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Effects of PDTC to proliferation and apoptosis of Hep-2 cells
Cao Xueqiu
(Department o f Otolaryngology , Head and Neck Surgery ,Af filiated Minda Hos pital ,
Hubei University for Nationalities , Enshi, Hubei 445000 ,China)
Abstract: Objective To observe the effects of ammonium pyrrolidinedithiocarbamat(PDTC) to apoptosis and proliferation of
Hep-2 cells. Methods

to the experimental requirements. The methyl thiazolyl tetrazolium(MTT) assay was used to measure the growth inhibition rate of

Hep-2 cells were cultured in vitro. The control group and PDTC treatment groups were established according

Hep-2 cells. The flow cytometry assay was used to determine the apoptosis in Hep-2 cells. Bel-xI. and XIAP mRNA levels were
measured by real time PCR in untreated Hep-2 cells and cells treated for varying amounts of PDTC. Western-blot analysis was used
The 50 pmol/L and 100 pmol/L PDTC groups

inhibited the growth of Hep-2 cells, difference compared with the control group showing statistical significance. The greater the

to determine the protein levels of p-IkB,Bcl-xLL and XIAP in Hep-2 cells. Results

PDTC concentration was,the more significant the inhibition effect was(P<C0. 05). After 24 h treating by PDTC, the apoptosis rate
of Hep-2 cells in the 50 pmol/L and 100 pmol/L PDTC groups were(25. 1+2.18) % and(35.442. 62) % respectively, difference
compared with the control group[ (3. 122+ 1. 07) % ] showing statistical significance. PDTC could lead to the growth inhibition of
PDTC inhibits the proliferation of Hep-2
cells and promotes their apoptosis by blocking the NF-kB activation of Hep-2 cells and reducing the expression of Bel-xI. and XIAP.

Hep-2 cells and the increase of apoptosis with the dose-effect relationship. Conclusion
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kB(nuclear factor kappaB, NF-«B)VE N —Fh i #7217
TET 2R FAZ AT . = 5 40 M 0 58 0E ST 4 928 7 285 T 4%
0 0 14 50 T E Bk R AN B Y kAL R e ol o B AR
FEZ L kg k= A & 3L R £ Cammonium pyrrolidinedi-
thiocarbamate, PDTC) J& — # 7] L) 18 i& 40 jig iX i) NF-«B 1% 1k
TR 0F RLAE 2 R0 40 oh B NF-«B A9 8008 . A 08 5T 1l
T 3k (A A1 40 i S 36 ok 4R 35 PDTC X Mk 9 Hep-2 20 it A9 98 1= 1
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1l B2 (A HE 3 1K 9F
1 #R5FE
1.1 MR MRS Hep-2 200000 B o BFBE b 40 7. 1640
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AFHEA D  MTT K (b 8= KA BT,
Trizol (2 [# Invitrogen 22 &), RNA R # #FiXF & (49 T
FEREA WA FD A% R Y 8 (36 Bio-Rad 24 7)), p-TkB 550
GBI Bel-xL B va B4 AR L XIAP B8 375 fe 4t 44 (25 [ Sigma 4%
A1) 5 32 A A (32 B BD 43 D), CFX 96 TM PCR Y (3% [H
Bio-Rad 23 A . 8 8 A5 AX (35 [ Bio-Rad 24 F]) .
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1.2.1 Zffa¥sse  Hep-2 40 T 50 mL 240 Mo 35 5700 . A
TAH 0N NG A MR 1640 BB E QM. BRME T
37 C.5% CO, MANE B M B R b, MR K S 2 d
Pl 1. AN EE A 2 80 % A A AL £ AR,

1.2.2 Hep-2 MM 4l B K5 BORHEAE < 300 200 M i 1 ok
Wy 510" /mL 9 Hep-2 4 MLE W . LN A 200 pL 40 i
AR T 96 fLARk . AHE A 3 A4 X RE A LSS
43K 50,100 pmol/L 41, A& 3 ME L. & T 37 C.5%
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PDTC 4b 340 it . % B8 20 im0 A Wl R 3R 2% vh . & 20 40 7l 335 %
24 h g . BfLMA M E R 5 mg/mL 1) MTT 20 pL 4k 22 5 5%
4 hy /N FEAL N AR A 150 pL — BT BERR A A490
nm il % % L. OD fH .

1.2.3 Hep-2 408 4 =m0 40 B AR 50,100 pmol/L
AN 24 hJ5.0. 125 X IR E H BT LG B 0 4 i
BAWMAE MG MR EEMBE 5X10°/mL, L 195
pL A FITC #7192 HY Annexin-V 5 p L, 3 il 8 6 2 1 25 10
min, B0 J5 1 190 pL 454 28 wh ik =1 8 4 i 75 A B2 Ry 50
pg/mL [ PI 10 pL, &6 W 5 min J5,. 1A 200 pl 2% 0¥,

