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Pur ification of Phogphatidylethanolam ne fran SwnelL iver and D eterm nation
of Inhibition Effect on Proliferation and Apoptosis of Hepatana Cells

WANG L iang, LONG Teng-teng, L | Zhi-guo, ZHOU Jia-ping, X N Yi, ZHANG Cui-li’
B io-technology D epartment of D alian M edical U niversity, Dalian 116044, China

Abstract: Phogphatidylethanolanine (PE) in crude phospholipidswas purified fram svine liverwith AL, O, columnwith
95% alcohol-chlorofom as eluent PE was detemined by thin layer chromatogrgphy on GF254 silica gel plate, and elu-
ent odlvent was chlorofom-methanol-water (65: 25: 4, v/v). The results showed that PE was completely purified fram
phosphatidylcholine (PC) by the sequence elution with 95% alcohol and chlorofom. The effect of the PE at concentra-
tionsof 2% mol /L on the proliferation of human liver cancer MM C-7721cell line was detemined by methyl thiazolyl
tetrazolium (M TT) assays at different time and was campared with that of cervix cancer Hela cell line and nomal human
liver HL7702 cell line Reault shows that the PE derived fram the svine liver inhibited the proliferation of $1MC-7721

significantly and induced its gpoptosis
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Fig 3 Average inhibitory rate with treatment of PE by

Fig.1 TLC detemination of PE fram svine liver eluting
MTT test at different time

components
Folch ’ ( ) ‘ : 1x10* / 96 . 10%
’ S 65: 25: 4) BS 24h , 25umol/LPE12,24,36,48 h
20 A/B-a :A-b: PC JA-C MTT DM )
PE :B-b:0 750 mL : B-¢; 500 mL A%0mm

Note The livers were subjected © Folch partition, the * P<@01,#P >Q 05, n =3 Note Cells (1 x
10* cells/well) were seeded in 96-well platewith amedium sup-
plemented with 10% FBS and incubated for 24 h Cells were
then treated with 25 mol/L PE for 12, 24, 36, 48 h And then
viable cellswere trained with MTT and resulting fomazan crys

talswere disolved with DM SD. The absorbance at 490rm was

lower layer was gpplied o the TLC plate and developed by the
mixture of chlorofom, methanol and H,O (65: 25: 4 (V/V),

Temperature 20, and visualized by 12 vapor). A /B-a The o~
tal phogpholipidsof the liver A-b: Standard marker of phogphati-
dylcholine A-c: Standard marker of phoghatidylethanolamine B-

b: The EDH eluting cmponents 0750 mL. B-c: Condensed measured with amultiscan plate reader. Statistical treament ver-

i . * < > =
chlorofom eluting components 500 mL. tical bars represent D P<001,# >0 05,n=3
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Fig 2 Average inhibiory ratewith treament of PE byMTT test '
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, DM - 40 m 23 PE MMC-7721
: *P<
Q 01,n=3 Note Cells (1 x10* cells/well) were sseded in 96~ DNA
well platewith amedium supplemented with 10% FBSand incu- ' '
180 200 bp

bated for 24 h Cellswere then treated with different concentra
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tions (0 5,1 0,5 0,12 5,25 0,50.01 mol/L) of PE for 24 h (DNA ladder)

And then vieble cells were trained with MTT and resulting 4 , 254 mol/L PE MMC-7721
fomazan crystalswere disolved with DM SD. The aborbance at 24 h
490 rm was meaured with a multiscan plate reader Statistical DNA

treament vertical bars represent . * P <Q 01, n =3
PE MMC-7721
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125U mol/L PE MMC-7721 24 h D SPACE 504 g, PVDF Bcl-2/Capae-3
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*P <0 01 Note The MMC-7721 cellswere incubated with 25U mol/L PE for 24 h Proteins (50 g) from cell lysatewas gpplied per

lane for 10% 9 S-PAGE, the protein bandswere trangerred onto a P/DF membrane and the membraneswere probed with gecific antibodies
(1: 1000) of Bcl-2/Cagpase-3 and the protein bandswere then treated with goat against rabbit IgG-HRP (1: 2000) , and visualized by ECL u-
sing the procedure recommended by the manufacturer (Amersham Corp. ). The negative film was exposed o the membrane for times ranging

fram 10 0 120s o awoid overexposure and then was developed Intensitiesof the bandswere scanned by using QuantiScan ftvare and the re-

ltswere expresed as relative intensity, with the control arbitrarily st as100%. A /CW estern profile,B /D Scanning of theW estem profile (n

=3). Statistical treament vertical bars represent D. * P <0. 0L
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