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Study on the Apoptosis Inducing Effect of Pseudolaric Acid B on Cervical Carcinoma Cell Line HeLa Celis
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ABSTRACT Objective To investigate the biological effect and mechanism of action of pseudolaric acid B
(PAB) on the cultured human Hela cells in vitro . Methods MTT and flow cytometric assays were used to de-
tect the cells proliferation inhibitory rate and apoptosis of HelLa cell in exposure to PAB; the morphological chan-
ges of apoptosis were observed with electron microscope; and the expressions of p53/bcl-2/bax mRNA were de-

tected by RT-PCR. Results

(1) HelLa cell proliferation was inhibited by PAB in a dose-dependent manner, the

IC,, being about 10 umol/L; (2) flow cytometry showed that the distribution of HelLa cell cycle was changed time-
dependently by 10 ymol/L PAB-treatment, showing decrease of G,/G, phase cell percentage and increase of
G,/M phase cell percentage; (3) the bax mRNA expression elevated and bcl-2 protein expression decreased
markedly after being treated by 10 ymol/L PAB for 12 h, 24 h, and 48 h; while the expression of p53 mRNA
could not be detected. Conclusion PAB can inhibit the proliferation and induce the apoptosis of Hela cells in

vitro, and its molecular mechanism may be associated with up-regulating bax mRNA expression and down-regu-

lating bcl-2 mRNA expression.
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BPER%E LS ARERFTARE, AESE He-
LafE &4 10% 40115 ,1% EE R HE XK RPMI
1640 3 W 9,37 C 5% CO, R H M AMBEIEHR,

2.2 MTT ¥ B304 KA Hela 40
F 24 FLIEFEAR, BILAMLEL S x 10°/mL, i 40 M B2,
ARG % B (2.5.5.10,20 pmol/L) #) PAB, &4 3
MEA, FHixt AL, B 37 C 5% CO, ERA, B
ZHEM M, MA 0.5% MTT 100 pL/7L, 4 48 3 5%
Sh,FEE.MADMSO 1 mL, BEHZZRFRE. A
Bio-TEK 7\ 7] 4 ELX-800 E§ 5% {X 7E 490 nm b I & &
KE,FIHEARAEKMH R, AREKDHE
(%) =(1 -LRILFHE/ X BILFLHME) x100% ,
ALREF 3K,

2.3 HAHHEA MELEAKPARERTER
6 cm HEFIL, ZAMIE 1 x10°, 35554 5 mL, 40 g s B¢
JEMA 10 pmol/L B PAB, ZEHiEME , NEREF T
WiREZMA,PBS WUES, AT K 70% ZBEE, b
PLETHIBUE R 58 (P 46, A X A M {47 DNA &
BRAMEAB . FrAKGEN MdFTT, A LR E
3R,

2.4 BHEHRUE MREFFERLE EW
EREERERAEFER, FE 1 x10°/mL, A 2%
R-EAC EE RERA12KREE  BEALHER
KA BET R RN ERENERETES
REME,

2.5 RT-PCR #iFE¥5sR kM L, Z € ot (A
JE W e BE AR, F Trizol k#1425 RNA, € B F &
RN & B 1E % mRNA ¥ % F B, cDNA, 7 Biome-
tra T Gradient PCR {{ E# %7 PCR:95 C 9 min )3 3)
BT H &Y #:90 C 30 5;60 C 30 5;72 C 1
min, ERRKBESIYFFI ALK, PCRFYH1.2%
T A W 8 FRE e 7k , 4R /5 F Bio-Rad 23 ) 4 7 ) Fluoro-S

Bk IB % E k  FRAE, B JE LA GAPDH Sy X 13
.

®1 3MFAE
314 % 31471751 BB YK

bel-2  E## 5'-TGTGGCCTTCTTTGAGTTCG-3'
T i## 5'-TCACTTGTGGCTCAGATAGG-3’ 26
bax L3 5'-GCGTCCACCAAGAAGCTGAG-3'
T 5'-ACCACCCTGGTCTTGGATCC-3’ 25 311 bp
pS3  E# 5'-TACTCCCCTGCCCTTCAACAAGA-3’
T 5'-CTTAGCACCTGAAGGGTGAAATA-3' 25 620 bp
GAPDH | 5'-GGGAGCCAAAAGGGTCATCATCTC-3'
T i#ff 5'-CCATGCCAGTGAGCTTCCGTTC-3" 25

280 bp

353 bp

LA P<0.05 HERFAHIHFE L.
g R

1 PAB il Hela 13 A MTT %R
PAB Xt HeLa ZHM{EM 24 h 5 MY MHI/E A X 8,
PAB %t HeLa IR A M E 2 A B KBt X R,
2.5.5.10.20 pmol/L # PAB %t HeLa 4l ffl 47 i 384>
%% 13.81% , 43.36% . 51.05% . 60.19% , IC,, K
10 wmol/L,

2 10 wmol/L PAB #E i A& /5 Hela 4140
REASM G RATHER(X2) ARERUITER
87%,10 wmol/L PAB fE i HeLa 4 /i 0,24 48 .72 h
G, FaEERKEIMER, — EMREK G/G, HETH
M, 5—FEEE G,/M B4 A H Bl

