1997 16 3

161

, DNA DNA apy
DNA — a DNA
HO- 8910 CNE2Z
DNA ; ;
(Myeloabl ative therapy)
, , 10 ,
a *
: , DE-52
P- 11 DNA — a , :
DNA — a IC50 27.60 £1.32y ¢/ m
12.58+1.53ugm, K 15.35+2.36y gm  9.41+1.42) ¢/ i,

10 25 50 100 200y g/ mi
354.9% 435.5% 138.8% 151.3% 170.5% 187.2% 229.5%

141.58% 233.5% 295.5%

, RolydT- rA10 -,
IC50 15.27+1.40p g 13.61+0.77py g n DNA — a
e —  a
R979.1 R345
DNA — a 3 DNA — a
, : : ,DNA
, DNA a , ,
) DNA - o 4 ,
' , CNE HeLa MGC-
DNA 2 803 (BEL - 7402)
DNA , (K562) °
(EAC )
( :39370800) L,

510060)
,21970 9

L.



ATP,0.25 M *H- dATP,10% 3p ,37

162 DNA — a
", 30 nin BDTA 10 mM :
) DNA — , , 1
a CcPv , 5% 3nnx2,
95 % 2mnx2 , , 4
1 , LKB
1.1 CPM 1pnol dATP
1.2.3 ECS ECPC DNA — a
( 195A02 ) , IC50 :
RPly(dT)  Sgma ,DDT ECS ECPC 10 25 50 75 100p ¢/
Pomeger , (DEPC) , SERVA m 510 25 50 100p g/ M, ,
, (Progphocelluosl ,P- 11) 2 ,
Whatmen DEAE - cdldoe (DE- 52) , , ,
SERVA (rA10) IC50 K
Sangon X Kodak N, :
N - *H- dATP a- *P- 010 15ygm 05 10pgm
ATP (PMSF poly(dT) 67 100 133 167 200y g
(EC9 , 3 ,
(ECFQ) ,
K
1.2 1.2.4 ECS ECPC :
1.2.1 DNA — a (SOp ) 50 MM Tris- HA ,pH=
7 9 EAC , 7.2,0.1% PEGuo ,0.1 mg/ M BSA,3 mM DTT,6 mM
BS 4 , 5  Mgd:,10% ,33p ¢ M poly(dm ,0.3pla - *P-
9 +30m A(50 mM Tis- HQ ,pH=7.5,1 ATP (3000 G/ mnol ,10 md/ m) ,
mM DTT,0.1 mM BEDTA, 0.1 mM PMSF) |, 37 30 mn (10 mv B>
( 30 , 1 , 5 , TA) , , , 1
145 W) CcPv , 0.4 M
(27,000 g x 30 nmin) , buffer 3mnx2,95% 2mnx2 , ,
B(50 mM Tis- HA, pH=7.2,20 MM Kd, 0.1 mM 4m , LKB
BEDTA, 20% ) DEAE- cdluos (DE- CcPM
52) (35 m) 70 m bufer B 25 m 20ul,
bufer B 25 m bufer C(50 mM Tiis- HA , pH = , (50 % 2%
7.2,300 MM KA ,0.1 mM BEDTA ,20% ) ,50 MM BDTA) 9% x5mn, 20%
, — a , ( 8 M )
, bufer D(50mM Tiis - '
HA ,pH=7.2,150 mM KA ,1 mM DTT,30 % ) RNase , DEPC
Progphocdluose - 11 (25 m) , 50m , 0.1% DERPC
bufer D , 10 m bufer D 10 M bufer E RNase
(50 MM Tis- HA ,pH=7.2,400 mM Kd, 1 mM 1.2.5 ECS ECPC (Rly(dT)
DTT, 30% ) rMAw 20 1 , Nad
,- 70 Tis- HA ,pH 7.2 50mM 15
1.2.2 (30|,| 1) 50 mM mM, 2 3 55
Tis- HQ ,pH=7.2,0.1% PEGuw ,0.1 my/ i BSA, RlydT- rAn  RlydT: rAw — :
3 mM DTT, 6 mM Mgd2,33p ¢ m poly (dT) ,2mM  ATP’H- dATP : (30u 1) 50 mMl

