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(R EH 2R R EHT R, 50

ACHGE T AL SRR RNA RARMIST MBI, & DEAE FRRRITIRME
PRSI TEL AR B A BSIRES 53 15 (RRIEFIE PR M A DX RS @ REAEY 0 & £F
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R ME BRI R
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(Z) BEEE(%)
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FE, A 0% ERFEMAH T, EERERER
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260 $ /457336 10 /NN, FIAESEELU 8
Bith, B —20C FH.E=4 AHRERIGHE
HREfaE,
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FriE. FIA Hilger 251043 JEXEEETHRE BRI
f£ 280am 1 260nm R IEES, HoHiEIEEM
EFREA NE 8312 RRKNIRITEE. AR
RHRE CFS-250 A,

() BE&

1. 485 1. 0.05M Tris-HCl, pH7.9,0.01M
MgCl,, 0.2M KCl, 0.1mM DTT, 5% Hil,

2. 8P :0.01M Tris-HCl, pH7.9, 0.01M
MgCl,, 0.1mM EDTA, 0.lmM DTT, 5% H
#Ho

3. IRGEEH:
0.1M MgCl,, 0.1mM EDTA, 0.1mMDTT, 0.1M
KCl, 50% H i

4.42% W BB A ORRBKDA
51.2 BBk 2 5, L& NH,OH 3§ pH
WE7.0, 4 BKF] 180ml, FERINIRILE S0ml
5 10m!10 x f9&ErhEE 10,

S.[Rbhid: 3% 0.49%PPO Rl 0.019POPOP
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BTHEMA 0% &, 8 RE

(&) RNA E&ERZIENMNE

B AL B-UTP AR 7~ B {F
AEEE SERENTRED S

AErE 1 5E R & & 0.04M Tris-HC,
pH?.9, 0.01M MgCl,, 0.1mM EDTA, 0.15M
KCl, 0.8mM K,HPO,, 0.15mM ffj ATP, GTP,
CTP 41k, 10l *H-UTP (b % 1mCi/ml), 508
RI/NFRIRR DNA Rk DNA fi—EEmMEN
Eaig, R QAR Y o.1ml, FERNATRIBEERE
f, B 37 °C Kis IR 20 oY b, ETkakak
REi. Bt sopl B RIHE AT RS HERIE » A 4% Bol-
lum®? B R HET. LARLNEREE AN
*H-UTP B ik it SR s R rsem iR B .

() BERETYE

e S B 76 0 T A DR R B R R A T T LR AT
FERMEN. REEEHADET —20C.
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(—) IR
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0°—4°C #HAT B 60g Hl &K IR A I, =
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HIDEE 250W, LTIEHE 250mA; b3 1
o, AR 1 43, SEPR AR B 30 4y B, b2
BB R B RETE 10c DT, BRERm
RBBRAER. MAS SRS DNA B
#,4E 4°C 18 Ffl2—3/1Nmf, RIS TE 30,000—
33,000rpm B(s 60 235, EHREERAA
Bk, WLk, AEEAHIE pH
= 7.5,

FEUKE TR E R R e mE
Wb, {HEKEEES33% mAE, &0
NaOH {# pH AET 7.0, SKEEHIFE 30 53
Bh, #£ 12,000rpm B 1/DET, W LF
Wo HIEMmEEEZERRS0% BME,
ZESEHCRE 30 40, BB, ST
50ml B9 42% TRAERBREEMBE Y, #
FEDUEE 30—40 5380, 27D H B

A2800m

3.0F

1.0r

W B T e, VR AE 200ml RO ML 1,
# EREEH 5 E M.

