- 2858 - DMREYESHE  wwwshengwuyixue.com Progress in Modern Biomedicine Vol14 NO.15 MAY.2014

doi: 10.13241/j.cnki.pmb.2014.15.014

STAT3 /T4 RNA [kt B AT AN B /M

5220l Y IS Al
MR B R B & BE% R Sk #aak’
(PR BERM 2R B 5 BE e (R m T 2R — 5 g )RR} 2% &7 210006)

HE BH:MAER T4 354 F BT 3(STAT3) ) F 3 RNA(SIRNA) Rk R, AL B L st 8 B A Bs A& Bk i

(HKC)A =8 % h, J7ik:i%it 3 A STAT3 siRNA #2577, 1 DNA T40# K %1% £ ik pRNAT-Ub.1/neo F , M TL0 R4

PRNAT-U6.1-STAT3 siRNA, #:l 5 5 ik th 5 42 3741 20 & 49 siRNA A BIR, THAMFIE 485 85 HKC 280, Western

blotting #= Real Time-PCR | STAT3 & & A= mRNA & i &, 7 X 40 B AU E 48 IR o, 18] 4 58 6 3% ) E Bel-2 #» Bax &k 69 %
o BER ¥y STAT3 A B &k 69 A BARM R, It ik it B apdl kR AR, S A A8 HKC 2t STAT3 &k |

/)‘]I:%—%u Bax/Bcl-2 YeAE B n s 8 B H BJ5 HKC g st e F 20 4505 STAT3 £k A % 4o Bax/Bel-2 WAL B &K, it %
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Construction of the Vector Expressing Small Interference RNA Targeting
STAT3 Gene and its Effect on Apoptosis of Human Tubular Epithelial
Cells Induced by Hypoxia-Reoxygenation Injury*
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ABSTRACT Objective: To construct the vector expressing small interference RNA targeting signal transducer and activator of
transcription 3 (STAT3) gene and to investigate its effect on apoptosis of human tubular epithelial cells (HKC) induced by
hypoxia-reoxygenation injury. Methods: Design 3 pairs of small interference RNA sequences targeting STAT3 gene and clone into
plasmid pRNAT-U6.1/neo to construct recombinant plasmid pRNAT-U6.1-STAT3 siRNA within which the best suppressive efficiency
plasmid was determined and elected. Recombinant plasmid was transfected into HKC induced by hypoxia-reoxygenation injury. The
expression of STAT3 protein and mRNA were determined by western blotting and RT-PCR. The apoptosis was measured by flow
cytometry (FCM). The expression of Bcl-2 and Bax was determined by indirect fluorescence method. Results: The recombinant plasmid
was constructed successfully. Select the best recombinant plasmid which produced the best suppression effect. The expression of STATS3,
the apoptosis rate and the ratio of Bax/Bcl-2 of HKC induced by hypoxia-reoxygenation injury was significantly increased. The
expression of STAT3, the apoptosis rate and the ratio of Bax/Bcl-2 was significantly decreased after recombinant plasmid was transfected
into HKC induced by hypoxia-reoxygenation injury. Conclusion: The recombinant plasmid was constructed successfully. This
recombinant plasmid can effectively inhibit the activity of STAT3 pathway of HKC induced by hypoxia-reoxygenation injury, upregulate
the expression of Bel-2 and downregulate the expression of Bax, which cause the apoptosis of cells.
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TOERIEAN 4 B RS SRR R R ST IRL AT AR AL
b, H RN . BE IRT 8 & AR LT 5 16 pE Rk
B A AR P A L MR A T AL AN s BE R RR AL A A
IR S, SR A T I AR, (S SR S S R
BT 3 (STAT3)J2 STAT KM EE RS, Hofg 54 S8
65 A B TR Ak ST RN bt 2 DA ER /T RNA
(siRNA)Fi AR ELA Fe 55 A3 i 2 X ek i w51k
PPN P 2 o S 35 PR S 5 R S PR LR, AR AR S S DLUR R A [
STAT3 /T4 RNA(siRNA )X AU 2 U N B /INE T Rz 40 i
(HKC) UM T sgmm, S BIARKE IR A4 ) 58 R AT $2
PR
1 BERAI T i
1.1 ¢af5HF