Tris- HQ ,pH=7.2,0.1% PEGuo ,0.1 my m BSA,3



1997 16 3

163

mM DTT,6 mM Mgd: ,10 % , DNA
J— (o ,
37 30 , EDTA
10 mM , ) )
, 5% 3mnx2,
95 % 2mnx2, an
, LKB ;
1Go
2
2.1 DNA — a
DEs2 P- 11 ,DNA —
a ,
22.8%, 5my m
0.05my m , 26.4 u/ my
6013.3 u/ mg 1
1 DNA — a
(ni) (m) (u) Wm ) (%)
K] 150 3%60 2.4 100
DE52 8 1.6 1655 1034.4 41.8
P11 3 0.15 902 6013.3 2.8
2.2 ECS ECPC DNA — a
2.2.1 ECS Opgm,25yg m ,50ug m,75

pgm, 100y g m DNA - a

18.5%,31.9% ,59.0%,

74.1%,92.7% ECPC 5y g m 10y g m ,25u ¢

m ,50y ¢ m ,100py g/ m DNA - a

20.4% ,31.7% ,

61.3%,79.6% ,94.6 %
ECS ECPRC IC50
15.35+2.36p g

27.60 +1.32) ¢/

2.2.2 ECS ECPC DNA - a
K 12.58+1.53p ¢/ m
9.41pgn, 2 ¢ ),
DNA - a
Rolyd T
2 ECS ECPC DNA - a
Rly(dT ECS{i o/ ) ECPC() g/ m)
(mym) - 1 0 10 15 0 5 10
5.00 0.68 1.03 1.12 0.71 0.9 1.07
5.98 0.84 1.23 1.64 0.92 1.23 1.23
7.52 1.15 1.57 1.9 1.19 1.54 1.66
10.0 1.39 1.89 2.38 1.39 174 217
14 9 147 250 283 256 358 416
2.3

2.3.1 o -Fp-ATP ,

(lare7) )
(lare 1) ,

25,50,100,200 ¢/ , :

“p 1-6
0,10,25,50,100,200y ¢/ m of ECS,7
r 1 I i E !

“p 1-6
0,10,25,50,100,200y ¢/ m of ECFC,7
2.3.2 :EC ECPC 10,25,50,
100,200y g ™ ,

141.58% ,223.5% ,295.5% ,354.9% ,435.5%
138.8%,151. 35,170. 5% ,187. 2% ,229. 5 %
ECS .4
, ECRC 200y ¢/
2
2.4
ECS ECRC RlydT- rA10 -
, 510 25 50 100y ¢/
, 20.3% ,42.6 % ,60.4 %,
72.1%,91.7% 27.4% ,45.7% ,63.2%,77.5%,
93.1% IGo 15.27+1.40p g/ 13.61+



164 DNA — a
0.77u g m DNA - a
3 ’ !DNA
ECS ECRC 1Cs0
, 15.27+1.40p g m 13.61+£0. 77y g m 1Gso
, , , ,ECS DNA
- a (P<0.05)
, ° ECS
) ECPC . DNA
, DNA - a 1G5
DNA - a
DNA ,DNA ) ; ,
, DNA - a
DNA , , DNA ,  RlydT
) 7 10 RNA , DNA - a ,
DNA - a , a DNA
dNTP ? : DNA
DNA - a ) )
DNA - a , )
a ;
, , 1 Kuchta RD, Roid B, Chang LMS. DNA primese process ity
DNA al and the primese to polymerase 0 activity switch. J.Bio.
Chem, 1990,265:16158 16165
1Gso 200 500y ¢/ m 2 Caspao CV, Ferimo PW, Fermandes DJ. Rinmese RNA
5 ECS ECPC DNA - Chan termination Induced by 9 -3 - D - Brabinofuranosy
o | o7 +13 m laderosne triptogphate. J.Bio. Chem, 1993, 268: 7179
GCso .60+1.32p ¢ 7185
12.58+1.53y g m DNA 3 KuchtaRD, ldeyD, Kravig KD. Inhikition of DNA pri mase
R a DNA and polymerase by 9 -3 - D - Arabinofuranosyladcros nc
' triptogphate. Biochem, 1992 ,31:4720 4728
d ’ 4 Nasheuer HP, GQose F. DNA Rolynerased - Rinmase from
DNA - a Cdf Thymus. J.Bio. Chem, 1988,263:8981 8983
5 .
Ry (d ' , '
y(dD DNA . ,1992,11
(6) :424 428
1 ) 3 6 ’ ’ ’
,1996 ,15(3) :164
’ 167
) 7 , , , .DNA
, 10 ,1993,12(6) :473 476
8 . :
,1990:
90- 92
9 Swdf R, Kuchta RD, lliscy D. Cdf thymus DNA polyc
’ erae 0 - primase:* Gommunication” and primer tenplate
' ! noverent betwecn the Two activities. Biochenistry, 1994,
) RolydT - 33:2247 - 2254
,1989:113 - 114
) DNA

