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FR¥] RSF 1010 & G5 AD B (550 4 40 *

b

T

(L pXEEBRLMA)

KAl Tos HAEE PR G AR A IBSFEE LIS, DNA S(LBHE, 9/ L amal
ke RSF tolo PYFTAfk—-—PKT 240 FTHIR. FXRRMNFE HEEFTAREY

RARNFEIEHHRED ST, T repA, cepB R

o
XA BEHFEBE

JIE 9 2 7 B A R R B E W 4 B
HBEMEN, T 58S 05
RURENTEZRETHY, HEXTHK
MENE ZHFEURBRENTHR R £,
i B ¥ % 0 F IncP-1 #£th ) R18 (=RPI
=RP4 = RK2 = R68)127¢,

RSF 1010 & G~ #gh — 4 /i1y
(8.7kb) FEEAR £ (£ KHFFEH
LB M) RHE SRR, BT Q
AHER (IncQ)o ALBRHHITEE
—pKT 240, H$F &4 12.5kb, EH
Km' (R RNBEER)S Cb (LEE
EouEH),

RMAIBEET Tas BAFETL
EFEBEUEAREMES, K5 HR
B BRMNYBEEEREREA it B,
MiiEREmSFEHEATHERE, &5
REE K DNA DI REN S, #t—
FRIEEFEHFBEHFEOER,

e~
(=) WSS

LM KRBT (E.coli)Si7-1
(his::TnS), S17-1 rif* pro trp, DHI1

repC M 0RG % A & AT 4

(thi-1) 0 C2110 (polAl his), #i4k 5 (2
BHE (Pseudomonas aeruginosa) PAOL,
R PRTIE (Pseudomonas putida )PPN
1028, %124 Monash XZiBs AR
o

2. [fr; pKT240, pMOS8 B Tn5
BAZEER pMO793,pMQ794, pMO795,
PMO796, pMO797, pMO798 (3% pKT
240 Sh, 3 A AR I BRI ),

(Z) ERE

L Z@BERE (EK): Oxoid mix
FE 17 g, Oxoid BB 2g, A 400
ml,

2. RS E(HK): Oxoid 2 B
SR 25g, Oxoid BEFH 5g, K 400
mlg

EARRKEE. Difco bacto-agar 6g,
KWK 400ml, REEHHE 55¢,
A S0 REE R HET 8ml M 50 % WA R

EXT 1989 F3 B9 BIRs,

* KA NTE Monash Jo% 84 5 S8 80

5EE%, Viji Krishnapillai 34 %4 %8,

R E.

** 50 iR AR MgS0, - TH,0 1og, #

®& 100g, £7k K,HPO, 500g, NaNH,HPO,
. 4H,0 175ml, %A 670ml
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6 iff FhEREE, FREE RSF1010 HEMBREORE BT 423

2mi,

mFEMAGLBENE 400 ml JUA
§ml! 50m mol/L 7%,

4 TR AR (ARUE R #R
BRARE): TEAREKEeMSRESD
AN 4g THER

(=) B¥ DNA B¢

1. Jithr DNA AYEE. # Holmes
SWH SR8 B LD B 5E 12 HR R K
DNA, RAELHE—R IR BLGE
it

2. fits DNA B Frd BB
BERTE L@ A TA g, omEr
37°C, BtAlA 2 /R,

3. AR MBE R R vk (o /N IR AR
IR SRR G 0.8 %, ALIKIHE 40V,
FIEDS 1.5 /NIRH, A DU ) ER 1R B A
B bk, HIRE N 1.2%, ki dEY
25V, IfiE] 18 /N, DARIREEEATH 5k 19
Hind III & Hind 1I/EcoRl & 4 o 19
IDNA fEX4ITHE &4 DNA FEA/NE]

pKT240
(12.5kb)

BEMMEINS M, HkNEH TAES
Mgk (HEE2: 40mmol/L Tris, 10m
mol/L EEES 4R, lmmol/L EDTA),

(E) HiLH=E

FE4CE&BTH 100mmol/L MgCl,
A 75mmol/L CaCl, $H\BKBFE, H
100mmol/L MgCl, 1 150 mmol/LMgTl,
ERAAE, FrEHRTE. BRT
SHEERS DNA B (RREREE
IfIE) ¥ 2:1 R E S, BrkEdstir
AR (RREMBETERE 1 /D,
ARIET 37°C KIEHRE Sming

¢k F

(—) B pMO58 Fytgs
BT ToS BHABENERRGTELBE
FHkE, M pKT 240 B 2WEKEHE, %
W5 R Smal R Hpal E§UJMRE, D%
% Km® ZERA, KA1 pMOSS [ 1], K
SF8M 12.5kb BRE kb 4, (pKT
240 thg Hpal Pstl BB sk B RSF 101093

B me pMOSS i
Fig. 1 The construction ot pMO38
EEHETR pKT240 £ FMI%E Smal-Hpal KB, HdaM8 M9 R EHE RSF Lo10,
It was constructed from pKT 240 by enzymatic removing the Smal-Hpal segment.
The part of oblique line was derived from RSF1010,
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B % N

