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0 Bf 3% 27 25 F1-HPLC ) 2 8 FhiE iy & 5 5
MGC-803 4 fifg 3% A1 & J2 $70 I 18 P4 AH 5€ 43 iy

FBRE, e, LRk, A4, kE%
!, BT, BAE, TEM
(. AR PEHRF L RAEF AR ELLRT, LXK &% 210046,
2. HFPESHRF RLOMBER, LA %0 251300)

[fE]

B SR A0 M 3 5 S AT T ik S5 4 ( Bu) 55 i oRg 200 ML 1) A4 0 532 RVE T 20 A G S5 0 R s P R OGP,

& R EBR AT S S B A MGC-803 {R-& 15 37 , M BORAH (il i i AN AL P 8 B Bu B35 i AR AR, 45
R SEAE M EREHD Bu B A AN T RS Bu S B A R 25 0 (5 4R R ) B R AR ) ] MGC-803
PE(1/1Cs ) FASE R EL r 43012 0. 82(P <0.05) , —0.04,0.83(P <0.05) . 4518 FhEER I 15 MGC-803 J/E AR A B 2K Al o
S P 200 e 2 P SR 4 2 R R R 1 A A DG

S0l

ek AR 7RSI 36 A 5 ¢ B b 245 W R EL A e g 7%
P o WE IR A M IR BT B TS A B, X AT
TR 20 P RIS A0 2 20 LA RS )
ML AT RS s S g L g T o4k, IFad a5 e
bel-2 Y 35 K fasl mRNA 7KV R AEE ], W5
IR E RS Y B 03 0RO R Ak #5451
A T/INE S, BOA A7 TR 3 P Ay 22 5 00 L Js PR T
RESE AN 7] 0 e 55 s 5 e %8 240 B s A2 4K 4 i A
Na*-K"-ATPase Z [A] £ I JJ (9 22 5. N T Bk %
N | ASAIF 5T SR FH 40t 3% 22 5% Fn-HPLC I 22 WE ik H
HA BEZPMR R 8 Fh S 14 5 B 8 MGC-803
LAY S R I BT I S 0 R T R AR e
1 #hk
1.1 {Y#F Waters 2695 =30 AH 81, PowerWave
X 340 # A7 A (25 E BIO-TEK Instruments /A 7 )
CKX31SF {5 # i {358 ( Olympus 4] ) o

[FHH4HS] 20100326015

[(E£THE] EZEKAARREHEREETH (3090189%4) ; B H HMH#
i FE 4 70 H (20093237120013 ) ; B ARHF R 2% T ZJf 5 5 b
AT AR FE ST H (121044 ) 5 7TI048 P R 2R H (LZ09017) 3 75
U B2 R AR A SRR 40 H (09XZR21)

BIEEE] © DEK, B H#E, Tel: (025) 85811625, E-mail :
hongyuema@ 126. com
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B £54 0 s MG C-803 5 240 L 12 28 25 1 5 e 80 WA €%

L2 2y Fnatn  WEERGOT S IO B B - H s
' R (gamabufotalin, Gtl) | ¥P W& K ( arenobufagin,
Arg) mAEME K (telocinobufagin, Tel ) | W 25 &2 R
(bufotalin, Btl) | & 2 3 ( bufalin, Bul ) | 42 i 5 4&
(cinobufalin, Cbl) | 2% Z, B ¥ 7 & R ( desacety-bufo-
talin, Deb) . 1 #R %L 1 JC ( hellebrigenin , Hel ) ¥ i1 54
I BE 2R 5 7R B S SR, 0k R A A 2
JT95% . DMEM k5323 ( 36 [ Gibeo /AR ) /M
MIF(BUH U ) o HEE(@EREal) , 2N (Aigal,
F[E Tedia AH]) ., EAEK, BEME P (MTT, 3£ & Am-
resco 3] ) o HAFNE R 4 bral

2 ik

2.1 HERHlE R PRIBUEBRE DT SR | H R
R PWETER D REER EHER WEER
WERERT 2 SRS TE T R AR BRI T IR A% 1
mg, 75T 1 mL 4 R VR B R A28

2.2 FRUEMMZMIbRE OO BRI, — e AR
B, DI Rl R (g ) DA A A, 06 1T BB
YRR, bR e 2

2.3 MGC-803 #8508 O FoAE KA 4 g i i 1 x
10°4>/mL (Y B4R TR, LA 100 L/ FLEERI T 96 L
WedE 5. 24 h J5 A TR] v BE 1 & 25 3% 3% L 100
wL, ¥ FE B o 0 (X HE),0.125,0.25,0.5,1.0
mg - L7, 826 NE L. 72 h JFRFLIA 20 pL MTT
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W3R 4 b BEAR AN B AL Ao IR = (1 -
Apzsa/ A ) X 100% 315 1C;

