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Screening of Bioactive Substances from the Root of Cyrnanchum auriculatum
Royleex Wight by Anti-Liver Cancer Bel7402 in vitro

BI Fang'?, GUO Wen-jie'?, TAO Wen-yi*'*?
(1. School of Biotechnology, Jiangnan University, Wuxi 214122,China;2. Key Laboratory of Industrial Biotechnol-
ogy, Ministry of Education, Jiangnan University, Wuxi 214122, China)

Abstract: By using Bel7402, 102 cell lines as the screening model, the anti-tumor activity of the
root of Cynanchum auriculatum Royleex Wight was studied. The cytotoxicity of ethanol elution
by different extraction condition was studied by determining cell growth curve in vitro. The
viability of cells was assessed in the MTT assay, by the ICs, values the best ext‘racting conditions
were confirmed as the temperature 37 ‘C for 2 h in solid/ethanol ratio 1 * 10 and the extracting
only once. The fraction ]I of the ethanol elution was separated through resin and gel and
identified by chemical method. It was consisted mainly of steroidal, triterpene, hydroxybenzene,
alkaloid and a little sugar.
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b, 2EUHE SR ENERH, i 4 K H
Cynanchum bungei Decne [, K& (HE M4
B ) C. auriculatum Royleex Wight i . Fg L H
C. wilfordi Hemsl . FH ¥ & C. otophyllum
"Schneid BI#R% . 10 1977 £ RCFEBROIL“H
EBHARAR RS ERED S ERHY. &
BB % W 4 R & B G Bl 3 (phosphatidyl-
choline) . B% JE Bt Z ¥ & ( phosphatidyletha-no-
lamine) .5 f5 Et L # (phosphatidylinositos) & C21
HRE.

HES C HRESHFRBEHETF A hEY
MEAME EERHLEERRE/ DRI EEIIME
MAEKENS  RAES P A AN EEFEH R
e REWEYHRERES, BRE MR EH
gzhnt. b B EE KA S180 B/ RHI iy, (EE
AR E A, N FE I H R R, B R
H¥EXL. SEHEHEDENALERRMNHBHR
BHAEREBENEH MALRENER S H
HEERANHAERAEINXER.

PRESEE B 10 FREXREDEESHRERE
ERAMEBRFRRFTHAENLR, SREA,
HESKHARERAHEERSHEXTEBEERER
FXAESRESHASHERRRATE X, R
RAPELHE A BOARENRBERS . &
SPRBFRW, AH DA ERERY X Hee8693, PC3,
Hela,PAA 4 Bk f 40 0 45 4 5232 59 30 ) £ A, (B34
FEAMEERRBEREDY. BFEXREEFFETR
EMAHREBEFNEHAETSHRBRYHETT
MREERRETOYE L ZEERYHUTFZEER
SRR E .

1 HHE55%
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BEHL: EHRAF MK ER RS 7 H
s 1E KA GKC b BB {88 3 :0)-1 ¥
FEMBHHAR IHRELSIETRENBZHESR
B/ 7 %0 1 ; B %% % % {%: BUCHI ROTAVAPOR
R-200 #1;DZF-6090 H% T# . L HEL BN
BEBA G E; —E KT I ThermoForma
A A% s Multiskan MK3 B 4R1L: 3F 22 Multiskan
A BV % R HTAE 40 mm X 400 mm; K FL R B A B
AB-8: FiEH B WIEER AT E™;96 FLA ML
R . %@ Costar AR EF,
1.2 RBRHH
121 ## AESHR, IREEBH™.

1.2.2 #mMtk Bel7402, LO2 LB KEEY T
BY¥EERHZEN.

12,3 &M Tl zZm &4 e, PG
#4i) ; RPMI 1640 40} 3% 3% %, GIBCO A & ™ dh 5
MTT [ 3-(4, 5-dimethylthiazol-2yl)-2, 5-dipheny-
ltetrazoloium], Sigma /A &) 7= & s /N L 75, £ ¥4
FEAMARRAR =R .

1.3 RBRF*

1.3.1 RR42E HEAESTHRHEM 160 g8
BJG, BEH5 3 A EtOH B, #4395 RRE
BELBHELERIRE RBRABEETERELE.
WE ECE ], 18 EtOH REUK S 12.6 g. BB
ERIMHES LRSS SRR K E /M EtOH
e, 18 B A K B A VR Y W O RS
45 CHEB WS . TR,

1.3.2 oL rEasninsty HEZH
REBERGRE, WL . ERER RN EEE.
LRMERRN;RE:.ZRALEFRE A £ UH.
B-BEARAEE. '
1.4 #HFEHRKE

1.4.1 HIMERARG@ERGEH EHFH
Bel7402,102 fiMEZE S 10% /M4 [ i & RPMI1640
BRBNLE 37 CMMBE.SNCORET R,
HLLO.25 g/dL BEE A B ELER.

