
siRNA3 5" -GATCC GGTCTCTGGTGTTTGTAAG CTTCCTGTCAGA CTTACAAACACCAGAGACC TTTTT G -3’

3" -G CCAGAGACCACAAACATTC GAAGGACAGTCT GAATGTTTGTGGTCTCTGG AAAAA CTTAA -5’
siRNA4 5" -GATCC GTTGCAGAATCTAAGCCTG CTTCCTGTCAGA CAGGCTTAGATTCTGCAAC TTTTT G -3’

3" -G CAACGTCTTAGATTCGGAC GAAGGACAGTCT GTCCGAATCTAAGACGTTG AAAAA CTTAA -5’

] -
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J ST B B IR e R IR 24h J5, H O 40 i H B
o, HA A Tl o 5 9 B4 592 56 2 440 i S e 00
KE] 90% VL b § R B IR T 2585,
1.6 Western blot iZ# il Skp2 1 p27 EHFKIX

e Ll R AR W) T AR A PR R Y Cell & Tis-
suetotal protein extraction kit, ] /F Hep2, Hep2-siR-
NA,Hep2-neg — ZH #fi ffd i 24 /% & (5x10° 40 B fim A
100wl ZEf# W), 4°CELf# 4h,4°C 1000rpm/min 50>
20min , H 50wg 18 H 2R 10% SDS-2R 179 Js
e VK 15 85 5 B 8] PVDF it I . PVDF JRAE 5%
BSA W = IR E 1h DU 0y 3E 5F 5 45
A A 1:500 Fa B S5t A Skp2 (Invitrogen ) \ fedit
A p27 (Lavision,USA) . [Pt A GAPDH (KangChen
Bio-tech) F1 1:1000 % & 4 B 4T A $T #& (KangChen

g, ModFit LT for Mac V3.0 /4 RGHrf =%,
1.9 Sit=4aiE

Bl s Bk AT SPSS 11.5 Geit ik 3, Z 4010
ek 5 2087, F Student-Newman-Keuls 46
BT UL P HLEL . P<0.05 R 28 A Geit 23 L,

2 & R

2.1 EARNELE Hep-2 HaFINE Skp2 EE K
xix

YL TR 48h J Hep-2 4l il 4% (0 G, 4%
TR RS I 22 R A B A LA
Ao, RIS YRR AE 50% 447 (Figure 1) (x
250) . &Y PCR A 25 5 7R, siRNA3 Il il

Bio-tech) ,4°CHF & i %, TBS/T PEAE,
JILA 1:5000 # % 14 BRAR 1o 4816 P il
Fric — Pt (KangChen Bio-tech),37°C
B 8E 1h, )i KCTM 12 % ik 5
Sk 25 R (KangChen Bio-tech) ,
1.7 MEMETE (MMT) 4 U 20 Be 38 5

X Hep2,Hep2-neg Fl Hep2-siR-
NA XECAE K20 ML (1x10° >4 i/
ml) P T 96 FLE; FE M (S0pl/L) , 7F
37°C .5%CO, Bt FIi FE 2 0F T %
SERT )RG5 o SR B 55 TR M A T Il
5 D-MEM 200p1/4L , it 201/l MTT
K% 4h, WA M W BEELN 150l
DMSO, 5t 5 W 45 f ) . 3 492nm
WA, 7 AR A % L ik
{H, 22 0 4t M A A it
1.8 HRAMKNMMATE

i £ Hep2,Hep2-neg HI Hep2-
SIRNA XA K40 A, B il 40 i
THALBOE AL, B 1106 A1 25 1Y
RN, A 195wl Annexin V-
FITC %5 & W & 2 40 Ml . A Spl

Annexin V-FITC, AR5 R = TR a: Negative control transfected group A[mock-transfected cells(medium only) group

Bmock-transfected cells(medium+Lipofectamine 2000 reagent control).

W? ﬁ: lomino % 'D E jt"r; J: 2%3 , j]l] /\ b: siRNA-negative-transfected cells(designed for poor homology to any gene).
. [ c: Cells transfected with group D Skp2-specific siRNA.

190ul Annexin V-FITC %5 & W %% & d: Cells transfected with group E Skp2-specific siRNA.

AR, A 10l AL P IE (PL) YL {4, e: Cells transfected with group F Skp2-specific siRNA.

. . L v . 5 f: Cells transfected with group G Skp2-specific siRNA.

