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STAT3 on TN-C Expression
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ABSTRACT Objective: To explore the expression of TN-C in small cell lung cancer tissues and the influence of STAT3 on TN-C

expression in H446 cells. Methods: The level of TN-C in 58 cases of SCLC tissues and 17 cases of adjacent normal lung tissue were

determined by immunohistochemistry, and the TN-C expression were also detected by RT-PCR and western blotting in STAT3-siRNA or

STAT3 overexpression H446 cells. Results: Significant up-regulation of TN-C in SCLC tissues was observed comparing with normal
adjacent tissues. Both the TN-C and STAT3 expression were up-regulated in H446 cells. The STAT3 and TN-C expression were both
decreased in STAT3-siRNA H446 cells but increased in STAT3 overexpressed H446 cells (P<0.05). Conclusion: Expression of TN-C

was up-regulated in SCLC, which may be mediated by STAT3.
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Y EE(HRP)ARICH 5 B 1gG —Hil H Cell Signaling Tech-
nology; DAB 5| & 14 || Vector Laboratories, Inc 2% & 5 BPT A
TN-C HTuREHLR RIPA 24 f# % .PVDF I [ Sigma /A #l ;
RPMI-1640 ¥ 3% £ . Ba 45 Il %5 W H Gibco 4 7] ;Lipofec-
tamineTM 2000 . TRIZOL i 5| W B Invitrogen 4\ & ;pyrobest
DNA Z-& i)  Takara Biotechnology 7\ ] ; ECL 4 [ Ther-
mo Pierce /7] ; pEGFP 24l || Novagen 2\ &,
1.3 S AN TN-C 72/ 0B B 40 4 i Rk

/NI L it e 2L 8RN IE 5 90 55 2H 8N T 30 %o /R Thbkis i
&2, A YR Ry 5 wm, BRI 8% 2 K 4k, PBS W5 BEY) A
J&, VA S %Il i AT 3 b, 5 B AT TN-C B30 LR (76
PR 1:200)4 CHFF 0. PBSEVEYI A, SHuRid &bl
(HRP)FRic B FEH0 B 1gG Z—Hi (W B L 1:2000)8% 5 )5 , UL DAB
R &t o, B PR oA B
1.4 HAE¥E3E

H446 F1 BEAS-2B 4 Jfi % 75 T 100 U/mL % %5 % .100
mg/L 458 E ) 10 %54 L3 9 RPMI-1640 353250 H-AE 37
C 5% CO, KM% N b4 7HE 3%, IR 3 KB — Kk EE 5%
e, R R IA3) 90 % )5, L 0.25 %[ F 1 -EDTA K
HATIHAE, FE
1.5 RT-PCR #ill H446 ZHAE A TN-C 1 STAT3 mRNA HIFRi%

22 i TRIZOL 457 Ut BH - #2 i H446 Fll BEAS-2B 4l ffd 1
iy RNA, TN-C X [H F g ¥ )% %) K . 5-GGTACAGTG-
GGACAGCAGGTG-3', FiiEg 4955k : 5’ -GAGAAGGATCT-
GCCATTGTGG-3';STAT3 H: [ 5| 91 77 41 & :5'- GTCA-
GATGCCAAATGC-3’, FiEs|¥F3) k. 5'- CCTGGAGGCT-
TAGTGC-3’; N % B-actin §Y #5149 ¥ %k 5-CTC CAT
CCT GGC CTC GCT GT-3', FiiEg | ¥)¥ %)k 5'-GCT GTC ACC
TTC ACC GTT CC-3', 34/ _BifpA T AW TR AR MRS AR
T RS 95 °C FiAEPE 10 min, 95 C 25 155,56 C
Bk 30,72 CZEfH 45 s, fEH 40 K,
1.6 Western blotting #ill H446 ZHA R TN-C #1 STAT3 EHH
Fik

1) RIPA Z4735 4y 5 2447 HA46 F11 BEAS-2B 41t , £ 540
MEEA,IFLL BCA B &, #17 SDS- R Ml e dh vk
(40 wg/ VKif)J5 , ¥ 2 PVDF B A9 RS UA R Y, —Hi 53l
S B BTN TN-C BRIE BEHLAF BRPTA STAT3 BATw MBI (Fi B
B 1:200),4 C I E LK. ZHi AHR i ALY EHRP)FRIC A
FHR 1gG ¥ (BB 1:2000), ECL .6 X 28 IG5,
Image J AR & -
1.7 A STAT3 siRNA(short hairpin RNA)FR A& A RIF 2