N B /INE T Rz 4 (HKC) W [ 11 3R R A BR A
A, ki pRNAT-U6.1/neo It [§ Ambion /A7l , #4 GFP L[
I E R (neo ) PLE R . KT DHSa B RE 5 R R R 2=
T R e (T S T 5 — 5 ) S 36 RO RAT o TR/ e B B
&M [t s 42 53 . Lipofectamine 2000 J J5 4% Yu
RF & . TCILE 55353 DMEM/F12 RPMI-1640 2323 1 Tri-
zol I [ £ [E Invitrogen /A&, & RNA $2HGR 7 & (RNA fast
200) WA i CREEYARRAE . REPENDIEG Bam HI
Hind 1l RT-PCR &5 & W H K% TaKara =928 Al o BG4 M7
(TBS)W H 35 [ Hyclone AR, WA ARG A _FEHTAYH
ARF /AT . FITC-Annexin-V/PI 41 a1 %1 & W [ Biovi-
sion 4], STAT3 Gyt A ZFLfEHIIA Bax F1 Bel-2 By A
FLREBLIAR  ZPFEHTR FITC-1gG ¥ [ 2|8 Santa Cruz 23]
1.2 ZHRaEEsE

K FHZH U BE 15 55 HKC 40, LA 10 %M 2 I3 #Y
DMEM/F12 i35, #EKEFRT 37 C .95 % 0,.5% CO, }53+

Farb, R 2 E RS IR, AR IR E 80 % ~90 % il
B, 0.25 % R R AL AR SEIR TSR 4 fRani.
1.3 LEHE

5 — A SL g b B SR AN MR AL 4 4 A )k X R
PRNAT-U6.1/neo #4420 (A #H ) .pRNAT-U6.1-STAT3 siRNAL
Y2l (B1 41 ) .pRNAT-U6.1-STAT3 siRNA2 #5 3L 20 (B2 4H)
1 pRNAT-U6.1-STAT3 siRNA3 # L4 (B3 41). A .B1 B2 fiI
B3 4 HKC 41 ifd 43 51 55 & i i pRNAT-U6.1/neo . pRNAT-UG.
1-STAT3 siRNA1 pRNAT-U6.1-STAT3 siRNA2 Fil pRNAT-U6.
1-STAT3 siRNA3, 55 Z &R g, BRI RO sl i Bk,
PRNAT-U6.1-STAT3 siRNA #4454 52 %05 HKC, LM 4
M EHE (D] 4) A A A (D2 ) FIvExT IR e
(D3 4) T4 ki Yese (D4 41). DI LHAMMTEIE S 37 C |
95% 0,.5% CO, FFHE il 57, D2 4 4l g 7 B s B E R8T 1%
75, P BB ASR ST IN AL Yt s D3 1 D4 2 1) 20 it £ e
8 R 4 9 Yy B ki pRNAT-UG6.1/neo . pRNAT-U6.
1-STAT3 siRNA , 4x[F] D2 4.
1.4 STAT3 siRNA BRI K B0t

H4E GenBank it A STAT3 4 J K511 siRNA ()
AU XS ] Genscript 23 FIFEZ BT #1044 mRNA 751 k-
1 3 NS IX 4 B FRF 51 (siRNAT siRNA2 F1 siRNA3), [A]
K siRNA (1) B8 3% 77 510 4T 6L % 3F B A % B, o BR P 4l
BLAST #;IESE 5 siRNA JF51 4 MR 2L Ak, {HA STAT3
mRNA FI A R G R . AR B X IR A 3 &%
siRNA JP515 11 4 X EAMYH4E DNA, IE U8 5' 37 BamH |
(GGATCC) Y1 25,3 ¥4 Hind 1T (AAGCTT ) H] o7 i i
2 {55 (TTTTTTCCAA), siRNA1 siRNA2 siRNA3 FlFfI
X HEF B 4 % DNA BREERHT W3R 1, S8R 1) 4% DNA
AR 32 K34 Takara 23 ®lfb446 A