B R A 2 5 5 v I
#WI5H DE-52 & (2.3 X 16em) bR
BHESS S Iml o4, R R A RITE
Ja, BN T 3idk, BRl& 0.13M
KCl F9ZE b 11 #5450 1.2ml BOFE
RN BE BB AL 280nm BREVFOEE
/NF 0.1 IR, B 0.23M KCl B9 hi 1
PEBH, W HE 280nm RO BRI B (FE 1o

2 1R B PR B 2B IR,
{2 0.13M KCl RdebilERaaEeE, m
0.23M KCl f9%:lHieEd RNA BAETE
o B 1 RRFTHNE MRS
AT H k. WEER 0.1M 1 0.4M KCL
FREETEBR A, HH AR AL R,

HERe M EREEI MG, %R
Wit DE-52 44 L2, BatAVEs HLL
FEATDREE 53 i . M RAUBPRERE
HBRERTIAR Lo

(=) ERXHAR R Rt

7£ DNA S g =B EE

0,23 M KCL

0.13 MKCI

HR (6ml/E)
Fraction number {6ml/tube)
1 RNA RoEBEMESHRELER

Fig. 1 Chromatography of RNA polymerase
on DE-52 column (2.3 X 16cm)
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Table 1 Determination of RNA Polymerase Purification
. k = "
T BEA RE Y B B Yield (%)
Frz;ction Tota(l pn))tetn Totzl act)tvlty Spec-:(ﬁc a;tlvn:y _
myg cpm cpm . RNA polymerase
Protein activity
TEES S .
Ammonjum su- 123 2,600,000 2,680 100 100
lfate fraction
DEAE- 452 3¢ 2 47
. Pooled DEAF-~ 15.1 2,170,000 143,600 12.8 84
cellulose peak '

#2 RNA MAoNEiENEER

Table 2 Determination of RNA Polymerase Activity

R BE B & 9

% RNA FAEEH

Relative RNA polymerase activity

cpm (%) cpm (%) cpm (%)
Reaction mixture
£ B 1 F % I k- & II
Exp e I Expt, II Expt. HI
=R N 9,401 100 | 7,983 100 5,408 100
Complets reagents
£ M#-DNA
Comp?ete reagents—DNA 597 6.3 34 0.42 53 1
SRR Y IR EED 5 - —
Complete reagents +actinomycin D 165 2 51 0.9
SRR Y+ FIEY
Complete reagents +-rifampicin 364 3.8 82 1.2 133 2.4
MR N -5
Complete reagents —enzyme 0 0 0 0 0 0
&M E M —ATP, GTP, CTP
Compiete reagents—ATP, GTP, CTP 300 3 19 0.23 42 0.08

RIE AT, # F R RNA RalT
Plife RNA AR. TRIEHARE
RNA BE—EHNERERERED N
DNA BRE&MX R RIEENMRTEE
WEAR QM) REED(10M)
EIHDAEY, 2 WIRT 4 B AR B B B R
BRBE (F 2 F1E 2).

(=) HBEHBOHMEED

MTFEEX RNA RATE B #:
I, T SRR — TR S, TR
HFo 107%M BIFAERAEMIE RNA B4
EREUiE Y ERIISREK BT,

0.4pg/ml FUTGFREMNHIMEHIIEHE X 40 %
K. WHE 2 iR R,

() REXNEIHOT W

HREAABRET BN EE, REE
37°C Mgt e (A 3)0

(Z) BEENRERE:

RBEREZV, EFFENEFG T, K
RE305y BhAHRT A 5 tE 2B B S (B 4)o

(R) FTRKPMIREHBELENE
Lo

5 8N, ERMBAWHMARE
REEHIRALEE , WL 2 BLRR B0 M 75 o 72
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HEHHREE (cpm) (x10)

Er B EE (opm) (X10%)

0 15 30 45 &0 7!5 90 155 lz'u
Bl Time (min)
B4 RNA RAREENRENER

'] 1'0 26 30 40 Fig. 4 The optimum reaction time

) for RNA polymerase
FIIBFE Rifampicin (pug/ml)