2.4 AMESEA AR T 6 fLART, InA 10
mg « L™ BEERZG T 500 WAL, R E 3 ho Wi
TEWOMA TS HeFP ALY 6 FLARIEA TSR ,3 h 5
WA IR 259 1 mL 25 ], PBS PEGIrA E 2R 4
JfL3 Yk, matizk 500 WL/ L S 24, 501, B0 b
TEWAE o AT IV 15 77 ik [ ok ) 45 28 1 AR HBORE
DAAS ook 0 i 5 P ) E TR S 07 S UYD 25 9 1 mL A
xR, BT RE, A 200 WL F B A, X
50 wL #AE HPLC 43487

2.5 ik ARF R ODS-Cg (o35 4 (4.6
mm x 250 mm,5 pum) ;WA A H 0.3% B 2Bk
W, WA B g O, B EEVEL: 0 ~ 15 min,
28% ~54% B;15 ~30 min,54% B ;iR 35 C ;i
0.7 mL « min~",

2.6 SGiiltr  RH SPSS % {4 pearson correlation
J3HT, P <0.05 A7 R E L,

3 4R

3.1 8 itk 4 (Bu) ] MGC-803 14 5H 1 P

8 Fh Bu 1l il MGC-803 3 % 2% H AN [A], 3 14 it
J# >~ Gtl > Arg > Cbl > Hel > Bul > Btl > Tel > Deb
(F£1),

1 8 R 2L S WX MGC-803 AHEHY 1Cs, (n =6)

sl 1G5,
HIERER Gl 0.02 +0.15
WERE R Bul 0.27 £0.07
R R Bil 0.30 £0.05
SEAEHE T I Tel 0.60 +0.02
L OBEETE T R Deb 0.78 £0.06
15T Chl 0.08 +0.02
IETEN Arg 0.04 £0.03
AR H 4T Hel 0.09 +0.02

3.2 8 FUEERI M5 MGC-803 41 a5 Al 7 Ay
XF 2.4 TR 28 R IR 25 1 2010 AR AN iR
RZEFRFNEGI ERG 250 0 240 M A W A 7
HPLC 7341, M Bds W32 2,3 R 1. 28 H A 4 i
SR RA RGN 1) S R P ) 802, Tk PG T W s 55 44
TS AEE T

K28 PRUEERIH I AR Hh 2k

No. L] tg/min Bt h 26 r R/ ng
1 Gt 7.51 Y =242. 09X +228.65 0.999 6 0.51 ~465
2 Arg 8.11 Y =686. 05X —271.32 0.999 7 0.39 ~1 236
3 Hel 9.88 Y =764.57X +370.18 0.999 6 0.61 ~1 366
4 Deb 10.20 Y =398X +370.28 0.999 3 0.97 ~418
5 Bil 13.68 Y =541.96X +49.88 0.999 9 0.53 ~1 707
6 Tel 14.03 Y =679.75X +150 0.999 7 0.87 ~1 621
7 Bul 17.22 Y =520. 77X +523.96 0.999 9 0.50 ~1 315
8 Cbl 19.44 Y =907. 15X -32.32 0.999 8 0.77 ~387
23 IERRT 8 FhELR A S MGC-803 4 if () 3R Al i
S/ ng R/ ng SRR/ %
E&Y
A C B A-C A-B-C SRR Y11 4 S AN P i 5 R
Gl 255.92 55.56 24.68 200.36  175.68 78.29 68. 65 9.64
Arg 557.57 81.37 0.75 476.2 475.45 85.41 85.27 0.13
Hel 757.34  550.5 4.46 206.84  202.38 27.31 26.72 0.59
Deb 146.79  131.19 15.53 15.6 0.07 10. 63 0.05 10.58
Bil 155.42  115.66 5.69 39.76 34.07 25.58 21.92 3.66
Tel 160.55  128.81 13.86 31.74 17.88 19.77 11.14 8.63
Bul 158.63  106.61 15.95 52.02 36.07 32.79 22.74 10.05
Chl 168.76  110.64 3.36 58.12 54.76 34.44 32.45 2.00

A REANEFEFZI B A A 2R C. 25 DM R R 259

ARFEMZGH(A) , 2853 205 R 253 (C) it
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1/ min

A REANMEERZERB. SRS A0 2RI C. 2ot 40 5
FUBIZHIR D, 25 20 2 88 90 5 €00 335 06 o 5 X 17 19 4k 65 ) 44
M2,
Bl 1 25 A0 MR METR ST SR EU 5 MGC-803
i AH EAE FH G HPLC &

5 MGC-803 MzEMZ] (A - C)/A x100% | il % H
Arg > Gtl > Cbl > Bul > Hel > Btl > Tel > Deb,

T FIAY MGC-803 428 244 250 5 1Y LI
Wb 8 Fh Bu & (B) WL 3, 40 U7 25 Bu 19 &
HHZF (B/A x100% ) )il %} Deb > Bul > Gil >
Tel > Btl > Cbl > Hel > Arg,

T8 5 MGC-803 i iy 4 it W) 45 & () Bu &
(A-B-C) U3 3, 541 2L i 25 F 2 [ (A -
B-C)/A x100% ]Il ¥ 7 Arg > Gtl > Cbl > Hel >
Bul > Btl > Tel > Deb,,