30 &

BRI R R,

(=) pMOSS B EERTHIS W

1. 818 Cowan SWHIHHE,RH Tns
BAFETLIREHERTFRY,; DIRERER
HfE k. pMO58 DNA 5{k E. coli S17-1
(his::Tn5), EMH FBB R (20kg/ml)
MEBEBE (250g/ml) WELEFE
EHHELF, 204 S17-1 (hisiiTa5)/
PMOS8, HAE (LR Rg 107, $REH BAY
ik DNA, BB 8 b sk B YT Tnos
EdEA. BLUHEAEK, LU S17-I6f
pro trp AR, X H 0.1ml HEEE S
FreEfE L, 37°CBH3/DHERT
A, BRTIA Cb 250xg/ml, Rif
200pg/ml 1 Km 20pug/ml HY5Z 28 H
Kb, 37CEEE, SREBAESES
EA To5 HiAF pMOS8 ®EM, 2%
$17-1 (Rif*)/pMOS8: : Tn5,

2 HEBEHEENNE: 3P AXSE
VB C2110 FfHLR & MMM PACL /F
N, LREY S17-1 (rif')/pMOSS : :
Tn5 {EGHRBETHEFZ®RE, FI¥E
e ER=EFn R ER LK LSS

SR T EERE XN ERENERE
Hesh i (AR IR N A B E R Cb 250
pg/ml I C2110, 2 AR 3 iy Cb250
nrg/ml #EHF PAOL), SBiFIEFH/HTE
FI—fhiE s B4R, ARG — Rty
FEEARNEE, RAIAFEAERE
RO (pMO798 R —RhHrzkyz &
HM,BTER Tn5 A mob BHKE,H
e LR NS R RIS A e S s %
%),

FEPLBRE 32 PR AER, H A A
B -FRERNEXHMNFETERE
PR, o A T A R S R R T
107° B, 232 C2110 P ER EMH
EEAK, HS5HHEE pMOss ki
B HRmA PAOL {EXHT4k
B, WIRERES] 107 B, BILTRABEE A
KW EHANARKER, XEHHTF Tos
BAFREROFEHEEDE, EHE0%
R Al M 2245 10* £,

(=) pMO58 FXHERERTNHI
B ik

BT pKT 2409 (E1F Ta5% (&

Tns

- S e g Tz
o = 2 3 [ — -
& 28 EZZ 5

[«

700 TG 285 695 125 1677 1480
'l A A1 11 1 Il bp
50 35

B2 Tas BIEE
Fig. 2 The physical map of Tn3
B th O 5 A s Ga ch ir  F e L) B X B kg )R 2 )3T ¥ S (i B3 30D
Dnly list the restriction endonucleases using in this experiment and the distances (bps)
between their cutting sites
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6 1 PAERE: FRAr RSF1010 #3375 M4F A HE 34 17 425
(11 €3}
tt {5 €1 P Moot
798 ol i
pPMO793 pMO796  , , PMO795 pM Q798 MO
pMO797
[
. 2
LI (lz“:’l)(ll (3
1,y (13
[ ]
f r
P ol | ST A 2 N N | al 4oy tg, sodi 3y b b s i [ S iy B |
Ps Pv Pv E
replC repA ~_ repB oriT oriy
o mob

H3 pMOSS HEHMRETAE Tas HANLE
Fig. 3 The sites of Tn5 insertion in pMOS58 host range mutant

ES RN T RN B A R A A
Pv = Pvull

The aumbers in the brackets were the summation of all mutant in that site

E = E¢coRV Ps = Pstl

=1 AEt pMOS3 BRETBEEGE DNA B BEMpLR

Table 1 The result of transforming various recepieats with pMOS8 und ics host ringe
mutants DNA (Number of transformant/ug DNA)

To5 A = {& Recipient
ik Thstﬁes

Donor of Tn3 KB E E. coli BHEEHE Psewdomonas

Lnsertion

c2110 B il B s

pPMO 793 repC 3.0 104 L.1x10* 3.1%10* 810!
pMO 794 oriVv 3.8x10¢ 1.6x10* 0 §x10*
pMO 795 reph 3.6x10¢ 1.7 1¢* ¢ B 10?
pMO 795 repA 3.6X10% L.7x 10! ] 10102
pPMO 797 repA l.ox10t 1.5x 104 0 9% 10°
pMO 798 mob 4,010 1.5 104 2.0t 9% 107
pMO 538 L] 4.1 xX10* 1.8%10* 3.9%10t 8107

TESERLEANEMABRFER 250 ug/ml WRHEREREE: KBITH 37C; BEORARE
e RRBemE 180,

The selective medium is broth plate adding carbonicilline 250 pg/ml,

The culture temperature are: E, coli 379C; P. scruginosa 43°C; P. pmtida 287G,
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i = L} 2 it 310 &

