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BY MIT 2w en AX R AL mEA T, 25880440 F &% 5 HE 4K R R (proliferating
cell nuclear antigen, PCNA) Z & A2 , £ A RAERER BAaRKEC A/ Gam2(Bl2)Ba iR, HR
PE sf HeLa @it A R AR LA BZAHHMEA AXEEARARNLEREFPE AL HelamBR AR T,
BEAERAALER, ATHaRGUAAEE SRR FEL PR LA RAERLERAYW.PE/4A 24N
J6 Hela  PCNA 7= Bcl-2 B O AR AW R KRS, Hit PEXN Hela mEA AR HH LKA REA T
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Effect of Pinellia Extract on HeLa Cell Line /n vitro and Associated Mechanism Li Gui-ling, GUI Sui-qi,
Wang Li, et al Department of Integrated Traditional and Western Medicine, Qbstetrics and Gynecology Hospital of Fudan Uni-
versity, Shanghai (200011)

ABSTRACT Objective To investigate the effect of Pinellia extract (PE) on Hela cell line and to study its
associated mechanisms, in order to provide theoretical foundations for its applying in clinical prevention and treat-
ment of cervical disease. Methods HelLa cell line was incubated in media containing different concentrations of
PE. Growth of cells was observed and photo-generated with inverted phase microscope; cell activity was detec-
ted by MTT assay; cell apoptosis detected by flow cytometry, protein expression of proliferating cell nuclear anti-
gen proliferating cell nuclear antigen (PCNA) was detected by immuno-cytochemistry, and protein expression of
Bcl-2 was determined by immunofluorescence. Results PE showed obvious inhibition on the proliferation of HeLa
cells, cell apoptosis appeared after PE treatment in a time and dose dependent manner; PCNA and Bcl-2 protein
expressions reduced significantly after being effected by PE for 24 h. Conclusions PE can obviously inhibit the
growth and induce the apoptosis of HeLa cells, and its mechanism is possibly realized through down-regulating
the expressions of PCNA and Bcl-2. The study set a primary experimental base for further studying the action
mechanism of PE and developing new anti-tumor agents.

KEYWORDS Pinellia extract; cervical cancer; HelLa cell line; proliferating cell nuclear antigen; B cell lym-
phoma/leukemia-2
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B4 I 3% ( GIBCO A R]) ; —H ZBEmg — F 5 U mis 1 £
(MTT, Sigma 2 7] ) ; Annxin-V . 5% £ % B ( PT) X % i
FE(BD Ad); NESHEAMMH HeLa 5/ A X H B
BEFHYRERE PO (B ATCC) , 2P ER E B HME
ER Rt BB M % B E (Nikon A7) .CO, 41/
W E M (Heraeus A 7)) BB LG (FMBLBRESA
FRAYH]) | 7 22 Y IR BB 451X ( Bio-Rad 24 H] ) \ UL K 40 Y
Y (Becton Dickinson 24 7] ) o

2 Fk

2.1 HeLa ZiMisEs: 4MIEFHETH 10% FBS i
RPMI 1640 ¥53% % ,37 € 5% CO, I FIE B R 4F 5 A%
AR EMHEEREHY 0.25% BEABKAR
A4 MIIFK 1.0 x10°/mL 2,3 ~5 RFEER 1 Ko

2.2 HRBEAMHEIE KA MIT SR H4E
K36 Hela M, BB LS RITHEHRE B
(2 x10*/mL) B4 F 96 FLIE 35 4R , 55 3% 24 h 40 Ry BE
JEINA R ¥ BE W PE, {8 B 48 4 51 % 0.,0. 008,
0.031.0. 125 K 0. 500 mg/mL, [F] it i% %5 [ X B8 R &
MR, B—WER3IEL,H4HNEF135 X, 84
120 pL 5 mg/mL [ MTT ¥,37 C & 4 h, FHH,
1150 pL DMSO, Z R T &% 10 min, EX N ERE T
570 nm/630 nm WERKE A, ALREH 3 K, L5
WEAKER,TE PEERA 3 RERRAERKMH £,
WHE(%) =(AXTHR-ALHE)/A MR x100%,

2.3 HEHZENMEEY BXREKHEW
HeLa, BSR4 L A B (2 x 10°/mL) , S B #%
T2 FLERERBER 2 AREEFMA 0K
0.15mg/mL ¥ PE, 25135 1.23 X, BBHEZBH
RTUERE.