1.4.2 4% 4545 5m5 5 Bel7402, LO2 ik £
¥kgaesYn SBIEK[7-8], 5% 48 h EHA
A1 25 9 4 A 6 vk BE 43 1 LA 150 pL/FLANA 96 FLAR o
BAELRABIANAEL. SREGY A EX B
H, BHRRETF 7 C,5%COEHBHER 48 h
J& o JA PBS Z b IR E ¥R 5, 43 3 im 0.5 peg/mL £
MTT 100 o L/fL. kEBEF 4+ h G HZ . REEAM
DMSO 150 uyL/fL, B F 37 CHFMPHEF 10
min, FEEAR X T 570 nm TR ERLEME A, FFit
BARAEKMHE. ARERAHNE=0-XR
HA/BIHEXRA A) X100%.,

2 ZR5##%

2.1 L Bel 7402, LO2 A M H A, RENEH
BRI
ARMEREZGTRROZHABETER A
[, L Bel7402, L02 ik 40 I O i iE MY, LA Z B2
e 3t Begc NEILE:D: 8 Su N 8 Nk 7/ bt
EAAREFERE R TUREDE SHE
EHYRNRERRAS.
HELSHBRZRKE, TV ZEEHER,E
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CHAERRMFHERKREBE OESAZEER2 L

J& X4 JFF485 40 M0 Bk Bel7402 B 7% ¥ % %5 , R i % IE %
FEAIME LO2 Bt B/, I 1; MR IRE B O BCR
KE, BN RREE T, SRR E %
MR I E B BT/ (B B3 Bel7402 BB A K
KRG T o i 37 °C 40 32 IO FE 24 2 B0
B e 4% , TLIE 25 DA R B 4 TR B 722 4 B 3
KE BRAUAET —EWHMEEIRM, ELR
KA B A T 5o F 40 G 060 9 455 6 ) T o Ot
BHRA 1t 10 MK B, LA 3; MR BRI 3 A0 %4
LB H . B MR BOR BT A KR A JEE D
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Tab. 1 Effect of extraction times on ICsy of Cyrnanchum au-

riculatum
(yg/mL)
RERE
awH 1 2 3
Bel7402 65.11 300. 74 350. 89
Lo2 67.33 330. 44 386. 90
2.2 BEFHERYNBEMERERRSE R
HHUREHURR

REOESEBRYM BHRARNEHRRS
R GAEREEAMV HICHE L ZHEERNE
&N RE 37 CLBHE 2 h, Bt 12 10,48
BKE A —K. BRY2 AB-8 K7L WK B ##% f5 &
B, AR B4 8 10%,30% ,50 %, 70% , 95 % A4 B 3%
B ERBOEBRSBTRBENY RES LREAE
Y HRFEE BRSO RA M, T L5
WA H0E 50X mt, BRI B YRR
e, HuEBR A IC, % 2.

%2 RE TS 8k A 7T S B4 IC O A

Tab,2 Effect of eluent concentration on ICs of eluate

Fig.1 Effect of extraction time on ICs of Cy (pg/mL)
i Vel m AR B 5/ %
a lat
s A% 10 30 50 70 95
1200 Bel7402 x x 166.89 112.10 61.70
2 1000 —— bel7402 L02 x %  188.16 135.99 93.88
g 300 —-—102 :
% 600 H I 506 ~95 % MBS Y W 48 F i —
S 400 B ARERAL S, LR 5 - BRE(40 £ 1,20 ¢
N L e S 1,10+ 1,5 D HEBERBFURAE, B3 8 4
30 40 50 ﬁg 70 80 90 Ay, NEIFAUFBH REIAMNELHERK,
]

B2 FERNEEXNAEIARYEY IC.HEM
Fig. 2  Effect of extraction temperature on ICs, of

Cynanchum auriculatum
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Fig.3 Effect of ratio of material to liquid on ICs of

Cynanchum auriculatum

{ELR iy F L FH T 490 75 fip 788 440 B £K) 1Cs0 3 746 g/
mL, SR 5L F iR 4 48 BB R K B,
FBRA T EABR, DAL BHEMARR.
%3 FRAAHRL2HEER
Tab,3 Review of the security of different eluate
(pg/mL)

mEAH%k 1 01 O NV V VU a1 W

Bel7402  745.98 64.75 81.85 57.32 72.32 110.29 47.15 96.03
L02  2860.51 138.98 74.89 68.24 69.12 78.56 68.38 99.07

F4HEK 3.8 215 091 119 0.96 0.71 L45 1.03

2.3 AES4AS I hEEESHEEIH
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B /PBRZ 0 LD KF 10 g/kg, AL EFE,HE
VAMFARER - BEGHE—ENHET, &
RTHEMEEFA - XEEEE, HHZENE
HE.HYEEETRES. RYAAERK, Y
g, HEBD 60 ke KB A, —KAFE
ABHESH 2.4 . ENRGBEBRRFAEN. W
RUUsEEEER D AYEERANAL, N
HESHMAMEAYERRAAAMRN. &
MAS N ERHR. HELASERHE
& ZH BE EYBREOBRBERAR LR 4.
PR Y E R — BT &), BRRE B IR B E N
e M T B3 [ K (6 [ Wy F R A R 5E A 7 Bl 1F
AR EERE T RERNRE, £ 2R
LU REEZSHTIMEZ YR B iTsHot T
FRHFRAMEERME. MEPEARZ A
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£4 AHLPEAS NFFEASTHEBESH
Tab,4 The qualitative analysis of the eluate II
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