2) WpEEECSAE, R AEE
N EES (EcoRY, Pstl. Pvull
Smal) B{TESHIIEME, MITTHATE Ta5 2
TRRN R ALLE,

RIMKBHEREZETHE 3

(@) MAFEEERE o DNA
HitARNZEdEK

thiE 3 A0, XEFEHERENLN
Tos FHAMERZRER, REH 5y AR
B, @A T=AEMERER (repa,
repB, repC). E 4§l A (oriT 8 oriV)
URFEDHEFEEA (mob) &, AR
HY, REMIES RS EERR
FeENEREEMARNZSEDEEHR
REESMNEN,

AT M %% LIRIBILIRIEHE, &I
wET 6 TEEA(H pMOT793, pMO794,
pMO795,pMO796, pMOT797, pMOT798)LA
EE4R (pMOS8) Jhkr, B4
DNA, W TR MZEKE (E. coli C2110
F1 DHL, Pscudemonas aeruginosa PAOI,
P. puzide PPN1028) BT8R TIE
10

W i

1. mob ZRAFXFHA (pMO 798) B
REBBMEBRNE, TUAERRES
AEAZRE, BXHERSETRSHE
MRERD, HAH DNA (EARRS
pMO58 fRIL(3E 1), XBb ik — IR N
WEEHNHE Z5EFETEESEBEY
BARMZEDRTEHNTRE B B
mob REMME HIERN GG HRHESBR
TR, L LEERENEE S,

2. {848 Scherzinger, E. Z=HI "9,
ke RSFL010 WS Rl T oriV &b, ifn
FAEMHK pMOT794 il T ToS AT
oriV, FtEHEHARERER, X

HEEELETRE, BHARERRERE
B2 S H . '

3. FRFFNMEEIEE: RSF 1010
e HIES =fE S ES RepA.RepB I
RepC 25,215 AHA T oriV #ig
4h#Y repA, repB A1 repC EH S,
K- ASkRRAATEFLEEEEE
F(RAEF EHE AR M ColEl, F, Rl
S, HAXEHNERAEZ , HHRPTE
HEAAKE). HAARMESBHITE
MERNERZEERRENEE 88 ) Bk
E, MENAESEEERNNERNSE
ERE XA FTRARENR, ANES
EENEHELAL, EXNFENKGE
gavh, MEFEEREBELZE,

ELEA=ZFEH & R, RepA M
RepB HHMEMEAEBEE, IR EME
RRLESIRLE, RN repA Rl repB Y
Z2Ar Al (pMO795, pMO796, pMOT797) 5
REMSZAJRMAAERE PACL R HIAIEE
7, HifnAHEfEd LI

4. RepC BH &R RSFI010 U8
Bt LR R E T onV 4,58
HEAAMERE EIBETER, SaeHi
eh R B T DL I R A 4 DL B, (B
EBRREE (pMO793) UIEERHEH
g Elhhe, AR EHEREFTRE,
HEHE RepC BAMNEFETEM,

pMO58 fyF EH R DNA &£
HALKBHENERES 4 H PPN1028
i, g S pMOS8 —F#F, BREHN pMO
58 REMAFEHERET —ERMRH.
X BT EZRGOERIERE AR
R Erhi FEMNEHY T LM%
i, UAEEARBINHEER/HTEA
o RFEERAS.

5. Fifak. DNA #{EARZAREN,
R{gE AL Al -—Fb P, Ho¥E (LSRR R
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6 1 PPERGE: HEr RSFI010 FEMEBEOREEIT 127

PInE R &S, DH1 R C2110 FF:

TREBEERFEREN 23 B(E D,
XSS ERENBETRAX, N4 C2110
R polA (DNA HRM DERMRERY,
MTiEmEEREE. ETHEAM
th, BAER T HA 8, =14 KNK DNA
REME S AREAFES, BRI 8 HE
PPN1028 BTIEW, sk e M5
PAOL ) DNA FR&ME I A% E 28 NS
AREOY, A EEET 43¢ RER,
%t DNA FIFREIE R %, Ik g

i 40—50 £,

£ % X M
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GENETIC ANALYSIS OF THE HOST RANGE OF THE
PLASMID RSF1010

Sun Xinian

(Deparsment of Biology. Ligoning University, Shenyang)

32 host range mutants of pMOS8, which
contains a 8.0 kb fragment of RSFI019, were
screened, using the transposon TnS5 insertion
mutagenesis. To judge the genes which affect
the host range of plasmid, the Tn3 insertion
sites were located with restriction endenuc-
lease mapping. The ability of the plasmid
replication in different recipients was check-
ed with DNA transformation.

The results further confirmed the barrier
to the host range of plasmid was their ipabi-

lity to replicate and maintain themselves in
The repA repB
and repC genes were necessary for the plasmid

genetically different host,
replication, but the repC gene may be a posi-
tive regulator and its function may be comple-

mented by host gene products,

Key words

Plasmid; Host range

© MERZRMEDARAAPKEREDL http:/,

journals. im. ac. cn