#& 1 A STAT3 siRNA #1551
Table 1 Template sequence of human STAT3 siRNA

Sequence Starting cDNA Sense( 5'-3") Sense( 3'-5")
GATCCCGTCAGCACAATCTACGAA- AGCTTTTGGAAAAAATCAGCACAATC-
. TCAGCACAATC-
siRNAI 455 TACGAAGA GATTCAAGAGATCTTCGTAGATTGT- TACGAAGATCTCTTGAATCTTCGTA-
GCTGATTTTTTCCAAA GATTGTGCTGACGG
AGCTTTTGGAAAAAACTGCTAA-
CTGCTAA- GATCCCGCTGCTAAGATTCAGT-
GATTCAGT-
siRNA2 2037 GATTCAGT- GAAATTCAAGAGATTTCACT-
GAAATCTCTTGAATTTCACTGAATCT-
GAAA GAATCTTAGCAGTTTTTTCCAAA
TAGCAGCGG
AGCTTTTG-
GATCCCGCGTCCAGTTCACTAC-
. GCGTCCAGTTCA GAAAAAAGCGTCCAGTTCACTAC-
siRNA3 1243 TAATTCAAGAGATTAGTAGT-
CTACTAA TAATCTCTTGAATTAGTAGTGAACTG-
GAACTGGACGCTTTTTTCCAAA
GACGCGG
AGCTTTTGGAAAAAACTGCTAA-
TTCTCC- GATCCCGCTGCTAAGATTCAGT-
GATTCAGT-
Negative control GAACGTGT- GAAATTCAAGAGATTTCACT-
GAAATCTCTTGAATTTCACTGAATCT-
CACGT GAATCTTAGCAGTTTTTTCCAAA

TAGCAGCGG
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1.5 STAT3 siRNA B4R HHENLEE

A I 4 AR 4% 2 A AN AT BRBE AE IR k2%
WIRAVE R TR KO8 BUOREE 5, 544 BamH 1 fil Hind 111
LR 19 Bk pRNAT-UG. 1/neo 3% #:, A 2 KB AT IR
DH5q EZ SN, IR TR A N H &5 R (Amp) Y LB AR I,
37 C eI, WK H BRECTEAR i B ST R R VE 2R T
Amp [) LB 35350 38 AL 1R , DR /N TR o AU Y] B
LA 1.5% SN PHEE IS s vk Wb Il e A IR SR , XA RIE
Takara 2% &) )% o A4 #E A9 25 41 )50k 40 51 4 44 pRNAT-US.
1-STAT3 siRNA1 pRNAT-U6.1-STAT3 siRNA2 F1 pRNAT-U6.
1-STAT3 siRNA3,
1.6 fAfaEEL

O HE KR HKC 4IAZS 0.25% [ [ B Ak 1 40
B, e PhF 24 FLEFFRML, F 37 C 195 % 0,.5 % CO, 1537
FahEE R, MNGEEANAEISE] 70 % ~ 80 % Al A i, K Lipofec-
tamine™ 2000 F TG IfiL 7% 55 3% WM RO s A ok, B
HKC ZHf, JA 37 T .95% 0,.5 % CO, 3 F N IEFE 24 h
Jei W TS K FR I, A 10 % FBS A 41 Al b 5% S 4k s 1
F% 24 h, BE—EAY S H 2 POk % 4 HKCANMIRT , A 41m A
Jioki pRNAT-U6.1/neo (75 344 ),B1.B2 il B3 20435 A i
% pRNAT-U6.1-STAT3 siRNA1.pRNAT-U6.1-STAT3 siRNA2
F1 pRNAT-U6.1-STAT3 siRNA3;Western blotting £/l Real
Time-PCR (RT-PCR )4 I #0 3 [K )y STAT3 ) 3 A~ AS[H] siRNA
BRI AR F , 308 SR Sl 355 SR o AR Y E 2 BORE o 28 R4 S By
FHAM AR SR S A T 4 R 5 e i 42053 40U HKC 41, D1 Al
D2 ZH AN A FE e, D3 A1 D4 25 20 i 1 Bl S 2 AR 40 Bl %
Yz 3k pRNAT-U6.1/neo 1 20 ik o
1.7 RS F R H &