S B A FACScan #E47 3 3 40 M AR 2 Al . X B8 2 AS i A ol
ﬁtu] °
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pmol/L £ ,100 pmol/L ZH /) Hep-2 4 # 70 T 6 fLik . 4L
M 12 h J5 . A Trizol i #EHUAN A & mRNA , 3 56 5% 57 & 5%
1 cDNA. 5|¥% M Primer 5 8,519 FilA T AW
TRARA RS Bel-xL 318 L #7551 :5'-GTG GCC GGC
GTG GTT-3', FiiEF% :5'-GAG GGT AGA GTG GAT GGT
CAG TGT-3';XIAP 5|4 e x%).5-TTT TTC CCC TGT
CCC TTT GA-3', F#EF 4]:5-ACA CAG GGC CAA ATC
ACA TTA TAT AC-3', RT-PCR J& B4 R B 95 C 3
min; 28 95 'C 10 s;31B 2k 60 'C 30 s;i&E 95 C 10 s, 18 39
MEFR365~95 C, 4 0.5 C 5 s B BEBHT s 2 1L RV
Y6 E & PCR ¥ #f4 Bio-Rad CFX manager 43 # 45 1
1.2.5 p-IkB.Bel-xL } XIAP f) % [ % ik f) Western-blot ¥
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Tok FEYFRAM L IREE D, MBS KA BCA | &
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um dodecyl sulfate polyacrylamide gel electrophoresis, SDS-
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SRR E RN MR, 5% s Uk S A —H p-
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(HURFRRBEBE S 12 5000, 8 4 C k48 Nt 7% . &R J5 F TBST
VR, i A P ok AR 1T 4 1k ¥ (horseradish peroxidase,
HRP)FRIC I FEH R IgGEHUARM R R 12 1 0000 EF 1.5 h,
1k % & ) Celectrochemiluminescence , ECL) iR 7| & #6101 {5 5,
T IS AR AR 4B A5, 45 R R Quantity One #1417 45 4
IREESHr . EgmE A 3 Ik,

1.2.6 Zilbs# b3 SR SPSSLL. 5 &6 i 80 k47 84 o)
Wi F PR L s FoR AL LB ORISR R R 5 22 40 7 - LA
P<0.05 WERAHIT#E XL

2 & 7

2.1 PDTC % Hep-2 4l ety KM & /EH PDTC Xf 50
pmol/L 41 H1 100 pmol/L 411 Hep-2 4fl ffd A= 4 4 1] 5 % B4
Ho#s . 25 S A i 24 B L. PDTC 1 v BE b, 30 1) 250 S ok B 8
(P<0.05), L% 1,

F1 343 Hep-2 HfRIG5EM MTT EKRNERILE
20 53 oD {8
X HR 20 1.05+0. 07
50 pmol/L 21 0.86=+0. 06"
100 pmol/L 21 0.66+0.064

* P<C0. 05, 50 B4 He 852 P<<0. 05,45 50 pmol/L 41 Ho &k .

2.2 PDTC X} Hep-2 410 T/ 52 M 3l =X 40 A 55 21 I 18

1. Hep-2 4l Jfi 2 PDTC A3 24 h J5,50 pmol/L 4 Fl 100
pmol/L 440 g ¥4 T 2 43 5y (25. 1+ 2. 18) % M (35. 4 +
2.62)% . H5X A (3. 12+ 1. 0D K L. ZREHITHE X
(P<<0.05),

AT HRA B2 50 pmol/L 41 ;C:100 pmol/L 4.

& 1 3 %0 Hep2 AT R KX EE RGN

*2 3 4H Hep-2 4088 Bel-xL. K& XIAP B mRNA Fi&

KELLE (TEs)
21 5 Bel-xL A%t #2352 XIAP X} ik
X R AL 1.0040. 00 1.0040.00
50 pmol/L £ 0.8340.09" 0.7840.07"
100 pmol/L 4 0.6640.05*4 0.5940.11*4

* P<0. 05, 5 X A 2 . P<<0. 05,5 50 pmol/L 4 FLEL.

2.3 PDTC %} Hep-2 4 il i) Bel-xL & XIAP fy mRNA % ik
B2 M 50 pmol/L ZH A1 100 pmol/L 4 Bel-xL mRNA 5 XI-
AP mRNA 2% H %t B 41 i (P<C0. 05), 100 pmol/L PDTC
e 50 pmol/T PDTC £ F3E R ] . (P<C0. 05), L3 2.
2.4 PDTC %} Hep-2 40l p-IeB.Bel-xL & XIAP [# 7 [ %
AR Western-blot 45 5 WL &l 2, 50 pmiol/L 41 F1 100
ymol/L 4] p-1eB.Bel-xL 5 XIAP & [ i L X B 41 ik (P <
0.05),
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0 2 iy IKK/NF-«B {5 53l Bk 420 F 82 iy 2 NF-
«B FIEH B RELA Fl p50 AL, T 3 A5 5 B ML BT RelA
p50 S B LeB 454 1 ab F i b R 0B E 5 0 B e
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4 1B Y 5 i 107 9 20 NF-kB 114 4% %% 0, M T B T TKK/NF-
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I R R, NF-«B A5 5008 T 1F I 92 5T b 2 K 06 3 5
AT R DR A e o S B Y R L AR 3R R Y 2 IR A XTAP,
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B 7K F- WY 2 0 4 a2 4 B R s 40 M 98 T 3 i, RT-
PCR J¢ Western-blot 25 3 i 7 4 i TieB B B2 16 33037 08 2D, Bel-
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ik BELIT LieB A998 £k o B I 5 HU 08 T AR 56 ZE A Bel-xL M XIAP fiy
&3 DA T 00 1) 14 AR A O T MR AN IR R T R BB 5 NEF-«B
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