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Effect of thiostrepton on proliferation and FoxM1 expression in human laryngocarci-

noma Hep-2 cell line
Lin Li' , Deng Bi’ , Shou Zhu' , Liang Jia' , Chen Hongyan1 ('Department of Otolaryngology, First Affiliated Hospital, Chongqing
Medical University, Chongqing, 400016 ;> Department of Anesthesiology, Yubei People’ s Hospital, Chongging, 401120, China)

[ Abstract | Objective  To study the effect of thiostrepton ( TST) on proliferation of and FoxMI
expression in human laryngocarcinoma Hep-2 cell line. Methods  Proliferation inhibition rate of TST for
human laryngocarcinoma Hep-2 cell line was measured by MTT reduction assay 48 h after it was used. Effect of
TST at different concentrations on cell cycle of human laryngocarcinoma Hep-2 cells was assayed by flow cytom-
etry. Expression of FoxM1 mRNA and protein in human laryngocarcinoma Hep-2 cells and effect of TST at
different concentrations were detected by immunocytochemistry, RT-PCR and Western blotting, respectively.
Results  The proliferation inhibition rate of TST at the concentrations of 1, 2, 4, 8, 12 and 16 pmol/L on
proliferation of Hep-2 cells was 5.27% , 9.43% , 20.25% , 41.61% , 67.96% and 96.95% , respectively, in
48 h after treatment. TST at the concentrations of 2 pmol/L and 3 umol/L arrested Hep-2 cells at the stage
G,/G, in a dose-dependent manner in 48 h after treatment (P <0.05). Immunocytochemistry, RT-PCR and
Western blotting showed that the expression levels of FoxM1 mRNA and protein were significantly lower in
Hep-2 cells in 48 h after TST treatment (P <0.05) . Conclusion TST significantly inhibits the proliferation
of human laryngocarcinoma Hep-2 cell line, which is possibly with the down-regulated FoxM1 protein expression
in the cells.
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FoxM1 ( forkhead box protein M1 ) J&—#p_| 7 41 iy
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TEMRIRZH 2 = 20K, 5 Wi 1 40 300 B A6 R B B OE
M1, Wik 22 K (thiostrepton , TST) Ji— gy 5
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1.1 ##
LIT pganies MR Hep-2 A0#E (1 B hRHEE L
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(B PO REF AT DU P IR e (MTT, RifEEsg ) T
AT , A (DMSO, R E 25 B A B2 7l ) , TST
(fH[E Merck /A7) , fi g 24k SABC {57 & . DAB & A7) £ .
WS R I (LT PAZAT) bt A FoxMl £ FERehiik 4
B B-actin (Santa Cruz 23 &) ) , RT-PCR {5 & & %% ( TaKaRa
27, 514G I (Invitrogen 242 7] ), Western blot A & i 7| 42 4%
(BB REYEARAA) .

1.2 Fik

1.2.1 #jfsEsE ¥ Hep-2 MMM RI & 10% HOKIE /N
I3 B RPMIL640 5520, B 37 °C 5% CO, 1 Fi i BE A6
Rege 40 5 o 2R BE R K, R AR 0. 1% B Ag-0. 02%
EDTA #WE AL, 5 W i 5 Qe i H B TE At i gk

1.2.2 TST Xf Hep-2 4 A {451 il 5256 O B A R Y
Hep-2 24T, R TH AL , 250 , i B4 LB W, R 8 41 ML 4R 5 x
10*/ml, Bt 96 FLIGFRMR, AEFLANA 200 wl AU, A TST,
LM B4 5 1.2.4.8 12,16 pumol/L, B — ¥ EHEE 6
AL, PR FRLR VR Hy Xk 8 37 °C 5% CO, § F i W46 19 43
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JEEEE[D(490) |, BRI EE 3 R, IR A A KD
il