M GenBank Hi# % A\ STAT3 FH LK F41, e siR-
NA BIBEHE N, %1 STAT3 ¥ B H B 5 : STAT3 1F X
#5 57-CCG GTG GAG ACA TGC AGG ATC TGA TTC AAG A-
GA TCA GAT CCT GCA TGT CTC CTT TTT TG-3’, & X%k
5’-AAT TCA AAA AAG GAG ACA TGC AGG ATC TGA TCT
CTT GAA TCA GAT CCT GCA TGT CTC CA-3’ ., [aIHt#EES TG
[V 7 51 # non-target siRNA S FIMEXT IR, 1F L% 5°-CCG
GTA CGT GAC ACG TTC GGA GAA TTC TCG AGA ATT
CTC CGA ACG TGT CAC GTT TTT TG-3", Jx X 4% 57 -AAT

TCA AAA AAC GTG ACA CGT TCG GAG AAT TCT CGA
GAA TTC TCC GAA CGT GTC ACG TA-3" (fi it T A
TRHEARME FHRAFE ). Kb FREERBI A/ N
Jiti 463 4 S HA46 25 0.25 % 7R (i T AL J5 il 40 i 2, DA
2% 1034/ LR T 6 FLAR, T 37 C .5 % CO, B FRFaN 3%,
PRUEEE Yt AR G35 70 %~80 Y% ; 43 BIPKE Hi ke (1) STAT3-siR-
NA ,scramble siRNA 5 JG Ifil 5 3% 3% W& # B #9 Lipofec-
tamineTM2000 525218 & E 345, G248 i 2 Ha46 4 ffarh , [a]mf
WEXTIRAL,37 T 5% CO, iM% 24 h )5, kTt
THEEFRW, A7 10 %FBS (940 S 3Lk sl b 55 . SEEUA iR
SR, Western blotting #1] STAT3 1 TN-C %5 |1 35, L
B-actin AN Z,
1.8 STST3 iFRix#FHikpItazE

FI ] pyrobest DNA B4 fifixt STAT3 H: K () cDNA #E47
RCR 14, STAT3 F A L5149 )55 Jy:5°- GTCAGATGC-
CAAATGC-3", FIiBI ¥Rk .5 -CCTGGAGGCTTAGT-
GC-3" ;#4941 STAT3 cDNA 4 A pEGFP gk, LIg Fi{k
P4 cDNA-pEGFP Z (K%, YL %5 H446 Zfrh , [F)fi% & pEGFP
25 B ARAE A A EXTIR 37 C 5 % CO, Bi ARG #% 24 h )5,
W ETC MRS TR0, A E 10 %FBS B2 3% 35 SLgk 2455
BN 275 1, Western blotting 463l STAT3 #1 TN-C & 1Y
ik, LA B-actin HNZ.
1.9 BB RGEITER

AWFFTITA LRI ERE 3 i T, FIA] Image-Pro Plus6.0
PG A AT 0 , 460 D PR 55 BB 43916 %% JE (Integrated Optical
Density , IOD) FIAH I 1 L (Area) , 5 A 5K-) £ B 3 S 0LHT , B
SERMER T g AL S A5 5 1 P 2400 % BE{H (Mean Opti-
cal Density); R FAM 7 FEAS £ 45567 (Student's t test) ] G2 2H Ak
PG A HT 25 9L A RT-PCR 450472007 Lo, Horfr P <0.05
INHEA G2 E L FIH Gel-pro4.0 #cft: %} western blotting
S A TRUHGEE L 10D 44T, ARE & 254 119 10D {8, 222 il 4
N ) B T R

2 #R

2.1 INARaRTEE S TN-C BRIE

SR G842 2 e € A I A/ 40 i 4 £ 2 s 55
IEHMlZHE R TN-C 35 AR EREBHEES . 4R R, 5
FESR LR A4 (B 1B) ik, A/NAlEMEAs (B 1A
TN-C |z 534 , B @ ; & Image-Pro Plus6.0 B4 HT
SRELAL IR A, 453 R SCLC 441 TN-C 8 fHPE1E 5
(Mean Optical Density) i} 2 & F 1E % fili 21 21 (K] 1C), REH AN
Y s 2 20 5 9 55 R W I A2 UM L TN-C Rk
2.2 H446 ZABErh TN-C #1 STAT3 &%

38 5 RT-PCR fl Western blotting 43 ¥ % ¥ , TN-C f0l
STAT3 7£ H446 41l ¥4 Rk, 5 NI Wl L5 40 v iy
TN-C F1 STAT3 ik #H Lt ,H446 41 Jffi tf TN-C 1 STAT3 (1
mRNA(J& 2A)FI4E 1 Rk & (8 2B-D)H % EiR(E 2), 257
B et L (P<0.05), Hrr, [8] 2C F[E] 2D 4352 western
bloting £ OGS BE /AT 45 2
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Fig. 1 TN-C expression in SCLC (A) and adjacent normal lung tissues (B)

detected by immunohistochemistry. (Magnification, * 40)
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Fig. 2 Expression of TN-C and STAT! in H446 cells