BRI AN, WY EEUAEK A HKC 41
Jlakk , AT AEML AR B 1% 10%mL, B A 6 FLEGSRML, 78 37 C |

95 % 0,.5% CO, H3E 155 12 h, SR 5T Hank's ¥ , B35
TR B THEEL 95% N, 5% CO, PRI F A% 2 h, ey
5 %IMLTH ) RPMI 1640 $555 W 7E 37 C .95 % 0,.5 % CO, Hif
TPEFLEIESE 24 h, AL AEAT Western blotting 45l] STAT3 £
[ Ay 235 ,RT-PCR il 5%# STAT3 mRNA, Annexin V/PI 4, i
AN I M g T, S AR AR A T A 26 B F Bel-2
Al Bax ik,

1.8 #FsHR

1.8.1 Western blotting #&ill STAT3 EEHIIFRIE 40 A
RIPA Z4ff#, JiILA PMSF K 195 & 4 30 min, #K 355U
Mfd,4 C T 12000 r/min Z.0> 15 min FHF3E . A LRSS
%, Bradford (a0 E B W . BRI N4 3~ 5 min ffi 5
FASME, 100 pg B3 F LHE, 54T SDS-PAGE HiJk , Hf & 1 #%
BEHIRA YR L MBS, A —3T 4 Ciig, FimA
BT E AR B 3T 37 C FA#¥E 2 h, ECL B, M
ER SO GRS, BL STAT3/B-actin [4H X 3575 5 14
HIAERTRIE K. LIEE 3 K,

1.8.2 RT-PCR JUESTAT3 mRNA %A 1 mL Trizol iX#]4%
HUAM 24 RNA B 1 g 44 RNA L, Oligo(dT) o | #5541
cDNA, LI cDNA £ i fT PCR 4734 . #R4E A\ STAT3
mRNA JFFI 1154, s me H i I =8 (GAPDH ) 2
ZHEH . STAT3 mRNA FINSEF K LS 14 T eS| 4751
W2 2, 51975 A 34 K% Takara 230w] 58 . PCR J
7 2% A4: 94 C FiARE 3 min, 94 'C 605,56 C 508,72 C 60's,30
AMESA, 72 °C ZEA] 10 min, 4ERF 4 C OR77 . X EMRHAT A5
BT, A5 B RE S O PE R B (CH AR ) , DA 27409 e R 45 (] A AR
Fikte, A A C=[CHSTAT3)-Ct( GAPDH ) |y -[Ct( STAT3)-Ct
(GAPDH) g B 10 pL 347 =HLL 1.5 %3 G HHEER HL K
S 3 o

3 2 STAT3 NS EE R _LRES#. T 14751

Table 2 Upstream primer and downstream primer sequences of STAT3 or reference gene

Gene Upstream primer sequence( 5'-3') Downstream primer sequence( 5'-3')
STAT3 mRNA CACCAAGCGAGGACTGAGCAT GCCAGACCCAGAAGGAGAAGC
GAPDH AATTCAACGGCACAGTCAAGGC GGATGCAGGGATGATGTTCTGG

1.8.3 Annexin V/PI 54 MMAT % 18 Annexin V/PI
Yoo i R TR RV E VLA AT . 0.25 YoMt TS TR 40 i, 5%
#2000 r/min B0 5 min( B0 42 10 cm)CELIL, ¥ PBS
PR ANMIBI YR, 2000 r/min #.0> 5 min, FJ 400 pL 1% Annexin
V binding buffer B 7740, MMM 1x 10°/ mL, 7E40HLEF
WA 5 wL Annexin V-FITC/EGFP, #4218 5] J5 F 2~8 C i
SEMETEE 15 min, MIA 10 pL PIJSRERIR AT 2~8 C i
HAAFFWEE S ming 78 1 h P_EALKN , CELLQuest £ R4
Beli s AT R = T E /AR R 3 K

1.8.4 FXMMPEAR A THXETF Bel-2 #1 Bax ®kig X
FR R 5O, AN P IA 1:100 4 Bel-2 5 Bax
Pifd, 37 C iRV 30 min J53R%, A 1:100 FiREY FITC Frid

