View metadata, citation and similar papers at core.ac.uk

-
brought to you by i CORE

provided by Xiamen University Institutional Repository

R 10384 NRE R
25 21620071152027 UDC

B r
B+ % o X

AR EUIB S Hela ABEAT BIFASTE

Studies on the apoptosis of Hela cells induced by the extract

from Meretrix meretrix Linnaeus

RS S:  WNEP 07

Lol R RS TR
SRS H . 2010 4 04 J7 15 H
WSCE N 2010 47 05 26 [
AT HM: 20104 A H

B =
iR 5] N

2010 5 H


https://core.ac.uk/display/41422562?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

B TR AL SCR I = B

AN EAZ AL SCEANAE IR T 8, M58 R AT 5Tk
Ko ANAER LGP S HARN NS A DL ARV, 1Y
AEICH LG =7 sUWR R W], R SR AIEAT T TR AT I 2
ARFESRE GRAT)D.

TIA s AL SN DR (L)
BT TE R, 3RS ( ) W () £ B e w1
wElh, AE ( ) SR ESE K. GiffE LS ARG R

AU T o7 N BRI SRR, AR LI IR, ) EAAMERF

O



BT VR A e SCE AR T 7 1

ANFRE TR b A N RN 227 2% 8 47 5 it 7/
) AERUE DR BRI P EA 098 3, IF 1) 28 BT ] s e LA AL
FALR S CEARATRIRNT R 3/, SV A i SCHE AN BT TR & 45
T SR PR T AP o AN IR)E T TR S S 18 SN 4= [
f s i S e SO A B PEREA TR R, R A A8 SR AR
LS AR, SR EEN . 4 B sl He s s B A2 0 18 3

AR A T

( ) LTRSS 2 2 v iz e IR A AR 3,
=h TR HfE, s EEH AR

( ) 2. ARE, G EIR S

G fE L BN AR S 93T v 7 BEH EAHN N5 . DR A8 3
WE B2 [E TR R E L S HOE 22 018 30, R TR AR
2 AL E AR LI A TP AR S LA AR ARG 1, BRI
ARNTFFEEALR L, YIIE ] FIR$A)

v

RN (%42):
F A H



A8 W T TP S SO0 R
MM2, Anti-cancer extracts from Meretrix Meretrix Linnaeus, SCHEGPUHE G TEHEIA)
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ARICR ST 5370 AT 77 S0 (Meretrix Meretrix) &I 3]
HAPRSEWI, KEmah MM2. B 00 Eon L 50 4.82 mg/mL, &
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ZE 5 MU RERAT THIP RS, IR T AN B 45 44 80 A BT 2 S5 AH DG 7 T
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Abstract

In our study, we purified the active component from Meretrix Meretrix Linnaeus,
named it as MM2, with a series of methods including, organic extraction and column
chromatogram. Component analysis showed that the extract contained sugar and
peptide simultaneously, the concentration of them were 4.82 mg/mL and 2.08 mg/mL,
respectively, with 3987.7 KD molecular weight. The results showed that the active
extract was possible a sugar-peptide. The research of cell biology with MMT methods
indicated that MM2 could strongly inhibited proliferation of the cervix cancer Hela
cells in low concentration, in a time and dose-dependent manner in vitro. We observed
the morphology of Hela treated MM2 though Giemsa, Hoechst, AO/EB staining
techniques. The results showed that the cells” morphology have changed signigicantly,
the morphological profile becoming blurred, shrinkage, the intercellular connections
decreased and lost their adhesive ability to the suspension. We can observed the
chromatin gathered to the nuclear membrane and was stained compactly and deeply,
the nuclear membrane and nucleolus disappeared after Giemsa staining; the granular,
crescent structures or apoptosis bodies with compact deep-dyed, bright blue
fluorescence, a typical characteristic of apoptotic, after Hoechst33258 staining. And
we can observed orange fluorescence, it is peculiar characteristic of apoptotic, after
AO/EB staining.We also can observed typical chaarateristics of apoptosis through the
transmission microscopy, nuclear collapse, chromatin marginalized, and cytoplasm
vacuolation and so on.We also detected occurrence of apoptosis with DNA agarose gel
electrophoresis analysis,There is a a ladder-like electrophoretic bands, after treated by
MM2,which further verified the occurrence of apoptosis.

We analyzed the cell cyclesed and detected the rate of apoptosis by flow cytometry
with PI or Annexin V-FITC/PI staining. It was found that there is a apoptotic peak on
the DNA histogram, after treated with MM2.And the cell proportions M phases were
significantly increased, treated with MM2 to 48 hour. When the MM2 concentration is
80 pg/mL, the the apoptosis rate of 48 hour and 72 hour were 27.88% and 42.2%.

To further study the mechanism of the MM2 induced Hela cell apoptosis, we
detected changes of ROS, Caspase-3 activity, and the transcription of
apoptosis-related factors (p53, Bcl-2, Bax, Caspase-3, p21), It was found that the
levels of ROS has a Slightly increase, the Caspase-3 activity has significantly
enhance. And MM2 can enhanced the transcription of p53, p21, Bax, Caspase-3,
reduced the transcription of Bcl-2. So we speculated that the p53-dependent
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mitochondrial apoptosis pathway possibly is the mechanism of MM2. We eventually
identified 12 differential expressed proteins between the control and the treated group
by protemics technology. There were 7 down-regulated proteins and 5 up-regulated
proteins in two pieces of patterns. These proteins included cyskeletal protein,
molecular chaperones, membrane associated protein, centromere protein, RNA
helicase enzymes and so on. Finally, we discussed the fuctions of some of these
proteins and attempted to come up with the hypotheses to explain the potential

molecular mechanism of inhibitory effects of MM2 on the Hela.

Key words: Meretrix Meretrix Linnaeus; MTT; apoptosis; Apoptotic factors;

proteomics
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R AR A PR 40 HiE B 1 T4 B BRI, a5 %K) DNA
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