( :1996- 04- 22 11996 - 09 - 16)
( 167 )



167
1997 16 3

5 S GEPRI Da Ps , Bis
(2) ,
Oxts) (%W
fug/m) t3 P R Da @ ’
0 052740.09  0.5740.09 0.57£0.09 0.57£0.09  0.57+0.09
0(1%0MD)  0.59:0.05 0.50:0.05 050:0.05 059:0.06 0.59:0.66 : 2. 7
L% 0500 0%I(--)  0.698(--)  0.86(1LY  0.4%(16.9
0.0 10.04 £0.10 £0.09 0.0
6.5 0LU9(82 0.5I(--)  050(GY 05249  0.3M0(%.1 ’
0.8 10.04 £0.07 £0.06 006 , ,
5 0H(BY 050 0.69(--)  058EH  0.13(m.6
£0.04 0.2 £0.12 008 0.0
1 002082 058G9 06m(--)  0%(--)  0.06(%.)
H006 T 00 M 006 00 ’ " 1094 10(2) :16
40 0.06(%.9  05(--)  05R(--)  0.6m(--)  0.00(10) 5 , , o
£0.01 $0.04 £0.06 £0.2 +0.00 ) ,1989 ,11(12) :29
Gofrgrl) %8 ! ! l 8.5 3 Fancois D, Rita L. Repidoolorimetric assay for cdl gowth
* P<0.05, * * P<0.01, * * * P<0.001 and sunid nodfications to the tetrazolium dyeprocedureg ving
improved sendtivity and rdiability. J. Immuro. Methods
2 ( , 1986 ,89:271
4 , .30 NF
' ) ,1990 ,6(5) :27
) 5 , . Bis
H. - 60 Bus ,1992 ,6(4) :278

( :1995- 11- 07 :1996 - 08- 27)

Antitumor cytotoxicity of main components from puerar iae (legeioeacae)
DuDgi YangWe Ye Ydan Ran Changging Sh Xafeng Zheo Suyun
Sichuan Irstitute of Chinese Materia Medica Chengdu 610041

Abdract Purpose: To disoover the principle with antitunor activity from Puerariae. The cytotoxicity of various
extracts from Pueraria spp were evaluated with °H - TdR incorporation assay and MTT assay. The result showed that
these agents tested were different in their cytotoxicities on EAC cdls and Piss leukenia cdls. The saponins were the
nost active arong them, suggesting that the polysaccharides, puerarin and daidzein were rot the cytotoxic conponents
while the saponins wes the principle for its cytotoxicity.
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Efect of EGT on DNA primase- ploymerased complex activity
Zhu Xieofeng Liu Zongcheo  Pan Qcheo  Xie Birfen  Feng Gngkan
Cancer Irstitute, Sun Yat - sen University of Medical Sciences, Guang Zhou, 510060

Abdract Purpose: To investigate the mechanism of antituror of EGT. Method: DNA primese - polymerased
complex was extrected from mouse EAC cdls, then wes purified with BED - 52 and P- 11 column sequentidly and i-
dentifed. The enzymetic activity was assayed. Udng the enzyme conplex as a target, efect of EGT (extract of green
tea) on the conplex activity, primer synthes's and primer extention waes investigated. Results: 1C50 vdues of ECS
(Carellia Sness) and ECPC (Canellia Rilophylla Chang) on DNA primase - polynerased conplex activity were
27.60+1.32y g/ and 12.58 £ 1. 53 ¢/ M. K vaues were 15.35+2.36p ¢/ nl and 9.41 +1.42 ¢/ M repec
tively. Both modes of inhibition were nonconpetitive. Under concentration of 10, 25, 50, 100, 200y ¢/ m , pronote
rates of primer synthess by ECS and ECPC were 141.58 %, 233.5%, 285.5%, 354.9%, 435.5% and 138.8%,
151.3%, 170.5%, 187.2% , 229.5 % respectivdy. Rimer synthess was pronoted by EGT and was dependent of
concentration of EGT. 1Gx vaues of ECSand ECPC on primer extention were 15.27 £ 1.40y ¢/ nl and 13.61 £ 0. 77
u o m respectively. Gonclugon: Inhibition of DNA primese - polymerase  conplex activity is one of mechnisms of arr
titunor of EGT, and the inhibition only occured in primer extention.

Key words Bxtract of Camellia  Rilophylla Chang (ECPC)  Extract of Camellia Sness (ECS  DNA pri-
mese - polymerased  conplex