£2 10 pmol/L PAB fF iR [F] i (6] /5 HeLa 40 4 /A 59
ARATER (% .x15)

YR (E (h) n Go/G, # S#  G/MH BATHFE(%)
0 6 51.4£2.7 34.3x1.4 14.320.8 0.210.02
24 6 38.9£1.8 36.5x1.8 24.6+1.5 4.6820.27
48 6 34.2+2.3 37.821.7 28.0+1.6° 9.16 £0.68"
72 6 29.9+1.7° 40.1%1.8 30.4x1.7° 17.31.14"

B 5 0h &, P <0.05
3 BMBRGRWLAEY ,PAB /E /G Hela 41
B REREE, M THET, R TARATHER

E: AAXEM; BA 10 pumol/L PAB 4l
1 PAB fEfl T Hela 40} 24 h JG #9358
MELLER (x 5 000)
4 10 pwmol/L PAB 3f HeLa 4 i bax % [H  bel-2

%A mRNA RIAWE W (K 3) RT-PCRERER,
PAB £ FiJ& ,HeLa 4} & /5 bax 8,3 LAfEF] 48 h
BB ¥, Fa bel2 MREMERAMBZERMES T A
(48h §) ,p53 KRR B RE .
#3 10 wmol/L PAB %} Hela i/l bax X bcl-2 mRNA
REMEME (3£s)

feFeTE (h) n bax mRNA bel-2 mRNA
0 6 0.61 £0.07 1.28 £0.06
12 6 0.91 £0.04 0.85 £0.06
24 6 1.17 +0. 06" 0.67 £0. 08"
48 6 1.54 £0.07"" 0.45 £0.04""

3 Giit% A R SPSS 10.0 4t 8K 40
HESHE, BN zrs ER,REFEINKRE,

#:50h &, "P<0.05,"P<0.01
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PAB R MNHAIW R RBE —F _#ELEY. &
KIreATHEERENBITFHFAARETERY,
FEB S & B PAB AT LIS MR mE AR, HE—
LHEARAFEASETHEM BRET PAB
PN E U 1E B R HL A % K R,

PAB X} 5 8% Hela AR BIER T ARA W
345, MTT B4 B8 PAB 7EiE MWK T X & 3
T Hela MIMARBOARBER, EEXSNSER 24 1
B IC5, 27 10 wmol/L, i H.,PAB X} HeLa #0818 7 9
W R VR 4 s T PR B OR . MR AR 4 R
B 10 pmol/L PABfEF 0 ~72 h J5, 2 5t ) K #i#E
HEARFAPS B, —FERER G/CG, FHHM
Bl,A—TEER G,/M HARK LB, #£7 PAB &
K 40 B BH # ZE G,/M SR # # HeLla 40 R 4% 7.
Meng 5“7 A\ B R4/ SK-28 MA B B4
MGC803 it ZFL T FHH) G,/M HIFHAE MR ., Wong
LORBEMER PABHEAZ—, ITHHRENR
PAB ] LU 55 40 Jd P9 o B0 PO 4%, IR A 42 5y R 4 B
B, 58 ERFRER . KITIAK PAB Xk 5
ANE T Hela AN AERKMWHIERARED C,/M H
PELHE 51T 2257 R PHIT, W 40 0 7> R TR o

L 92 245 4 A AL RT LA 40 S e g 4 ff0 3% 4, 3 T 1A
RFAMBEHRA T, ALEABFEEX Hela 40568
A A ST UM S & B PAB /E B J5 Hela 4 M B R
W RERERE M TEET, HARRYAT AR
FFE, 3R PAB M Hela AN E M HZ—RE
HEFHARATT LA,

KERFRIEH - FRATCEZHERLHER &
BRATHER, HP b2 FEEARATALESA
EEMER,bel-2 fl bax 4} H & bel2 KEHP B ER
gmE AT MEAATEAT . MEAKE bel2/
bax RAHHERHEZEMEREEZEVNX R, EE
BB A, bel2 KX KV 5, T bax RIXT M.
Ei bel2 T bax EMBIEHERZ NS F M
ARAT, KZ, T bel2 8 LA bax M{E i £ 7
MEARBAT. M KEELERE A, Hela 41 E
10 wmol/L PAB fEFHF, [F]Af i B bel-2 F ¥ #1 bax L
73, Bk, PAB R AT B8 3@ & T 8 bel-2/bax b i {2 #
Hela A T- 9, X5 Meng %' 7 A BB 41 10 £

MGC803 15 i B 45 R B,

P53 ZEH@ i p2l 5 bax £ 40 B & A P &
FRARATHPREETERA. Meng £V EANEB
ML ZE MGCS03 R PAB AT LI AT-ES EA
pS3MREK, HSZARKR, AFFRAK N F PAB 3f
pS3 BERIKME W, KA RN HeLla ZHH p53 A
2574 PAB S HMEAT,

BZ,PAB ZR—Fxt i EARA K EARA TR
MK RRALEY, KERE MG ESUE Hela 4
AR FE ARG 1B, BT 38 T 38 bel-2/bax BY 3R i 42 i
Hela ZHfIAT-. #0768 SUE M M7 $ 8 Rocfk
STIGSBILL PAB BRYT  ATAE I FTREMEREK
BITRR. T—HRIMTEEAXREITEALZRHR
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