BISEPLR 0L, IR IR S B0 L S UG . SRR A
3k, VISR SRR B £ % Bel-2 il Bax B AR &, iHE
Bax/Bcl-2
1.9 Seitor#n

K HH SPSS 13.0 e A4 X s 61 7408, THE Bk
DIHE ARifE2E(xt )R, AN HLECR B E I e B3 8007
25107, AR BRI ERIN 207 225047, P<0.05 Sh 2 5A Giit

2 &R

2.1 pRNAT-U6.1-STAT3 siRNA ELH R L E
STAT3 /N Tk RNA FiE KL BamH 1 #1 Hind AU
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DI%E PR EIE 1 R . PSRRI, STAT3 THUF5S (B BT, D4 4 LU 2 F MR (P0.05 ) ;D4 4 STAT3/B-actin

GenBank H1 ) 531 — 5, TCIIERAMBM, JIES STAT3
sIRNA KRR E i)
2.2 pRNAT-U6.1-STAT3 siRNA 3t STAT3 & [ R iXHIEM
Ay, T4 TR 5 Y HKC 4 48 h )5 , West-
ern blotting %55 i 75 A \B1.B2 H1 B3 ZH4f)fg STAT3/B-actin [,
543314 0.824 0.01.0.34+ 0.01.0.73+ 0.01 fiI 0.54% 0.02, 7
20 ok pRNAT-U6.1-STAT3 siRNA 1~ 3358411 HKC 41 i
o STAT3 #5323k, ikl pRNAT-U6.1-STAT3 siRNA1 1]
TR AR, 22548 Go i T2 2 L (P<0.05) (8] 2) o 58 —3B4r 5558
o1 D1 ~4 41 STAT3/B-actin [ {E 4 524 0.79+ 0.01.0.93+
0.02,0.94+ 0.02 11 0.51 £ 0.01, A D1 £ }v45,D2 #1 D3 4 1L

STAT3

p-actin

HAE 2 2T D2 #1 D3 £ (P<0.05) (18 3),

™M 1 2 | 4

250bp

1 STAT3 siRNA FRiA ERESLI 4 E ik E
Fig.1 Restriction enzyme digestion electrophoresis of STAT3 siRNA
expression vector
M:Marker; 1 :pRNAT-U6.1/neo;2 :pRNAT-U6.1-STAT3 siRNAIT;
3:pRNAT-U6.1-STAT3 siRNA2;4:pRNAT-U6.1-STAT3 siRNA3

2 E—ER4sEieth Western Blotting #il] A B1,B2 #1 B3 8 STAT3 EA XKL
Fig.2 STATS3 protein expression of group A, B1, B2 and B3 detected by Western Blotting in the first part of the experiment
A 2H:pRNAT-U6.1/neo; B1 £H: pRNAT-U6.1-STAT3 siRNA1;B2 2H:pRNAT-U6.1-STAT3 siRNA2;B3 ZH: pRNAT-U6.1-STAT3 siRNA3
Group A :pRNAT-U6.1/neo; Group B1:pRNAT-U6.1-STAT3 siRNA1; Group B2: pRNAT-U6.1-STAT3 siRNA2; Group B3:pRNAT-U6.1-STAT3
siRNA3

STAT3

B-actin

3 ETEBHERIG h Western Blotting 4] D1.,D2,D3 #1 D4 48] STAT3 EHRiL
Fig.3 TATS3 protein expression of group D1, D2, D3 and D4 detected by Western Blotting in the second part of the experiment
D1 IEH1EFRE; D2 SRR E |4H; D3 P REESE; D4 BHRWFERA

D1:Normal culture group; D2 : Hypoxia reoxygenation group; D3 : Negative control transfection group ; D4 : Recombinant plasmid group

