O E R ¥ ¥ M
Acad ] Sec Mil Med Univ

i B A A 515 S o 4 L T 4 S LS M L 4R

WAL EEW RA R A R
(1. % - FRERERAEER SRR, B 200003;2. KAEE B MR i B IR TR, B 200003)

. 272 . 2007 Mar;28(3)

[(HE] A& . WEAEH £ BMAEMHDACOIH Al b & B F ACTSA) MRS 5k B A 20 M0 & K 0L R4 X B & %
B F It R T A ALE . ek MTT 4 0 7R Bl JE (0. 05,0.1,0. 2,0. 4.0. 8 umol/L) # TSA 3t A it % T24
dp A KB, FEA R EIE TSAQ. 4 pmol/L) B R E BB ARG B AF TN W A M R8N A E G B RE 2 E
WMoAr BB FE T ;Western FIE AN A E BEBERE 2 WA E G LB KT8 E4; FQPCR A& Ml 4 2 & i bt & 4 M
p21CPVWARL cvelin A # cyclin E mRNA thk ik, R TSAKIEHEIME T24 gk, B4 ERER T WA E o/
WA, TSAWO. 4 ymol/DF R E BHEFETTNAREL AR - HAMESN T2U A A X AR AR TARIEE T G/
S E A EA N T A Sub-G S TSA T HERFHAE A LB AT, #1155 p21 VYA B mRNA % 3 1 4] cy-
clin A #9 mRNA %3, 7 a4t cyclin E £ ¥ B E A, £ 4 TSA 3 % 5 49 f 8 = R 48 30 B 30 B 3 W0 % 4% 0% 50 40 1 At % 1
R EAE R AL R4 A LB KT BB X B (p21TYYAR eyelin A) K3k A

[REA] B EazaR oo Emt, Bumas, s+ F X A @A, @08

[(FESES] R737.14 [XEkFRIAAD] A [XEHES] 0258879X(2007)03-0272-05

Trichostatin A inducing apoptosis and cell cycle arrest of bladder cancer cells:the in vitro mechanism
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Changzheng Hospital, Second Military Medical University, Shanghai 200003, China; 2.
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[ABSTRACT] Objective: To investigate the influence of trichostatin A (TSA), a histone deacetylase (HDAC) inhibitor, on the
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growth of human bladder cancer cells and on the expression of related genes, and to explore the mechanism involved. Methods: MTT
assay was employed to evaluate the inhibitory effect of TSA(0. 05, 0.1, 0.2, 0.4, 0.8 pmol/L)on growth of human T24 bladder
cancer cells. The morphological changes of T24 cells were observed by transmission electron microscope after treated with 0.4 pmol/L
TSA ; the cell cycle distribution and apoptotic ratio were determined by flow cytometry. The acetyl level of histone after TSA treatment
was detected by Western blot; the mRNA expression of p21“™/"A* | cyclin A, and cyclin E was measured by FQ-PCR. Results; MTT
assay revealed TSA inhibited the growth of T24 cells in a concentration- and time-dependent manner. Typical morphological changes of
apoptotic cells were observed by electron microscope after treatment with 0. 4 pmol/L TSA. Flow cytometry showed that the cells were
blocked at G, /G phase and typical Sub-G, peak appeared. TSA obviously promoted the acetyl level of histone, induced expression of
p21PYWAR MRNA. and inhibited expression of cyclin A, but had no obvious influence on expression of cyclin E. Conclusion: TSA can
inhibit bladder cancer cells through inducing cell apoptosis and cell cycle arrest in vitro, which might be related to the acetyl level of
histone and the expression of p21“™/Y*™! and cyclin A.
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1.1 E2&XA A%  TSA NEE Merck 2\ F 5
i H ZH A (DMSO) % fif J5 WA MR BE A 1 mg/
ml, SEH I DMSO 755 35 W b i vk B 45 I AE 0. 1%
DI, B4 B H H3 (Ac-H3) /NPT H 5 b
Ptk A Cell signaling 28 ®] 7= i, GAPDH 5. 52 B $iT
A 1l JE A A w7 . PCR 519 B
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0.8 pmol/L Y TSA 1E R 524041, o LAAE 254 b B 21
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J&i o FACSCalibur i =X 40 M AR I, 23 A7 40 Jifd &
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1.7 FQ-PCR # @ TSA 4 A J& tm fir p21Py/WArL
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Tab 1 FQ-PCR primer set
Primer Primer set le?li;gtrl?flr)l:))

p21CIP1/WAF1 F.: 5-TGG GGA TGT CCG TCA GAA C-3’'

R: 5'-CTC CAG TGG TGT CTC GGT GA-3' 166
Cyclin A F: 5-GAT GAG CAT GTC ACC GTT CC-3'

R: 5'-CCA TTG GAT AAT CAA GAG GGA C-3' 202
Cyclin E F. 5-CTG GAT GTT GAC TGC CTT GA-3'

R: 5'-GTG GGT CTG TAT GTT GTG TGC-3' 231
GAPDH F: 5-AAG GTC GGA GTC AAC GGA TT-3'

R: 5-CTG GAA GAT GGT GAT GGG ATT-3' 222
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L5 LR TSA X T24 40 A0 A= K30 ) 5 B 1 FH o 2 4
pi 0 ] 0 9 T R 1) 5
2.2 TSA G mAR MG T 7Y 0
WLELH] X IRAL T24 40 2 HoA 380 1 28 K R A »
i JEE 240 BLRR AT L AR AN BN L A% K TRIE s BB L % 12 24 a8 72
ﬁtt@ﬂ%a&{:ﬁy%@}ﬁf@/ﬂ,igﬁéﬂéﬁiﬂﬁtﬂfﬂﬂiﬂ Time after TSA treatment (t/h)
E@éﬂﬂ@ﬁt%ﬁ%?&%%ﬁJf”i’(éf‘ﬁ‘%iﬁﬁi,ﬂﬂﬁﬁ?%%%ﬁ,Vﬂ B 1 RERE TSA 3 T24
J5T X AR B R T J— 23 1 SRR T % L 40 A% Y L 40 A 4 30 4
P18 T € U032 VT 5 R TR IR B A A B 0, 3 4 T 24 Fig 1 Growth inhibition of T24
R 200 M JBE 22 O A e 4 L M o 25 2K 0 22 T OE B RR cells by different concentrations of TSA
¥ I B AN 28 1 T/ MA (L 2) n=5,zks

2 TSAYERE T24 BRAESTREUEE R
Fig 2 Apoptosis of T24 cells induced by TSA under transmission electron microscope(A,B: X5 000; C,D:X10 000)
A Control group:normal cells; B: TSA-treated group:chromatin assembled to margin;endoplasm net swollen and vacuolated; C: TSA-treated
group:apoptotic body(packing organelles) sheded from the nucleous(indicated by arrow) ; D: TSA-treated group:cytoplasm sheded and nucleo-

lus became naked (indicated by arrow)
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Influence of TSA on cell cycle
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Fig 4 Influence of TSA on acetyl level of histone H3 detected by Western blot
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Fig 5 mRNA levels of p21°™"/%*" (A) and
cyclin A (B) in T24 cells as detected by FQ-PCR
* P<<0.05,* * P<0. 01 wvs control group;n==4,7=+s
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