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BT E R pXZ710145 SHITIRER B

WRA AR EXh T

(PEAEREMEDWHFRA 13 100080)

B OE METEER pXZ10145 5 pNAT6S M R AR B ¥ A X B o R R
PACYCI177 g T pTSK RAEH AR . HIERLUANLREERE TR
pXZI10145 L HE ML FROME. BB pXZ10145 5 HE /a4 F X E M 7E Nacl-Nrul 9
1.2kb FE b, AR R B ERA -T2 940 BENFIER. EaMn—THEEHET,
EE AR AE AR HEE HREE RN pTSK MR ARREEE
E . Bk pXZ10145 BB R HRE £ — 1 Nael-Sall #7 0.3kb H B b, (U FEHEHE #
HF RS,

AR HREMN, BB, 7 IR

B0 R AR 541 88 (Coryneform bacteria) R HATE XA RAE N EHE
Fl, R, IRARTFE T EREMERN S FEYEIR, W FM Rk R
EMARERXEMMERSY, REUER TEFREMBRELMEANNEY.

BEHRXARNYHEEE THECHITTEZF, Kb —SE 8 R RE RS F N
K, E 0k B O B A PERR B BT M R FE4r. Filpula 1 Archer 4+ 31338 T pBLI1 A1
PSR BRI B & A4 Y, T 3.0kb Y4 ST 4§ pCG—100 & 007 X M SR B K
BT EM,

bt pXZ10145 & B T AR B EHE AT 1981 FEHEH —FEH 0
ERS, CRAS TR ZARMAURETA DERFAEREENSEST, A
XM EEARCHE TN BN R A, ALRECTR TIZAN DNA £FEFIKM
A TR BB B3 KO SR AR K BT8R RN B0 . Th
CRISINE AT EF N - bip o

1 #MEEF®
1.1 EEhFn Bk

BERENE 1014-6T $A R pXZ10145"7, &G HFFE BY /Tl 24k
Wi KB+ 8432 BB 2 IM109(recAl supE44 endAl hsdR17 gyrA96rclAl thiA
(lac—proAB) F ’ [traD36 proAB" laci%acZ/AMI15}, i i T A B iF i b 2 B,

*ERABRHTRE R D EHHAEREEATB.
AT 199552 1 16 Hig 8.
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¥ Th KB S E R pXZ10145 B R ERK 2 169

ik pXZ10145 AR T8 L E B EHiHE pNAT6S BAL R F AWM pXZ10145 7%
fLH i B AT BE T6—13 BE, MBS L T R sE B0 pXZ10145 #9522 41, pXZ10145
% pNAT6S RIBE Y] DNA H Bl BB A H W8k pACYCLTT REMFTEY
pSWY901 th (5 pACYC177 #iLt, pSWY901 3 T EcoRI ¥15). HgE: i & 41 Bk
%% pTSK £7), KBHFRFR pUCI9 AT pXZ10145 325 DNA ) Bt sikE.
12 EFEMEFEY , |

BAFERACTIAH & Y R LB BB %, K iR & 37, B Al 12
NCHATESE, AR EREST MREEHRES I EXEEE 50~
100pg / ml, EILE#H 20ug / ml, FEE 20ug / ml.

1.3 DNA BE

X M ¥F B3 S8 % Al Birnbiom 71 Doly sk Zm kY, 3 8 PEG JE XK
RNA, @ RRAER AR AR EREY, DEAERERA.CETH
H - F BN B R R AR R B O I T 8, B 5%. 10%. 15%F1 20% U Fh
Phe PO 00 PEE VA VB B, SW28 #53L 20 000r / min, 20C, 18h. FRHI YIRS, T4 EEME T
HEM b i R R A . B EERC B 3K (0.6% . TAE & /i) Fl TR AL R 4R
B K4 #F DNA {RIMBIEE.

14 RN DNA ¥{)

ABHERSSHRAEU T BRAMLSLBEH &, BITEEE DNA #fhkE
(High Voltage Electroporation) , B{A{E & 4% 11 2B LB I AP, MMEH &L
B 5% 03],

2 FRA
2.1 WEREE pXZ10145 EHB/ I HER

KB #E pACYC177 L AHSEET Tno03 M ERBRHHEEA, nfEERREHA
MR AR 00, R pXZ10145 19 DNA BB AR IK pACYC177 (R E i
¥ pSWY90! ), Hid FRETEN R ERNERL T Y — R BRETFA
flss e R N B b S B0 ERLE A X

BamHI 1 Pstl 53 S M H1 10 pXZ10145DNA # A F K pACYC177 B 67 &
vhr, fig th E 4H R pTSKBH Hl pTSKP, 3 B4~ B4 Fobr 5 (LR #T B 10147 28 B9 197
LB FMBERLT. HETEBLFPRENENEIRERTRAEMESHE
fk, X BA BamHI & Pstl AFEFR & B4 K+ (B 1).

pTSK 11, pTSKO07. pTSK01 #1 pTSKO04 # 4 Bl # H pXZ10145 #) BamHI-
Pstl(4.5kb), BamHI—Scal(3.5kb). BamHI-EcoRi(3.0kb)# BamHI-Xbal(2.6kb)k B
(B 1), XPUA4~ pXZ10145 } Btk 4k 4 BUB o] LIZERB ATl b B RE B (LD RS
ERitEsib ). BULIEB pXZ10145 £ BamHI-PstI-Xbal — Bt 2.3kb H B H5E &L
¥, B, EHFB pTSK02, pTSK05. pTSK09. pTSK 10, pTSK 12 #1 pTSK 13 ¥ 4Lk
HEAEGBFIREERE#LT. 56 LRR AT HMRE pXZ10145 EHXE
fiz7E BamHI % Xbal ) 2.6kb A B L,
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170 wm % B ¥ # 36 &