W R ) KR, U

R ALK, CellQuest X4 2 e W3R 20

Figure 1 Representative micrographs of control and transfected cells

o5 BN
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SKp2 i [H 8 B ] kT Ho Al
siRNAs, B8 £ 5ORL ]
22 RERSRGEIL T
Skp2 EEBIFEE 4RI
% A pSIH-siRNA3 Al
pSIH-negative [57 4% (14 18 J5 7
JRW 1ml SR (1) Hep-2 44 i1, a
e BUR R 90% L) I ik B FR
SER LR H i (18] 2a,b) .
J7 I 52 5 5E fE PCR Kz
Hep2,Hep2-siRNA ,Hep2-neg
— YN ) Skp2 mRNA Al
p27 mRNA £ ik & H24k 25
J i 7R Hep2-siRNA 41 Ji .
Skp2 mRNA # ik & # Hep2 a: Transfection efficiency in Hep2-neg- transfected cells(x250).
LA T 0 2 B L T b: Transfection efficiency in Hep2-siRNA-transfected cells(x250).
74%, i p27 mRNA Fik i I
T 38% ,Hep2 41 #1 Hep2-neg

Figure 2 Transfection efficiency of vectors

2 SKp2 mRNA J p27 mRNA Table 2 Effect of Skp2-siRNA on Skp2 mRNA and p27mRNA expression

IR TCH] 22 55 (Table 2), Index Hep2 Hep2-neg Hep2-siRNA
M H Western blot %42 Skp2/GAPDH mRNA 1 0.98 0.26

Hep2 , Hep2-siRNA , Hep2-neg P27/GAPDH mRNA 1 1.02 1.38

AP Skp2 1 p27 &
SESUS ORI RN
Hep2-siRNA 4 fifd f Skp2 #&
F 238 45 Hep2 ZH 40 i i1
FIREMLL T T4 76%,
p27 A RIB N LR T4
89% ,Hep2 #H H1 Hep2-neg 4
Skp2 I p27 H A FKIL TG
%7 5 (Figure 3,Table 3), Hep2 Hep2-neg Hep2-siRNA
2.3 D Skp2 B&IK4H AEIEsE

Hep2 . Hep2 - siRNA il
Hep2-neg — Ff 21l Jitd 75 #H 1 (1)
W 5T W 1) g3 20 A 20 0 3 5
(Table 4,Figure 4) , #47 FH %
SIRNA JFOKE (19 18 i 75 20 14 %
U Hep-2 41 M3 (Hep2-siRNA a: Protein expression of Skp2 in the 3 different groups.

R b: Protein expression of p27 in the 3 different groups.
H)JE, SR Y4 (Hep2 4)
o s o B R 20 (Hep2-neg Figure 3 Effect of Skp2-siRNA on Skp2 and p27 protein expression
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Table3 Comparision on protein expression of Skp2 and p27 in 3 different groups

Index Hep2 Hep2-neg Hep2-siRNA
Skp2/GAPDH protein 1 1.05 0.24
P27/GAPDH protein 1 1.17 1.89

Hep2-siRNA-transfected cells

Table 4 Optical density(proliferation) in blank, Hep2-, Hep2-neg-,and

: Optical density

Time(h) -

Blank Hep2 Hep2-neg* Hep2-siRNA*  Pvalue
0 0 0 0 0 -
24 0.109  0.378 £0.004 0.383 £0.004 0.376 + 0.004 0.177
48 0.106  0.634 £0.004 0.636 +0.004 0.416+0.003 <0.001"
72 0.097 1.226 £0.021 1.243+0.005 0.691 £0.026  <0.001"
96 0.099  2.044+£0.010 2.089+0.012 1.220+0.012 <0.001"
120 0.092  2.326+0.058 2.241+0.002 2.157+0.015 0.003"

* P=0.004 indicates that optical density was lower in the Hep2 group when compared with the
Hep2-siRNA group,and P=0.005 indicates that optical density was higher in the Hep2-neg
group when compared with the Hep2-siRNA group. " P<0.05 indicates that optical density
was significantly different for each specific time point in the Hep2,Hep2-neg,and Hep2-siR-

3o

I P 2 1 T NS 8 B A i 19
PEMIE R AR Wi 1) 2 AR AL, 5
FRA L K T B T B AT iRy 2 H
Tl B 982 0T 58 O AR

Skp2 J& BT & LAY — Bl S A
TEZ R vh b i . IR E L
TS SREMERE 1 (5p13), 71
w2y 45kD, Skp2 i F-box J¥ %1 |
“Linker” J¥ 41 |25 1 - 25 [ AH LA FI A
Hen 52 2 iR B 2 )7 51 45 #4351 (leucine-
rich repeat, LRR) K KX i #:#4 W , &
DNA & il v ib 5 1) F-box 8 F1 5 i
51,45 Skpl.Cullin /% Rocl/Rbx1 JE 1%,

NA groups.