2.4 HARATRARKEREN BRYHAEK
it HeLa AR BEE 1 x10°/mL, Ml TH 30,24
h RGBS , A 0. 15 mg/mL ) PE, Sk 223 52 A A
BBt 1) ,0. 25% BERE TS 4k /52 000 t/minB 0> 5 min, F
L ,PBS ¥ 2 3k, 1 70% #9¥% Z B2 2 ,PBS ¥ 2 K,
BA RNA % 0.1 mg/mL 37 C # % 30 min, FE A 50
mg/L i PI 1 mL, 3£ 30 min, F 5 X 40 B OGEH TR
WM, 4 R A Becton Dickinsm 4} & CELLQUEST #1 Mod-
FIT LT for mac v1. 01 k&4 #4747, EEHERNER
Wi, BOETAERB R EE FBOLAR nova 90-5, 8
FhEH 15 mW  BEE K K 488 nm,

2.5 BT 40 AL A vk 0 34 T 4 S % B IR ( pro-
liferating cell nuclear antigen, PCNA) ik K XHEH
BHEFEFET 24 Alh, B EKRPARY 1 x
10°/mL B4R 24 h HHRATEEE  MA 0. 15 mg/mL

&) PE fEFIF HeLa #4124 h J5 A PBS % 2 %K ,4% H
B2 10 min,PBS ¥ 3 x5 min, & F # Bk ABC i%
FERBEBET HR EMBETUERN . XA Lei-
ca Qwin Image & B 73 ¥ (U HAT 4, B MR E R 10
AN LEF BB 6% (10D) (P HE L,

2.6 HEHNHERN Bel-2 BE BEEHEHE
EFHEF UMD, HEERYAMELL x10°/mL
FHEHEM,24 h ZIRIGEESS, BOA 0. 15 mg/mL ) PE
YER T HeLa 40} 24 h J5 W 3% 3% 4R P 3% 5% ¥, PBS
%t 5 min;4% £ K F B E IR EE 30 min; | 4 EHEH®,
PBS %t 3 x5 min; fll A& 0. 3% Triton X-100 #1 1% BSA
FE AW, 37 CRABE 30 min; B H A K, 2 8%k;
BIA 1:100 #E R A Bel2 BRILARTREN K ZH
BHACEBEFRELR ;R —H T/, PBS ¥ 3 x
5 min; A 1: 100 # B &) FITC #Ric L ¥ 5i/h R 16,
37 CRARNIET 60 min; B H —H T/EM, PBS #
FHE3 x5 min; H A REBHBETRER. XA
Leica Qwin Image & & 7 71 (X #7487, B A W
10 4L EF , B4 6 3 B (10D) B - E Eo 8K

3 GitEHA% KA SPSS AR AHR
B RR,P<0.05 HEREFLH¥E N,

g =R

| BARMHEANHLBREREE MITXER
ZRBx {55 & PE(0. 008 mg/mL.0. 031 mg/mL) &
¥ %R Hela MM R XA B ME A, + SR &
PE(0. 125 mg/mL) %} Hela A=K ER AL HEH
WHEMR, S RAKBERARTEEIGY
PE f ¥ BE 3% 2 0. 500 mg/mL i, 40 B A 1 58 & % B