2.3 pRNAT-U6.1-STAT3 siRNA Xf STAT3 mRNA 3 3% #8508

B —FBArLg b, AR S G HKC 40 48 h J5,
RT-PCR 453 578 A B1.B2 Fl B3 ZH4H /il STAT3 mRNA A%
F 35 & 43k 1.000 £ 0.000.0.336% 0.018.0.778 £ 0.022 FI
0.684% 0.019, JFiki pRNAT-U6.1-STAT3 siRNA 1~ 3 ek
HKC 4 ffisf STAT3 mRNA 33k, H ki pRNAT-U6.
1-STAT3 siRNAT RO AE , 2 F A G 5E L (P<0.05)
RT-PCR j=J&E s L Uk A STAT3 mRNA ik 4n&l 4, 55
AFS2E 4 41 STAT3 mRNA A X 25 3% 1 43 571 7 1.000 £
0.000.,1.830% 0.089 .1.742+ 0.056 1 1.310x 0.036, 1 D1 4Lt
%, D2 D3 fl D4 2 STAT3 mRNA #i%F ik &0 W75 (P<
0.05); D4 41 STAT3 mRNA #ixt &k W (KT D2 #1 D3 4
(P<0.05),
2.4 pRNAT-U6.1-STAT3 siRNA % 4 8 T i 251

DI1~4 20 2 g i 98 T- 2 43 5] J2& 0.063 £ 0.002.,0.637 +
0.022.0.604% 0.019 1 0.219% 0.013, F1 D1 41 H#s,D2~4 4
LB B 55 TR s D4 4 HG 5 I D2 i D3 44(P<0.05),

STAT3

GAPDH

4 FE—EB4YEI T RT-PCR =4 BB KAl STAT3 mRNA ik
Fig.4 Expression of RT-PCR product STAT3 mRNA detected by gel
electrophoresis in the first part of the experiment
1: (A 14338 pRNAT-UG.1/neo 4 4H( A 2H);2: pRNAT-U6.1-STAT3
siRNAT 48 (B1 £8);3: pRNAT-U6.1-STAT3 siRNA2 #5348 ( B2
48 );4:pRNAT-U6.1-STAT3 siRNA3 %248 ( B3 28 ) ; M : Marker
1 :Negative control pRNAT-U6.1/neo transfection group(Group A );
2:pRNAT-U6.1-STAT3 siRNA1 transfection group( Group B1);
3:pRNAT-U6.1-STAT3 siRNA2 transfection group( Group B2 );
4:pRNAT-U6.1-STAT3 siRNA3 transfection group( Group B3 );

M : Marker
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2.5 pRNAT-U6.1-STAT3 siRNA 3t Bel-2 1 Bax 5&3%
5 D1 #1 Hed, D2 D3 ZH 1) Bax Z&Gs@ FE HA 340, Bel-2
PeHEEREE I T %, Bax/Bel-2 FU{E S I(P<0.05) ;D4 £HAY Bax

FEGIR A BAL T D1.D2 #1 D3 26, Bel-2 78658 & T DI,
D2 Fil D3 24 ,Bax/Bcl-2 [ {E A% T 2D1.D2 fi1 D3 2/ (P <
0.05)(W.3&3).

%3 D1 ~4 A4HHf Bax,Bel-2 # FI {&70 Bax/Bcl-2 tb1E
Table 3 The FI value of Bax and Bcl-2 and the ratio of Bax/Bcl-2 of cells in D1-4 groups

Group The FI value of Bax The FI value of Bcl-2 Bax/Bcl-2
Group D1 6493+ 6.71 55.89 £ 6.00 1.16
Group D2 89.90 £ 9.02® 34.38 £ 5.08% 2.61®
Group D3 91.21 + 8.25® 37.92+ 5.37® 2.41%®
Group D4 4541+ 7.12° 69.87 + 7.65* 0.64*

*Note:: a P <0.05 compared with group D1; b P < 0.05 compared with group D4

3 ITig

DILAERFA . B RAA TR T A K G G il P50
(IRD)F AR J5 2 M B 455 AKD) %K 4B 255k 30 %, [T %
ARG 2, B ISt 1 - 5 40 P e S B o R R BT Y
05, M PR T RN A RE SR F B AR AT, E R AR Y
PITESTT-BILHI R TR , A SCHT IR T 1Y O 2 S T o8 1Y)
i,