ZIUJGE E3 iz RiE K (7 FX SCF

Skp2 H&5HK), 25z R —EAMIE
W fi g 42115000 Skp2 & SCF Skp2 &
HEREYUNT I, R HHEY
R S M e S K 5 IS ) 2 1 4R 5 B
DZEAE G, R KA
iz Z Ak, BATHEE R W] Skp2
BB T 22 i 40 it J) 300 981 4 2 1A T e
fife DA R4 2 ] 40 % 0 i 46 5 A
AR M I T, R R A R R UIAR G

23 —¢— Blank
) | —#— Hep2
= 20 Hep2-neg
Z Hep2-siRNA
£157
= r
E
= 1.0
j=H
S .

- L
05r P il
0 < . > . > . ® .
24h 48h 72h
Figure 4 Growth curve in blank, Hep2-, Hep2-neg-,and
Hep2-siRNA-transfected cells

96h Nakayama 55 "7'$%5 3% T Skp2-/- L ) 4
Jil & B Skp2-/-41 j 32 B £ ff 1A
AR B SRR, I B BN v
B R R AR R A TG T

4H) b A, M A S B ] S 981 (P<0.01) , i B 4 J5T R
R NN R Y AR L, A0 G A TG T AR 1k
(P>0.05),
24 @FRRATRNLE R

I O =2 A0 AR I 2 7 - Hep2 2H \Hep2-neg
41N Hep2-siRNA ZH (9 I/ 7= 53 51 4 (2.86+0.21) %,
(3.58+0.16) %M1 (16.64+0.17)% , 4 J5 25 53 = 41 7]
TR 25 A 5= 8 L (P<0.01), THedl 5 HAh
A 4 EE 5 40 i R T B B 4 (P<0.01) , AR 4% 57
A Mz A Z B AR TR 2T LG E X
(P>0.05) .,
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S B Skp2 23k K V- 18 22 Fih Ak 41 i
TR TR . V2 AR T D R s Rz
F ALK 27T Skp2 2 5, A cyclinA (cyclinB cy-
clinE .cyclinD1 ,CDC25B .p21 ,p27 .p53 .p57 .E2F #0
hOrelP 4551718 PR BE DA RE R —Fh =241 CKI-p27,
et LA g v 9 4 R H 25 OG0T . I IRAFF 5 SR 7E
S5 Wi | E R | O LR LR A 2 RO
Je T Skp2 Ik B | H 5 FL I p27 Kk B
K

TEXR WS ) I ST 25 R o, ] e e i Ak
ARG I e BUAE IR A Th | 88 55 1 W R T
T A MY 398 A — ik 5 0K 200 i 98 (LSCC) 1Y 9 7% 9 Jie
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LR, Skp2 FHPERZ W LT, HIJS P B FH %
VR TR R Skp2 Rk BN S 5 F I -
B 40 B i 0 M B Ak o B, Skp2 s A AT B 2
LSCC &A1y R0 5r ¥ [AIF, Skp2 ik 5l K
SR S R S IR A OG, RIS N 2k L
Al fie S LSCC MR R ie S B VIR I — T b
R LB, IEWMWERE p27 Ik & T 1LSCC 4l
41 THIM BSR4 p27 KT T Fk e g 5
20, H Skp2 5 p27 R I 00 B 5 A OGO
1E LSCC (it it # v Skp2 8 11 &35 1 18 nT A
a7 AR A S B p27 HE Rk
et HCAS B A7 A% A 4 A0 R 3 0 4 DR ) 4 e A
FH A A5 95 40 B A o s R B R e T L TR
IRAR A Skp2 5 Mk g8 19 & AR R T DL R T %% U0 AR
K, T LAFRATTHRE DN Skp2 R fl 2 M 308 30 o 97 35k PRI
ViDL Ly