3.3 MXMESHT 8 FEIRE LSS MGC-
803 KAAIF R M, MG A L35 W b Bu
S D FE 5 ] MGC-803 1 5 Y AH ¢ R 8 r 2
0.82(P< 0.05), ZHMINIFES Bu i SR ASTFEY
il MGC-803 {if M (1/1C,, ) M AH 5C & % r U
& —0.04, @It 2=, B (R E200 43 Bu 5 40 g
LA 1) S R AR FLA R MGC-803 1 1 (1/1Cs, )
A Z B r 4 0.83(P <0.05)

4 he

b7/ RuR T Er o NDRES di VIS B =% ¢ N D LF 4]
FERC ARG, S B 0 AR 5 A R A L
AEESEEMEE M E . RegE dar Tk
2 e [P AR T i | T R I FH B AR FH A % v 24 44
R SHAMLSG T . TP HZEOR TR E T 2414
HI L7 $E B v 5 P R 20 A R R S AT FH 1)
RN S W I 1 Y SRR 11 O VAR U3
H-HPLC 353153 b+ h ORI E B TE PR o 4
MR R R A T 2 A2 o 5 AR R AT T 1)
AFB

3 A 2 R0 BB AR S g A, A SR TR

HWEH R UPIERERT G RE R SR B R G5
RICERR LOMEHFER ERFEHTRA R
FPUIR TSR 100 R 0 T AR AR S IR
WEPUMR T . A, — 2L SCRRT 5% 45 2Rt R B
AR LRI R 3 B I A A R
TEAIGR R FH 20 Jf 3% 22 5% Rk Mg 13X 8 s
IRE 5 MGC-803 4 Jifd i) i Al i JF R F
A5 B 2E AR 0L A Arg > Gtl > Cbl > Bul >
Hel > Btl > Tel > Deb,, #5200 i P4 37 25 8 Al g 55
JR I 35 F T & Deb > Bul > Gtl > Tel > Bil >
Cbl > Hel > Arg,, 38 ix P 2508, R[] 423153 4 it 284
M 4E A R A & Arg > Gtl > Chbl > Hel > Bul >
Btl > Tel > Deb,

8 Tl i F55 9 410 1 5 U 40 e MGC-803 I T Ky

Gtl > Arg > Cbl > Hel > Bul > Btl > Tel > Deb, Gtl Fl

Arg 5 MGC-803 #1132 IR IR 5 , 3 5T 140 g

TGP — 3. Deb 119 28 R A%, T Pt 2

o GG oA, RS A0 B B AN 2L R X Bu

RN 5 HHT IR TG B W AH G $R 8

T s 655 0 e e 05 55 HG S e A M ) 45 5 g

T3 EEEAR O 5 1725 3k 200 0 FSE it 25 70 200 PR A9 ) 5 e 54

I 005 i 03 A AT T R I 3 R DG A, ]

FE 55 WE R 53 A 0 o) e 8 40 s 9 %) VR AL AR G

— RN WE IR S I S A5 W ol fie e A e SR R AL

) 2 A O A M | Na ™ -K " -ATP B 5538

% sre/EGFR/ERK/P21 A= 4100 ifi] Jirh 928 240 o 184 7 AR

R e A TR R 4 LA AL

i HE— R RIS

ARTIF 5T 2 BH 928 200 B ol 41 i 24 f 0 ) W 1R v 8

TS §55 06 1) 56 R0 232, 0 HC e e 8 955 1 Sk R O

5 e 20 ML) S RN RE ) T BRI AR R

WP RN Z —

[ &% 3Hk]
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Cell continuous extraction-HPLC determination biological affinity
of 8 bufadienolides on MGC-803 cells and their correlation
with anti-tumor activities

JIANG Jiejun', YOU Fengiang’ , MA Hongyue'* , ZHONG Jing' , ZHANG Junfeng' , ZHAN Zhen',
TANG Yuping' , DUAN Jin’ao', DING Anwei'

(1. Jiangsu Key Laboratory for Traditional Chinese Medicine Formulae Research, Nanjing University
of Traditional Chinese Medicine, Nanjing 210046, China;
2. Affiliated Hospital, Nanjing University of Chinese Medicine, Kunshan 215300, China)

[ Abstract |

Objective: To study the bioaffinity between 8 bufadienolides(Bu) and tumor cells and analyze the correlation be-

tween the bioaffinity and the anti-tumor activities of Bu. Method: Mix and cultivate the chloroform extract of Chansu and MGC-803.

Measure the content of 8 Bu in supernatant and cells using HPLC and calculate their affinity rate. Result: The coefficient correlation

between the decrease of Bu in cell supernatant after affinity and its MGC-803 restrictive activities, and between the cotent percentage of

the free Bu in free cells with its MGC-803 restrictive activities, and between the difference between the decrease and the percentage and

its MGC-803 restrictive activities is r =0. 82 (P <0. 05) ,r=-0. 04 and r =0. 83(P <0. 05) respectively. Conclusion: Eight Bu

have different levels of affinity with MGC-803 which correlate with their anti-tumor activities.

[ Key words |

bufadienolides; MGC-803 cells; cell affinity; HPLC
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