1.2.3 TST XJ Hep-2 4 AL ALRORENT  J0 il vk e R

2.3 wmol/L ) TST ZbFEAN AL 48 h J& , SLI0 15 B AR AL FRAHAE N
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PRI 2 WK, 45 S5 R B 20 M B VR RN PT L OR &, 4 CE
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W ARA4% 2 AN . RNA 53055 5% 52 1% 5% ] ReverTra Dash™ RT-
PCR Kit, #5453 47 . FoxM1 B| 4 551 7.5’ -GAGCACTT-
GGAATCACAGCA-3', F ii: 5'-CACCGGGAACTGGATAGGTA-3'
PRI BE R 150 bp; B-actin 5| 4 5 51 I 5'-GGAGTGGGT-
GTCGCTGTTGA-3', Fii#:5’-TGGACCTGACCTGCCGTCTA-3' |, 7=
Wi ik 350 bp, PCR W 250 94 °C 5 min, 94 °C 30 s,
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VR A BT B IC B E BT R —HiEE 2 h, TBST 2%
RN 3 U, A ECL {22 &5, i, iif%. A Bio-
Rad #E I G R G R4 B R, F Quantity One 23 A7 8004 I &2 4%
S G B
1.3 %5 om
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2.1 MTT x4 TST 2t Hep-2 4m ftLeh 4 & 4] 48 A
A MTT WEEE], TST XF Hep-2 4 AR K41 80 2
Fo ZAAWIE TST /ER] 48 h J& , Hep-2 40 I iy A5 < S AR 7E
5.27% ~96.95% , HitaEH TST /E T Hep-2 4 fi 48 h 1y
1C5, 77 6. 011 wmol/L, Ji5 SESL U0 ¥ e F M R 2.3 wmol/L )
TST 2454 Hep-2 2. W4 1,
2.2 TST %} Hep-2 4a 6 Bl 1 T AL 8 % v
AN A I TST 431 48 h J7 Hep-2 4 g J# 01 19 25 1k
SRR, 2 TST RbFRAY 2 HA0AE Go/ G, 40 M 43 R ¥ e T
RALFRLL(P <0.05) ; Z W& BN 3 umol/L TST 4b ¥ 1 52 56 41
Go/ G W 4> %5 F 2 wmol/L(P<0.05) , WFE2,
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F1 ARERE TST {EF 48 h J53F Hep-2 4 AL E I HI1E A

RIRM (x +5)
215 D(490) R (% )
HRAbFEL 0.721 +0.042 -
TST 44
1 pmol/L 0.683 +0.027 5.27
2 pmol/L 0.653 +0.018 9.43
4 pmol/L 0.575 +0. 006 20.25
8 wmol/L 0.421 +0.013 41.61
12 pmol/L 0.231+0.011 67.96
16 pmol/L 0.022 +0.029 96.95

%2 RERE TST 3 Hep2 MBEMELRIBI(% , v+5)

20 5 Go/Gy S Gy/M
F s ik 52.98 +4.26 25.41+1.17 21.61 +1.53
TST 44
2 wmol/L 69.79 +3.442 18.64 £1.08" 11.57 £2.21%
3 wmol/L 73.26 £3.03 14.03 +1.072 12.71 +2.362

a:P<0.05,%5 k4320045 ;b P <0.05,%5 TST 2 pmol/L 28 b4%

2.3 Sy smpeAb ik R B R E TST 48 A T Hep-2
e, 48 h FoxM1 & & &3k

FoxM1 7E75 %) BRZH AN A Joi Hh 23K B B, AN [RIVR 2 TST 4R
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2,48 h FoxM1 & & &L
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Gh i A UL TST 55 S O AH G HE
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SEAM I B VR e 5 FoxM1 AH SC Y ol REHL I, 45 2R i
715 :(DTST X Hep-2 A7 W] S (34 AN R 0F 1, OF ELRf e
FEE RO, 16 9 400 7 44 358, 35X 55 Nicolaou 45 47
TE Y TST Xobfiti i LI <5 4 0 LA i 1 446 B 41
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