RNA T30 AR J& 3 i W 4sE RNA (double-srand-
ed RNA ,dsRNA ) FHIBT H i L 9 &35 fh 226l
[ siRNA T 4 i PR AR 0 B ) 8 AN g K Bt [
P T L 1] AL 19 R 3k AR Ay 2844 S B A L Y
Lol SR Y Y shRNA RE A 26 b X Bt 40 i P 4% i
Tt F1%) it , AT LA 2 4 5 Ry R 8 A T o A Ot 2R LA
o 1 A A MR D e — 2D B v A e s R Y ) B T
HEAT LS S W) AR IS . 12 995 3 (lentivirus ) 24K
ARG HFE N (human immunodeficiency
virus , HIV ) SCEE 1fij 2R 107 12905 5 2 46 7 38 43 2 B,
B 2B 800 RN ARAR ) o AL A3 B HIV-1 R K]
HERR TS G S A B B AR 8
RG22 P08 o 2 9 B 0% 8 R B T SR 1)
FEHISS , PR A #5 T4 RNA BRAR 2k 7EA 0
e, O T R R PR B WA G ok 2 A A A g
IR AT REM:, AT EAREE AR T
FE SBI A AW = ki H R R 5, BARS
AT SETE

ARSI ARG siRNA 38 1 [ D) 1 40 M S 1 33 iy
P 2 (Skp2) MIZATIR)F N, Wit a3
mRNA $E47 5 siRNA ZERZ AT IR 7 91, F FH JE ) &
A ARTEMS MG T YA 1] Skp2 1Y pSIHI-siR-
NA 2k, 38 Bk A 5 5% Y+ Hep-2 4H it )5 4896 )t
SE A B PCR AN 40 M N skp2 mRNA /) & & , %
%5 YL 41 5 Skp2 1Y pSTH1-siRNA i 41 it Skp2

TR s

mRNA 7 & ¥4 A [ R B i 9 /b Horpi% g pSIH I -
siRNA3 SR 41 il 35 5 1T T M2 48% , 0 ki
Qe 8RR AR 50% 24T . N3 B iR 4R
15 Fo i AR AR IT 45 41 = A%CH 1) Skp2 1Y siRNA 119
Hep-2 ZH bk, FRATT SO 0 5 2 40 34 72 400 i ik
HE A v 80T G BRI P R 1A T 2k R AT
By AR AT IR B 90% LA L, B4 RE 5 F
EAAREEFE, U LMB R R BRI R R 5
TR AR AR LY, L G ORI 4 ARSI R
P, 185 AR IR Y Hep-2 Ji 41 M A A I8 58 5 1 0F
T ARk, 3 3R BTN P 0 R A T AR R T R T
170,

AR 52 06 45 3% WA o 12 0% B A 3 5% YL pSIHI-
siRNA3 4 Skp2 mRNA FlEE [ Y 3 35 2 4 e
pSIH-negative i i F1 K % Y 20 i B S ol 20>, iy 7
pSIH-negative 4fi it 1 & % 4% 20 it /b Skp2 mRNA F
BT B AR A, B W] 3R 1K 344 pSIH1-siRNA3
H A H 5P 4] Skp2 mRNA FEE A B94E 5 [F
%% pSIH1-siRNA3 4H il (1) p27 mRNA FIE 119 %
ik B Gy pSIH-negative 41 L F1 A B YL 40 i b 2%
PRI, 1M %% % pSIH-negative 2 L F1 A % G 4 fifg i
p27 mRNA FIE H LRI A8 Ak, i W 3 ik 44k
pSIH1-siRNA3 #li il Skp2 mRNA F12E 1 A9 /E H 7l fig
SR B p27 A FRIAR TN . IR BAR Y
Hep-2 J& , 4 Mo A S A= 4 52 2] 1 2 PRSI, 9 B 3
W PR T AR S — 2B UESE T siRNA X HE 3 R (1
R

S R, Skp2 siRNA 1855 2 2 38 2 AR H
SR Hep-2 40 Skp2 A 2 35 I 7E 1A 410 i 210
J A G S5 R I TR AT Y, W] RNA T4
AT LU Skp2 e P 1% 2 34 DA T 410 o e 665 3 40 it
Hep-2 MBSy i (4 56 AT $2 41 T — 2% 0
SR AR A A ELARHIL A DA S5 HA I S5 P 3
FEPRURI I T AR OCHE R OC 2R 1 AT AE  #0 [) Skp2 &
K siRNA 24K B8 &5 760K ] il Skp2 193235, A
T 4900 o e s ) A AR R — 2B 5
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