WHE(RLEL),
21 BAARMANHEIBEREE (AfH,zz29)
HeLa M
as (mf/i) " 1 3 5(4)
HEAMB  — 3 0.110£0.013  0.150£0.016  0.313 £0.034
BAE - 3 0.1080.019  0.146 £0.004  0.301 £0. 035
PE 0.008 3 0.105+0.021  0.1420.018  0.262 £0.019
0.031 3 0.098£0.017  0.133£0.021  0.200 +0.028
0.125 3 0.076 £0.004*  0.081 £0.029*  0.111 £0.031*
0.500 3 0,014 £0.001** 0.008 £0.001** 0.007 +0.001**

E:5EAMBARMLE, *P<0.05, " P<0.0t

2 RFIEE PE £/ 3 X5 40 M A & 9 %) oy £%
(E2) RFWKEPEERM3XE, MIT XBRIER
KEE, HEMHE, L5 Hela MRAEKMR. BE
PE W ERMM, ARNAEKHEZPNGE; ANATE
Hi PE Xt HeLa 4 i 4 4 B9 50% ) i % i (B 1C,) &4
#0.15 mg/mL, WEFEBRAEHL—SHRNESE



PEBEEESZE2010E3 % 30 5% 3 5 CIITWM, March 2010, Vol. 30, No.3 - 305 -

—— % A
- 03 *0.008 mg/mL PE
= i - 0.031 mg/mL PE
H 02 o 0.125 mg/mL PE
2 s ~0.500 mg/mL PE
= 0.1
1] e

1 3 5(d)
M1 PEfEMJS Hela £ Klh4R

K. " 4 1 P -l

© 01 02 03 04 0.5(mgml)
2 FRIKE PE/EF 3 K3 HeLa MM KM ML

wE

3 0.15 mg/mL PE fEFIA R B} /5 Hela Z0fFE
SFEFH(E3) EXLEKH Hela 4 HESR
(B3 H!~H3), 0.15 mg/mL Y PEEATFHK L X
Ja , SR LR B >, T 7S 5 BE AN TR T, B E 1 RI R ()
EK2~3XGHABRENEEEZRBHRE MER
FRE(E3 HA~H6), RAARARME R BRI
FHBFABRERT,

4 PEXfHeLa#fifi W T-f % W (E4) 0.15

H4

mg/mL PE fEF )G HeLa 408 i BEAR X LI 0O 98 1=, 3
BREEERANEMERL, A4 RLAMHEH M, PE
fER 3 XJg HeLa 4UMI AT H K 48.76% ;/EF S R
J& HeLa I A - L) 534 83.37% , 5 E# % R4
(6.32% .9.06% ) LB ERARITFE L,

5 PE X PCNA £3589 W (E 5) Hela 4l
F77F PCNA 97 35 ;0. 15 mg/mL PE £ F Hela 48
24hJ5 PCNA MR KB ER D, ¥ 10D HA
0.32, 5IEHR M4 ¥ 10D H(0.41) kR ERE S
HE¥EBEX(P<0.05),

6 PEXfBal2 EHEXAMEM(H6) EPH
53560 Bel-2 PHEF%X,0. 15 mg/mL PE fEF 24 h
JG HeLla 41} Bel2 fyRXW B M 4>, T 1 10D H R
0.54, SIEHXTBAFH IODH(0. ) UK ERFS
HEEX(P<0.05),

GO

BREERE LMW AN EENEZ —, £aR K
REEE2 N AR RN BEERESRHS 7 6, &5
Hik ERBENESEBALGATHEEREZ —, it
ROAAR20 #HE 0 FRUNGEIHAREN, 2 HA
BENFREFBRAA RSN T REEEHE
REIARB 157, 52 RAEFRFRFEAN=2
- BERTHNS3FH, LHKLEENR 14.6/10
FRMRE2 4, Bt AR T E TR
TERALBRENRR T BRETRMBTAAE