B2 FHERH RNA RABMNEIER

Fig. 2 Inhibition of rifampicin on RNA st
polymerase activity ;c\
5 o ;n—; 3.:
~ 3
4 Hiz L
o B
~ g "
T ®
; 2 1 r 1 t
i3 0.005 001 0.015 0.02
&
% 1 Mg+ (M)
¥ I\ N BlS Mg* JUER RNA % QMG LM
0 20 40 60 Fig. 5 The effect of Mgt concentration oa
BE Temp (C) RNA polymerase activity
B3 F<EAEFY RNA BAKEEAIRENME
Fig. 3 The effect of temperature on 6
RNA, polymerase o~
S 5
0.01M SARHBERRLRE, ANt & |
RENRREEZ RN, £
() EEFOERNER ¥ )
FERRENERET (0.0002M) ¥ % 2
£ 0.0IM MR FRLIRESEE *H- g L
UTP M8 A, o
(}\) *ﬁgﬂ;ﬁﬁ&ﬂgﬁﬂ 0.04 0.08 p.172 0.16 o020 0.24 0.28
T 6 PALEE, 0.5M RLHE ot @ S
6 NA EoSNEEEm
D r=s T
‘ZEH—'T’ RNA %nﬁiﬂﬁﬁﬁﬁ,ﬁﬁﬂﬂ Fig. 6 The effect of XCl concentration
JX—WEHTJ': ﬁﬁ%%ﬂm%ﬂo ﬁﬂuﬁ‘”ﬁﬁ] on RNA polymerase activity
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WS ALHET NN, BREHERNES
RRBREANELR,TAR—NHE
To

(#) pH {XEFHENHESR

FERBARS oH AENREFEH
RN, REGLRRE pH7.9 HEEROR
ER B &, #EL pH7.9 B K 57t *H-UTP
BB A5 100, MFE pH7.3 RipHB.3 I
Ro ¥ AME 4> B4 pH7.9 BT 74 % F183 %0

(+) iRy

FEAFKERN DNA B IbEiE
RIFE RNA RABNENAREET AME
B RATHE TrH-AR DNA #iRiI{E
o BiRFEY DNA & /NMERER DNA,
¥ DNA., ADNA (APril&) frEA
A3 DNA™, FIRAEIHEIRRETRR
i, % B AT LR AT IR B ARV A B,
T/E#F DNA HIERENE A

it 27

¥R ERFRSE AN
MR, Bk, Bl DEAE-44
EEW, A R4 RNARSE. 5
RFEE— L LR BRI E RNA
FARMUBABH T E LR,
0.04pg/m!  HYZh 03K BE 10 B O 75 ek 1
40% Eho. #EME RNA EABEER
WE¥h, /N HIRE DNA fiffg DNA #
BEVE A R AU AR . (EREEE R A3 Ri ADNA
MARK, xR EHEBERFE
RNA EAEN DNA HiRNEREYES
—ERENERYE. RERINRE
B, BREMEEEK A F LI BERFE
RNA ELEs* A3 DNA SRR E
A A KRR E. XRMEAHHD AT
s, WifimR%REENRE—

TMEERK.
A, ERERMRANEBNEHLE

L, RER R DNA B, {18 B OIR
iEMB A, XWHEET DNA RS2k
R, BEEN Bk DEAE SFEREN, B
B 25 A IR R F 05 #5 32k DNALRFLHR
HAREFBET,

B R R B E R E
BRXFo MTdbmEeRA B4 iE B B
B ROMAALMG &, XPhaf=2/
BT, FINRAREERERALGS=
FH_EME. ARBENENES
B, BRENEEHRBLRERE, B
RIEFBRBEER, ARYARARBHRA
EorfE. HREEHEB AN AL E TR
B R oo, ERENENELEXEF
WAy R, BEXRMERRTERESTR
R DB R.
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FURIFICATION AND CHARACTERIZATION OF DNA-
DEPENDENT RNA POLYMERASE FROM
CORYNEBACTERIUM PEKINESE

Na Shumin Xu Xing

Yu Maoxiao

(Ingtitute of Microbiology, Academia Sinica, Beijing)

DNA-dependent RNA  polymerase
was isolated and preliminarily purified
from L-glatamie acid producing Coryne-
bactertum pekinese strain AS 1.299.
After further purification by DEAE-
cellulose chromatography, specific activity
of RNA polymerase inereased by 53 times
as compared with the original prepara-
‘tion from ammonium sulfate fraetion.
Rifampicin and actinomycin D at low eon-

centration exhibited strong inhibition to
RNA polymerase activity. RNA poly-
merase was obviously dependent on
extra-added DNA templates. Suitable
templates, optima of temperature (37°C),
pH (7.9), reaction time (30min)} as well
ag suitable concentrations of Mg**, Mn®*,
ECl (0.15 M) and inhibitors for the RNA
polymerase activity were defermined.
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