2.3 STAT3-siRNA #1 STAT3 i K ik 4b 3B 49 H446 44 ff1 b
STAT3 Hy%i%

KT STAT3 X TN-C k5, AW 43 5 #
T STAT3-siRNA 1 STAT3 3% 1k (1) HA46 20 afisl . i
RT-PCR Fll Western blotting 43#7, ik T STAT3-siRNA
STAT3 jif % ik H446 40 A A /) sl o #g 3 . 18] 3A WoR,
STAT3-siRNA ZhFfi ) H446 4l STAT3 mRNA 7K-5 %+ id
ZH A Scramble siRNA ZH A L35 8 & F# AL (P<0.05), Tif STAT3
1K1 HA46 Rl rh STAT3 mRNA /K- 5 %6 HA 21 12 48
ZHAH L B 211 (P<0.05) , Western blotting #4555 RT-PCR
S5 —E(E 3B FE 3C), RUIADFFE R £ STAT3-siR-
NA il STAT3 i ik ) H446 AT,
2.4 STAT3-siRNA #1 STAT3 i3 5 ik 1y H446 40 ffarh TN-C 4
ik

i85 RT-PCR Hl Western blotting F77 s , K H446 41 iy
o STAT3 B RIPTBRaT F3A X TN-C KRR, ikl 4 h
Jis, 7E STAT3-siRNA b3 (¥ H446 2 fifg, TN-C ) mRNA
FERBON IR B T8, MILE STAT3 i FiksH h ik A 16
TN-C mRNA /K- I, B4l [R5 B AH b, B2 o 22 7

(K 4A,P<0.05),
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€@ control

€3 scramble SIRNA
£ STAT3-siRNA &
mock-vehicle group ’
STAT3 overexpression

T

b,

0% LN 5
& o o
TSN
srars

Y
o
(9&‘

STAT3/B -actin mRNA
2 v e =

ptical density
@

@D Mock-vehicle group
STAT3 overexpression

2

g
g
»

3 STAT3-siRNA #1 STAT3 it ik H446 dHprh STAT3 k&
Fig. 3 Expression of STAT3 in STAT3-siRNA and STAT3

overexpressed H446 cells
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Fig. 4 Expression of TN-C in STAT3-siRNA and STAT3

overexpression H446 cells
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/NIRRT (SCLO) M Ko e SRS Fe B B g 2
F MRS B R  BOA R B—Fh e B Mg . Iush
A HABERRRIR , AN SR BRI B R 2RI A 9 R
Wigw R Z 8, Jm BRI 5 L B 1739,

JUUHEEE F1 C(Tenascin-C, TN-C)/2—Fh 4B SN EE BB 11,
HA SRR THGH A . EHLUR AW, JUREE A C
P18 Z TSR F ORI T R MR AF 4 Abad B AT R 2118
5 ITAESE PSR R BUNUREEE (1 C AE CME R SR 4 L i i
A VRS LA R T A sl b B SCEEE RN, LB O
-C 2 N M L2 b 35 2 3 3255, REs il Sk 20 kg
PR HE R AR B, ARG B SefE A LUK R IN T /Nl
filigs ZH 21 TN-C fZRBIENL, &I TN-C 7£ SCLC 411
FEIRIA TS5 IR 402, $27R TN-C AT BEAE /N4 it i 48
W& AR R T HEAERH . T BRI TN-C 26/ N
FFRPER B TN-C A 1] BEAE R A< SR A0 /I A0 A il Jes (4 46 B
KOBYT A S . S — I TN-C w3k iy BN, A1k
Bl TN-C Il STAT3 7¢ H446 40 ¥ 2 Bl &k, AT T
STAT3 E:[HIJTER AL 25 A HA46 AT, 455 H R TN-C
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15 HA46 2 Jifl rh (i 35 5 STST3 /K - & IEAH &, £ W]
STAT3 A i it H446 #i il TN-C (555, #E i vl BEAE 28/ 4m
TP ) A A o
STATSs ZZ iR & — M AE T i 3K ELZE 0 Jo REAS e A 40 i
N5 DNA 85 S RE R RE R, BAE S-S MR
AN Hd, STAT3 &S 5T T 24 H 71 E S
BRI R, AU IFN ZAR 505 \gp130 21K 50 STAT3 i fk
Jei o FE M N T BT s S R SR 3 R AR U e A
Az, I RESS A e R e B IR 3 b, U A R PR Y 2
IR0, I, STAT3 A 1] B i i A% s R 4V Y, SR R
TN-C ZEF R 20, {HA IC TN-C B /N 6 o F2 a2 (1)
RIXMEOLLL K STAT3 it TN-C Fik iy - T HLli 5 A 15 T
ABFGE o /NI Hh TN-C Rk iy LT, 3 TN-C 4571 gy
NG TR BT 7 B AT AE A A EAT, TN-C A AL BF
FOKA B T AR E TN-C LE/ N it T
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