L H BB EK | K9 Hela 4008 H2 IEH 41K 2 X Hela 418 H3 JIEH 41K 3 RAY Hela 408 H4 3 PE
fEH 1 X% Hela 2188, HS 2% PE 1EF8 2 X &9 Hela 483 H6 % PE 1Ef 3 X#) Hela 4/
M3 0.15 mg/mL PE fEFIFREIRT /S Hela M A%/ HE H:f, x100)
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B A HERERT B B Y E R X R ;C Rab B
5 0.15 mgmL PE ¥EFI T HeLa 408 24 h /5 PCNA B93%35 (ABC Refatk, x100)

TE.A MAEH A BAE B kb aal
6 0.15 mgmL PE R T HeLa 40/ 24 h /5 Bel-2 EARIAHZIL (RBERE, x400)

HRT R RTSCRB T AL REERRE, LR
XEEZEFXETEEEMETY 5K N E TE
BB MBI HETEST BREPEIEMNARY
BR EEEAARBEBTNER. Bk, A #E+P
EARTMEARE N R P EHRIT 6 b o
REZIEHNINER,
PEARZEEFMIIABE"EBE, KPR
BERIEEWHRE, ®5mRHEE LB E”, 8K
FEFHEU R R HBEE NS R, 800 LRKE &
ZEMERYE A, %0 ¥ E (Pinellia pedatisecta

Schot ) MREB X EMLERHEYE, RFMALRH
2 BAEFEZIH. 202 70 FR, LBE—-E¥
BEAFHERAEY LERTETR, RS 3 1B
B.E 1 MERARE L FRHREK D RFE S
BB E 2 BrERBUR A B R A OB, IR
RIS 55 3 B B LA MR R A B R A
BRARSA, HEEXEIRITEIE 247 5,877
BRHEZE2AMAUE, T BEHE6.67% , 1 A K
H74.66% ,MBIHHE74.21% ", FREKA, %
HRE BN Hela 41 B E A9 MHI1EH, £ H
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HEMBHERAR, XEEFEAREH, AR
B, Ex ARG RERNGRETERARE,
PHRES RHENLEEARS S-180 MRA
EAEHBWEER, REFS " MNEREH LT &
BERXEMMEBARKEAZSMEER. EEPE
HRRAKHAR, PHRAT T HAWMK, B
HEEAMBISHRR GAREERNTE, =5
REAPER%E LEBHEYRRAGLHREREY
EHEFRBY AR (PE)EIFRXN R, WE
Xk AM 5 3% 19 8 UM Bk Hela £ KI/EM. PE
KB L [ 4k 4 i, DMSO T LA B 7 4 35 i U5 hn
AEFBPR, HREBHERESA

EHRER DA FEH & PE(0. 125 mg/mL) X}
Hela ZIfRAAE KRB A BHMFIEAM, 53 BA
HEERAERER ;Y PE KREXT 0. 500 mg/mL
B LARMERESZBMHE ., Fefd 4K 5L
A[LAKE i PE % HeLa 48 14 & ) 50% 0 %) vk B ( BP
IC,) 4% 0.15 mg/mL, HEMEBHHETMESIE
HHEK A Hela 400, M J#E S, 80 BR 15 M7 ;0. 15 mg/
mL @ PEfEAIFAR 1 XE, ARKEKERL, S
WEAEW EEEANEZERK,2~3 X FHARESR
YHREEZVERE ME2BERE. AXPRARH
HZRERPEEFAIREEEBAREAT., 2EH
M ELR S RERELRER B/R PEER T Hela
4824 h J§ PCNA 5 Bel-2 EE R XHHE B,
5 BHALB D HERALKH ¥R . AU LE
REMEWED,PE WA/ EF N E TR AKEK He-
La (4 KA B B B9 30 )38 3 R AR - #EH , PE X He-
La # M A9FE FABLGI Z — R M % PCNA K& Bel2 HH®
Fik, XHFE—SHR PE WHBERIEHURTY
MR FREE TN ERER.
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