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The Isolation of Anti-tumor Component of Acanthopanax Gracilistylus
SHAN Bao-en, SI Chong-yang, ZHANG Jinzhong, et al

( Research center, The Fourth Hospital of Hebei Medical University, Shijiazhuang 050011, China)

[ABSTRACT] BACKGROUND & AIM: The anti-tumor active components were isolated from Acanthopanax gracilistylus to
identify it’s molecular weight and supply the scientific evidence for developing new anti-tumor drugs.MATRAIAL AND
METHODS: The effects of the active component on the proliferation of tumor cells was investigated by *H-TdR in-
corporation methods.The active component was isolated 2D by chromatography.Its elements and molecular weight
were measured By SDS-PAGE and 2D electrophoresis. Its chemical nature was analyzed by treatment with pronase E
and NalO,. RESULTS: By gelfiltration and SDS-PAGE,an 64 kDa protein was isolated (G100F) , which inhibited the
proliferation of MT-2 tumor cells. The anti-tumor active component being not a polysaccharide but a protein was
measured by treatment with pronaseE and NalO,.This result was further confirmed by 2D electrophoresis. CON-
CLUSION: The anti-tumor active component of Acanthopanax gracilistylus is a 64 kDa protein. The purification of this
component will supply scientific evidence for the development of new anti-tumor drugs and the study of the active
component .
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1.1 R BOE T & T4 5 g, IZEME K 100
ml BV, 100 C/KH 1 h, JELCE JEBR LAY
J5T, F TG B B4 B 081 5 A B 4 SCUKARIRAT
1.2 4Rl 20050 MT-2 4 Mkk B 5 A=k
BERMR A I R ARE I I . RPMI1640 15779« LPS
[ GIBICO 2\l 7= fhs A4 L& A BTN DY =5 4
PIREL 2 6] 77 s Sephdexe G-100 #E5 A Pharmacia 2
CIETP

1.3 MR an s s s i o A AR ER IR T I MT-2
g0, I PBS YLk )5, RPMI1640 K553 H g4l i, 1
FEMMASE R 1% 10° > /ml, T 96 FLIFFRMCH,
fL 100 101 x 10* AN 40L), A 10 w1 0 B2 70 13
W37 °Cr5 % CO, M NHETR 48 hy BELIIA 10 ¢l
H-TAR (FF S HEVEPE N 6 Ci/mmol, H 1 JRUT BEAIT 7Y
JIT) o GRBERETR 24 h, HTAN MO EE 2% (i BRIt B o7 4%
BT ) KAl AR BIRE AR L, A (SEE I
i 156500 2L ) W 5E 40 M B 235 1 (cpm)

1.4 BIRZENT B Sephadex G-100 JZ#T4E (2
em x 60 cm), FFF (S200F2) 2 ml, H PBS A4 I Ut il
S200F2 57> TAEHIE 10 ml/h, TR 2 ml 2T
Wo JEHTIB S vh IR B BT B R A o O e BT
W5E 280 nm WOGREEAR s PR 75 5 W — i B v U
S G R 492 nm WG AR IR B,
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10 % )» ¥ F 73047 SDS-PAGE HLik 43 &5 B, %t i
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ml %A 50 mmol/ L CaCl, ] 0.1 mol/ L Tris-HCI(pH
8.0) ZZMM T 37 CHiFE 36 h » FHIIA 0.2 mg
Pronase E 28225597 36 h, ¥ MR G 100 °CIn#4
10 min ‘Ki% Pronase E, H PBS &5 & H . NalO, At
P 1 ml FEATIA 100 #1 0.1 mol/L NalO,, 37 CHr
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(Amersham pharmacia)» 0.01 % W) K46 24 h
JBN Multiphor [T 2-D HLVK &4 (Amersham Phamacia,
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300 V HLE, 1 mA AR 5 W D34 NHVK 8 h
WIGHHETEZE 2 000 V, 4hEEHVK 8 h(—KJGH
7K) o SDS-PAGE IR TG HLIK Y H Excel #E% (Amersham
pharmacia)» 600 V,20 mA 1 30 W 45 T HL¥k 30
min, ¥ Immoiline DryStrip &t & b A% i % % 2| Ex-
cel-SDS BEIK G, £ 600 V HLH, 50 mA FLIR N HLUK
70 min. HLVKEERH 0.1 % BB 4L
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BT —FIOR MT-2 48 B 3858 s N A 55 A 4 1 2
15T S200F2. K S200F2 1 — 2 H Sephadex G-100 JZ
S, SRR —-Ea g (K1), xEEA T
MT-2 20 I R 184 58 S N A7 B0k (R Al E T, AT T 3
4N G100F -

2.2 SDS-PAGE HL¥K47r & I 2 HUK - S200F2 ik
53 F1 G100F H% 748 SDS-PAGE HLIK 7 & 5, K 7
B3 ANEBAY (435 & > 75 kDa > 55 kDa <75
kDa F1 < 55 kDa) Ml & FOE PR FRAL, 4018 2 Frow, 731
T2 64 kDa HE E 50U MT-2 48 J 1R 3G 58 fe YA 4R
s EIE R, 5 B 23 8545 2 e o0 AH — 2.
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Figure 1 The active component from Sephacryl S-200 peak2 was
rechromatographed on a Sephadex G-100.The protein concentration
was detected in terms of at 280 nm. The glucose concentration was
investigated by the phenolsulfuric acid method. The activity of each
fraction was determined in terms of *H-TdR incorporation of MT-2
cells
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Figure 2 A: Crude Age and the active component from Sephacryl
S-200 and Sephadex G-100 were subjected to SDS-GAGE and the
bands were stained with CBB. Lane M: molecular weight, lane 1:
crude Age, lane 2: the active component from Sephacryl S-200, lane
3: the active component from sephadex G-100. B: The effect of
Age,S200F2 and G100F on the proliferation of MT-2
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Figure 3 The effect of Age, S200F2 and GI100F treatment with
pronase E and NalO4 on the proliferation of MT-2
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Figure 4 GI100F was confirmed by quadratic electrophoresis
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