STATs 2 W Z IR & 11 I (JAK)/STAT @ % EE Y
JAKSs i)  TEAML IR 155t e h R4 G o STATs K
WA 7 AR 4H Y : STAT1 STAT2 STAT3 .STAT4 . STAT5a,
STAT5b . STAT6®, Hirft STAT3 J2& STAT F M EZ 5, BE
EMMANESHREA PR ERE T, B RS T AT H
ML, AT AR M PR T B S IR R ROS 4506 . STAT3 2%
FhANAR A 545 T 00 S [R5 I 2 — , REH15 5 ek DA g 7 326 )
¥, 122 S5 AT MARE S 2 Fpad fRiem, AR
WE TIE A RS0 K F 158 5 JAK2/STAT3 i
BRI L PR G 5%, R AR A R 5 oL NP 20, STAT3 i
ABJE FIAEEPUAT - [ Bel2 MFAT-E 4 Bax [HRIA01, 4158
BEIEFHIT IRL'E 444 STAT3 FERAYFE, AT HI6E 42140 i
PR, TR 2 B AP B9 VR o W] STAT3 ZE AR T i 4R
F, BA RN RS, 19 B IR 3G9 B0 0 25 R &
BB o ARSI 1T R ) STAT3 siRNA k84,
e R A NS R R CER STAT3 3R, MENTE /N
B AR T BRI

TR RNA $ AR JUAE & R R () e B A ] S PR 2

PR B S 3 DR s ST BB R TR, 5 £ e IR TR B A
AHEL, sIRNA HARERAE RS fAT 08 8 A0 RO Rt (e 4
TEANE P RRE 3k, BA AR M A R A8, BT siRNA ()
TR FeZ 2R FZ TS mRNA F R0 BHE RS
M mRNA F1H 198 AR A0, 5 2 A%
[ —AN LR 2 TS, SR RO A SR 509, AR F
FBETHT 1 2B IEF S 3 45 STAT3 siRNA #UF 51, I
VLA 20 TR pRNAT-U6.1 STAT3 siRNA( BT 17571
FE Ry 28 244 ) o JBURE pRNAT-UG. 1/neo J& TR pol i 3+
U6 BBk, 5| A s R it N, gaF 02 A FE siR-

NA  FRIRIEAR . SCHRHGE , 28R RETE & =35 80 %~ 90 %
A SERTBRACRN, A QIR g 3 25 UTEK STAT3 HEAEA
FIKM siRNA JF51 , I 75 % = 84K pRNAT-U6.1/neo 1, 25
gL F1 DNA 3 95 78 56 4 1E 8 o B LAY 3 4 STAT3 siRNA Ji
KLE AR REIN ] STAT3 B K Ris, HruR G AN 455 1Y%
% pRNAT-U6.1 STAT3 siRNA3 §ilii] STAT3 % (4 f1 mRNA %
IRIIRCR A . 3T — 2 Y EE2H 2k AT 5 S5 4 HKC
ML TR A SE BRI ST T 48 1 A

ASEE HE— L WP K B - AR A HKC 4 fr) STAT3

F2IRBEIN ; Bkl pRNAT-U6.1 STAT3 siRNA3 #3445 , i 48 2

% HKC #ififarf STAT3 25 [ Fl mRNA 3k I AKX Tl 2

A RTEHEXT B pRNAT-U6. 1/neo 5544240 . A5 3R M , 'B Bl il

PR Tk TL-6 YR B, 5 A MR A 1 A T

IL-6Ra 1 gp130 43> FIEN =0 A1, ZI5HGS gpl30 AH

ESIBCAY JAK 1% ) i 2 MR 25 11 0 JAK2, (i 2 R AL , M

WG STAT3 {5 Sid %, P AL Rk, S BUEH S AN RAE

AR TP, Bax 1 Bel-2 JE 035 T 89— 4L AR X 10 1)

BEDA, #4907 Bel-2 S M0, 7 40 i P DA ) 5l S 8 — SR AR A7

5 B SR AR AR AP T2, Bax 1 Bel-2 Y IIREST

SR R 4 B U T, Bax/Bel-2 1) A B AR st 7T 400 40 4

LI T K AR ARWFFE AR A7, TR STAT3 B[R ml 4%

Bel-2 il Bax JE[H (515 Bax/Bel-2 HUAE, e 20 ) 40 s o
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