B S Pv, Pv, Pv, E, E: P B

pxziotas L ] i il L C e
X 5¢
ORF for replication factor
—_—
Essential region for self-replication Self-
replication

pTSKol B E, t
pTSKoz B Pv, -
pTSK03 B Pv, -
pTSKM B Py, +
pTSK05 B~ g 13 E, -
pTSKOT B Sc t
PTSKog Py, B -
pTSK10 Pv, B -
pTSKIL B P t
PTSK12 B——————io Pv, E, B -
pTS5Ki3 B——————— Py, E; B -

B Fil pXZ10145 EHROE K e
pTSK %7 Fikih SRR pXZ1014SDNA H BHHybs T Eeh .
Fig.1 Essential region for self—replication of plasmid pXZ10145
The DNA fragments cloned in the pT3K series were shown.
B: BamH]I, E: EcoRI, P: Pstl Pv: Pvull, S: Sall. S¢: Scal, X: Xbal.

pXZ10145 H % B %5254k pNAT6S 5 2 Hi 4 # 2.6kb BamHI-Xbal /i BRHR K
EERS. CEUULARER. A —-HHDEERHLTXREE, BI1L pNATSS A
WE— R EHFR. EHER pTSK21. pTSK24, pTSK26, pTSK28 #1 pTSK29 4+ 5
WA BRI pNAT6S B (H 2), BRI EES AR FRB AR T. R
X R E WO FX 2. T Nrul, Sall #1 BstEII B 1) i B2 (pTSK22,
pTSK25, pTSK2NAR RSB F A RTFE TN AREH. XETHENKESRE
Nael-Nrul ¥ 1.2kb K & k. XX H B EAIRER, 07 pTSK22, pTSK2S, pTSK27
PR B, MERGEHE SR EH R ABEEFEPER. 55, pTSK02 %
(B 1) Z R AR5 L IR AR FIRB RN T, 2 d T8 i K 8ir,

Nael—-Nrul /Y 1.2kb & 5 K NIF7EME— I BEIEES, K290 940 . &I
K5’ MECHENERNLEX —%EH 100 M., X HEEERTHERB—IE
HOBE T, EHPEAVEAFEIBFEARE WEIMEE,
22 FRHL pXZ10145 MR X (ori VBB L _

pTSK22, pTSK25, pTSK27 B & pTSK03 REREEHERKME P AREH, BH
B4 BT & pXZ10145 BT B 10147 5% BORT ol DA E B R IR B E I Bk
T B PR MR E, RBBREEPFEST AN pXZ10145 58, B — ik
R BT HOEH S, X RPAXETARRN S, SEK pXZ10145 = pNAT6S i
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im WFE S TR TR pXZ10145 5 HIThHE K E L el

B N X E Sc¢ P B
pXZ10145 L 1 . 1 '<'
Na A NaN 2] S Bs Nr Nr X E
pNATSS Ll 1 L1 L 1 L 1 T

» ORF of replication factor
4 Minimal replicon

[T | Replicalion origin (oriv) Auto Replicat with the
rep. help of pXZ10145
—X
pTSK21 : ' ~al + ’
pTSK22 Nr Nr - +
< Nr
pTSK23 “as - +
~ 7N
pTSK24 Zat + /
pTSK25 S S - +
pTSK26 —Na Na + y
Dwds
pTSKor 2 - +
—A
pTSK28 - + ’
—y N
pTSK28 - /
. pTSK25X =————— X =——mel o +
pTSK25EB ——— 5 E »m— - +

B2 R pXZ10145 5 HE s K B S R K2R
pTSK £ 7| Fisi F M pNAT6SDNA K BibR T H .
Fig.2 Determination of minimal replicon and replicatoin origin of pXZ10145
The DNA fargment of pNAT6S in reccombinant plasmids pTSK series were shown in the figure:
A: Apall, B: BamHI, Bs; BstEIl, E: EcoRl, N: Nael, Na: Narl, Nr: Nrul, P:Pst], §: Sall, Sc: Scal, X: Xbal.

B L5 R K R BB, AR SRR X MRS, 7 pXZ10145 MBS T SR
H. XHUBLE pXZ10145 % B3 X R4 77 K (trans—acting) 8 9 5, B i 52 ) 6
X P i R EEHE R AR 5S

1 pTSK25 fi74: i1 3k i) pTSK25EB I pTSK25X ¥ {L & pXZ10145 I FF B8 B9
BANADERERRERLT, XEKSEHEER (oriV)F DNA i Bt —$ 45/,

A B R N E X AT E, AT S 4 X (oriV)SE 7€ Nael-Sall #) 0.3kb Bt
k.

8 * x ™
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ESSENTIAL REGION FOR SELF-REPLICATION OF CORYNEFORM
BACTERIA PLASMID pXZ10145

Shen Tianxiang Na Shumin Xiao Wenzhong Jia Panxing
CInstitute of Microbiology, Academia Sinica, Beijing 100080}

Abstract A pTSK series of recombinant plasmids were constructed by cloning DNA
fragments of pXZ10145 or its deleted deriviate pATN65 into plasmid vector pACYC177
of E. coli. Experiment results of Coryneform bacteria transformation with these pTSK
plasmids allowed us to localize the éssential region for self—replication on plasmid
pXZ10145. The minimal replication region of the pXZ10145 was located on a 1.2kb
Nael-Nrul DNA fragment in which only one open reading frame was found. This ORF
was believed to be encoded a trans—acting replication factor. The replication origin
(oriV) was locate on a 0.3kb NaeI—Sall fragment which was within the ORF region.

Key words Coryneform bacteria, Plasmid, Minimal replicon
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