Ml X %

fSv3 24
FROEF W) )0 47(5) .665 — 668

J Sichuan Univ (Med Sci Edi)

FEBtiE T24 A B RUNX3 B EXf Smad4 3%k B #5000

fo%, ZHE, HRES

DU AR BE AR BE - DU N R BE B W IR APRE ORAR 610072)

HEY BH  WE RUNXS3 LD 4 50k e g N e e s T24 40 it Js 40 i 15 78 K 98 7 49 28 4k L) 2 Smad4
mRNA ik 24 #K 1T RUNX3 HH 5% b A4 K [ F-B(TGF-B)/Smad %vﬁ%ﬁﬂ%%ﬁkimfﬁwwﬂﬁ
FiE M@ pIRES-EGFP-RUNXS3 Bk T24 20 4355 B A BRZH CAN e ) Rl 28 1A Bt 28 LA B o 4R BRE 46
A A 5 L T L5k 4 40 M 3 9 5 Y pIRES-EGFP 1 pIRES-EGFP-RUNX3, % 42 24 h J5 5% il 9 6 B (45 W
SN IE 25 1 728 Ak 5 30 =X 20 B 430 A D 40 e T 4% 0 s RT-PCR Al 45 41 41 8 RUN X3, Smad4 % mRNA F# kK
T, R Y E pIRES-EGFP-RUNX3 T 41 Jit b . 8 IBe WL 5% & BLA% Ye 4135 B 40 M 58 1, 55 41 5 ey 41 HH R
VAT ANME 558 24 h B 25 (AN IR ZH R T2 9 (3. 2350, 45) %, 25 3R AR kL 41 9 (8. 98 + 1. 62) %, T 41 Ji ki 41
(43.6142.69) % ; RUNX3 mRNA ({5 4 Foki 41 A #3k (2. 7940, 36) , T4 Fiki 41 Smadd mRNA 5555 W 4 £ ik
B (P<<0.05) ., Zit  FE Y RUNXS3 FERn] 18 % bk T24 40 Smad4 mRNA B3R5k, HAe 30 &) 40 i 3% 54
FAE P T, M RUNXS T g 3 TGF-8/Smad 15 538 2 5 ) b I Jif 7 40 Bl 435 58 55 08 0 g 425

[£##A] RUNX3 FAfbEKEF-B Smadd BB

Effect of RUNX3 on the Expression of Smad4 in T24 Bladder Cancer Cell Line LIU Jing. LI Li-jun, QIU Ming-
zing®. Department of Urology, Sichuan Academy of Medical Sciences& Sichuan Provincial People’ s
Hospital , Chengdu 610072, China
/\ Corresponding author, E-mail: 1303624874@qq. com

[ Abstract] Objective To examine the effects of RUNX3 on cell proliferation and apoptosis and the expression
level of Smad4 mRNA in the bladder cancer cell line of T24 by transfection with recombinant plasmid of pIRES-
EGFP-RUNX3. Methods The recombinant plasmid of pIRES-EGFP-RUNX3 was constructed successfully.
Cultured T24 cells were divided into three groups, including control group, empty vector group,and recombinant
plasmid group. The cells in empty vector group and recombinant plasmid group were respectively transfected by
pIRES-EGFP and pIRES-EGFP-RUNX3. The cells were harvested at 24 h after the transfection, the variation of
cell morphology was examined by fluorescence microscopy. The cell apoptosis was detected by flow cytometry. The
expression level of RUNX3 and Smad4 mRNA was measured by RT-PCR. Results Cell death was observed in two
transfection groups. At 24 h after transfection,the apoptosis rate was (3. 232£0.45) % in control group, (8. 98+
1.62) % in empty vector group and (43. 61 £ 2. 69)% in recombinant plasmid group. The expression level of
RUNX3 mRNA was 2. 7940. 36,detected only in recombinant plasmid group, which was significantly up-regulated
compared with the other two groups (P <C0. 05). Conclusion The expression level of Smad4 mRNA was up-
regulated by transfection with pIRES-EGFP-RUNX 3, which also inhibited cell proliferation and promoted cell
apoptosis. The tumor suppressor gene of RUNX3 could regulate the bladder cancer cell proliferation and apoptosis
by TGF-B/Smad signaling pathway.
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Table 1 Sequences of four genes

Gene Sequence PmSUCt’/
p

RUNX3 5'- TGGCAGGCAATGACGA-3' 258
3'- CAGGGAACGGCTTGGT-5'

Smadd 5'- GACTGAGGTCTTTTACCGTTGG-3' 224
3'-CTTCAAGCTCTGAGCCATGC-5"

GAPDHI 5'- GGATTTGGTCGTATTGGGCG-3' 393
3'-CACACTTGGTACTCTTCAT-5'

GAPDH?2 5'-CATCTCTTGCTCGAAGTCCA-3' 269
3'-ACAACTTCCAGAGTTTGTACTA-5'
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Fig 1 The apoptosis of T24 cells at 24 h after transfection. HE X 400
after transfection under fluorescence microscopy. X400

A: Empty vector group; B: Recombinant plasmid group
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Table 2 Expression levels of RUNX3, Smad4 mRNA in each group

Group N RUAVX3 Smadﬂf

(2 1ACt) (2 DACt)
Blank control 20 0 0.66+0.32
Empty vector 20 0 0.69+0.46
Recombinant plasmid 20 2.7940.36# % 1,2340.16# %

% P<C0.01, vs. blank control group; % P<(0. 01, vs. empty vector

group
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Fig 2 The expression of green fluorescent protein of T24 cells at 24 h
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