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s hiE = B XA DNA &8 11 893200

ELa ablk % % ChIEE S 2R 25 P30T, 4E5 100050)
FOE LW (RETBHE P OmSEm AT, AbK 100052)

$8E [ DEAE (4%, B BRef4: %70 DNA Zfg it
SFIEHT4H 4l {b i Lewis fiifg & L 1210 (5 MLHE40
Jin DNA ¥4 Fj Halpha), 7R3 Bt RAEEEER
RS R BR— ALK #, X N-ZEDKBE
Wik (N-ethylmaleimide) & R RO BURME, PV
# B X Lewis i & L 1210 (9154 DNA 48
I 7975 B B &9 400 ) 78 B, 3 ICs 43579 3.6 ug
5.3u8/100 ul.

%EiF Lewisfilifi,  #iK;  DNARAMIL
KBRSy Li21o;  CHIFgER
WU, MRS EBs JEDEBEE

Fj3a 2 % B(ACM B) 3t Lewis i i,
S 180 AL 1210 FMLHEEA H1 i B D,
ACM B 7E IE % A R AR P ARG8T, 4147 5 75 A
X L1210 (110 3% 40 fis DNA, RNA A&
REIHER B HRE . AT Hr ACM B
X e R34 DNA ZE W& R 3] 7F R B0 ALl
FMWIF T EXF Lewis il B L 1210 (3 1ML %
“Afls DNA 3 & B IE i m,

# ®

ACM B 4iff 92.5%, ™M M JIf U HET
M AFFT iR, Hefld A VRCH . REEE
=ki#:, dATP, dCTP,dGTP f1dTTP 4 £H
P-L AR F AR ™ &, ["HIdTTP I H New
England Nuclear, phiE4d: 25 77.8 Ci/mmol. /)
4 fa it DNA | = B 745 (dithiothritol ,DTT),
N-7, 3 1L 3¢ Be W i% (N-ethylmaleimide, NEM)
/N I35 2 1 9 Sigma /A 7 §h, DEAE £F
Y (Cellex-D), FRLF 4 % P11 5B A
Bio-Rad f1 Whatman /4 5], DNA-agarose >}
Bethesda Research Laboratories = ;. &t /NE

1984 4F 1 F 8 HYCAY 1984 5£ 11 f 30 FEMI

fa Ik DNA Ze4f 3 J5 7% il 4
MEEAROmMFEAR JHspgaih
78 Lewis [ifi g A s d 4 i1 1 % i,

FiEBE &R

DNA R&EE I FH M E GRS
EFEIT, KRRE W 25 0.1ml, 3o & Tris-
HCl 50 mM pH 7.6; dATP, dCTP, dGTP,
dTTP 43 B 5 100 uM, [*HIATTP Ly 3% ¥ F
20-30 cpm/pmol; MgCl, 2 mM, DTT 1 mM,
BSA10 ug, E /N4 ik DNA 18 ug fi— € 4t
FEIA K. RV IRG R 37°CHRIR 20-30 min 5
FUK# A 3 i 100 ul LA K 20 % TCA Hiik
K2, fm2ml 10mM fERE B 44 1 5 % TCA ¥
. M 5 min, fE YRS AT IR F I ERR A
4y, T, T Beckman 9800 & i 4k [J4R it
FALit %, DNA & By & #h: L1 h PRt
1nmol HIREREREN B A E B HER
MRgE1U. ’

DNA BEE 1T B9 & (b 7& 0-4°CEAT,
Lewis fji & 40 g, 42 ii% A (Tris-HCl 50 mM
pH 7.5, 0 .25 M,MgCl, 1.0 mM,KCl 6.0
mM F1 DTT 1.0 mM) L5 il A 20% 22K,
105 000 x g #.00 2 h, IR E ¥ % 4F 17, LthiE
4 3.9 U/mg EH,

Fi 45 % 8 Fo B RO B Bk & 0T E“F 17,
11 000 x g g§.0» 10 min, HJLIEBS B IAMR
F @& A, XK B(Tris-HC1 50 mM,|
pH7.5, KCl5.0mM, DTT 1.0 mM, EDTA
0.1mM F120% Hik) FET &SR EHIF A
“F27,thigtEl 4.6 U/mg EH,

“F 2”Fg i 3 Tl 56 & 42 p % B Y #5100
DEAE £4 % & L (2,56x12cem), Pl 200 ml
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SRl B PPk A4 R, SRJE T 0-0.5 M KCL £}
PERB VRN, M MRS NE H B 76 0.25 M KCI
. BHEREERS. S2FERENF37,
HIbEMES 15 U/mg BH,

“F37Bs i MBI B R AT 4R HE (1.4 X 13em)
JG, BBMKC(EHEE 30%H h B hiE B,
pH7.2)mfigk, RISLIEH 0.05 M KCI 42
WwCuhsk, FEFSLL0.05-0.5 M KCI 28 ¥ #
BB, MAFN 150 ml, Wil W4
0.3 MKCI i, ¥ERIGHE 3o & H 3 E MK
D (&7 50 % H MM H K BB T H K4S
®AFL”, BIRILEIEYES 444 U/mg B H,

“F 47§y im EDTA %= 2 mM, | DNA-
agarose 11 (3 ml) . S HEDUKREHF 0.05 M
KCl {2 D rf ¥k J , B 0.05-0.5 M KCI
LY. DNA REE /908 HidE B
7£ 0.25 M KCL i, & HE R 3 5 2E
WaEE “F 57, HibiE#h 2231 U/mg H1A,
B - 60CIRAF.,

A A 7 1 B P s R ek 2 HL Pk X DNA 55
BT TIE. SRR T.5% WIER
WBERE, TRk 1h 5, MAKE 2-4ug Bl
Flgesik 4h, MED L 23 E, % DEAE
SUEE, BEER 4 4 ¥ % DNA-agarose R
¥r/a iy Lewis fifi i DNA RS E 617 & R E N
—&KH(E 1),

DNARSMITNHERE 7T HRERESHE
AR ER NEM 2 fifiik, MERE
MR, HE LA, SNREALE R

o Q10f
3‘ 005
O

0 0z 04 06 05 10
R

Fig 1. Nondenatured polyacrylamide gel electro-
phoresis of Lewis lung carcinoma DNA polymerase
(fraction after DNA-agarose chromatography),The
gel was stained with Coomassie blue (A) and scan-
ned densitometrically (B),

Tab 1,
polymerase activity (%, X4-SD) with N-ethylmal-

Inhibition of Lewis lung carcinoma DNA

eimide 1-10 mM

1 mM 5 mM

Phosphocellulose 95.0-+-7.2 100+1.0 100--0.5
DNA-agarose 97.5+0.4 100+1.1 100+40.3

50004

‘%«m

§ 3000

b

i 20001

&

3 000 .

8‘ ‘\Ro—_q

(=]

s o1 0% 02 025
(NHg2 SO, (41)

Fig 2. Sensitivity of Lewis lung carcinoma DNA
polymerase from DNA-agarose column chromato-—
graphy to salt concentration

8 &8 38 8 B8

o

% ihibition of [3H1dTMP incorporation

25 5 75 10
Actacinomycin {ug/100 pt)
Fig 3. Effects of aclacinomycin A and B on

DNA polymerases II from Lewis lung carcinoma and
leukemia L 1210.

B 1 70 B A R R S B A S R, 2
7B, DNA-agarose 3£f12 7)o DNA 4
FHEMIE B D 0.1 M B, WM 85%.
RL LB SC e 25 RAIE AT 4 B 9 DNA B &8 11,
L1210 #Hjs DNA R& 8t DL MEAHRARIER R
2y DNA Z=&8; IKNEM 0.5 mM 3 4] % 8§15

t: 88%).
ACMB 3} Lewis Biig %1 L 1210 401 DNA
REmIHeRE /& Lewis g L 1210



Al DNA 52570 11 3 ACM B My, H
B 3w, 2.5, 5 ,10ue/100 ul i, ACM B
X Lewis fili 7% f1 L 1210 41 it DNA % &8 11
BBl 39, 65, 85%Fn 27, 50, 65%.
ACM B %} Lewis Hﬁ‘ﬁ DNA Z& & i I i IC,,
29 3.6u8/100 11, ¥t L 1210 40fli DNA &
I1 i IC;, 29 5.3 ug/100 pl,

TAILET ACM A 3P4 1B/ BIE R
WHI7ER . ACM A % Lewis Jifi 55 DNA 2 &6
IIEM S ACM B 48 2, HIC; 25 3.7 ug/
100ul, {B B ACM A %L 1210 44 fg iy DNA
Rem I mmaERR ACMBIHE, HIC,
Jy1l.6ug/i00ul, 2 ACMBZXIL 1210 4
DNA A& m IC,, 1 1/3.

5] it

HEM N & f 4 F DNA B&HE, A
I(®), II(e), III(y)MZekifk DNA I SHF.
Hrh DNA %251 I1 5 DNA 546 5 a4
HEPRRSD ATERET K % BFME
R T B B 4 T L1210 4 F1 Lewis i %8
DNA IR 5 11, 3873 M B M B I e ok B — %
FEREBFXA, JLREEHT R R A,

FATERE EF X Lewis ifi i DNA 5 &
Bk, BTAYRRFERRRA, &N
TR!&%ETW}?EEH:H@%TWB 4y, THHWET R
U BN e SR AR 40, WCFR Y LETR A R R S

ACM B X\IJ}SW'?H] ¥ I 1Y) DNA 3B &g 1T
WAERBRRIEIER , Jo B X Lewis Jifi jif DNA
Ra Il finhifEM His, ACM A 3f Lewis
fii % DNA 2 &8 1L fin ikl 5 ACM B i Jo#a
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£, {834 L 1210 78k DNA S & 11 i im i 1t
ACM B 53 3 %, X 5iZM 1 L1210 8
95 F Lewis Jilh i B0 Bl 22 4 4 ) 52 86 45 1
MR,

ACM B 0.5ug/ml % L 1210 4Hjia DNA &
RS Il 57 % 9. oA sEik, ACM B
ik B 7E 5ue/100ul i, %P L 1210 48 it DNA
BAH I AELAIRE N DNA & Bmil 50%.
RN DNA & R 25 Wik 1 L 4R il 7y DNA
HERNEFSE, BN, T AERENDNA S
RELMBFRERZE. 5 4, ACMBT

BRI DNA & B 11, g BXf DNA &
BRAGEHY B ALER T sl 4 F. dmil DNA
BAE G882 & ACM B {ER LTI —
5.
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EFFECT OF ACLACINOMYCIN B ON DNA POLYMERASE II OF

TUMOR CELLS

LI Zhan-rong, FENG Jian-bo, HAN Rui

(Inst Materia Medica, Chinese Academy of Medical Sciences, Beijing 100050)

YIN Ming-biao, XIA Li-juan

(Inst Virology, China National Centre for Preventive Medicine, Beijing 100052)

ABSTRACT DEAE-cellulose, phosphocellulose
and DN A-agarose affinity chromatography were
used to isolate and purify the DNA polymerase
II from L 1210 cells and Lewis lung carcinoma.
The enzyme showed a single polypeptide band
on the profile of non-denaturing polyacrylamide
electrophoresis and possessed high sensitivity
to N-ethylmaleimide (NEM). Aclacinomycin B
inhibited potently DNA polymerase II from

* * *

the 2 sources. The IC,,was 3.6 ug/100 ul and
5.3 ug/100 ul for Lewis lung carcinoma and
the L 1210 enzymes, respectively.

KEY WORDS Lewis lung neoplasms; tem-
plates; DNA polymerase II; polyacrylamide gel
electrophoresis; leukemia L 1210; [*H] thymine
nucleotide; aclacinomycin B; ethylmaleimide





