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REF Tn5 MirHRABEEHEE
ke F ¥ BE%

(P EHERREHWRFT, L5

SERYERR PIBAII:Mu:Tos RUKIFTE 1830 SPRM S H M R & R 1R
#AF Koom B EE T HM—F (C-3-1) iv Keo® HES THARAMIMNKRKEBRL
Bo BT 3000 MXRMEBES TEERBT 2 EFREAY, HPBE 1 K BE
R 1B, G EER 2 BE, R R 2 R, AR R 2 PR, R AR 1 MR, EETR L MRS RREE 1L IR
HEFRR . FER B REE 3 AR LRSS 3 SRR . AnREE
i A E i RE AR DNA I REAWE FHEK PIB4JL :MuiTas, 7P {R(ZRY
ToS DNA XNFst SEMEFRBBIORERFRLHERT Tos DNA [{RFHNFE.
BT 50, R AT S AT e e TR T To3 JAE kAL PIB4I B C-3-1 Hfalk

HIFEME

X@R FRMERGHETERRETERERK

e Es (Citrobacser) EEAKHL
1 TNT ZEA ANERZIH T ENY
i, R BT TNT HEHAT RIBEK
b, feEREER—fMENRFRIRE
3o

BT HETERENR e, RE
TEEMEE EREFWEAEBTE. B
A ATIE e K BBAT R LLAMNTF £ R =R
TEA: BIFRE T Afe Meade, H. M. %
B Tn5 BEEEEREE (Rhizebium me-
liloti) 38 T HA ppRRAARREMESR
pkram R, EkfiEYH, Duncan
£ Tos BEEOEI-RIAERA
B A MASHEA R ERS MR TE
BRI ATHAHE W& (Pscudomonas
spp)® s THERITE (Aggrobacrerium)™
FRBHB L EE (BErwinia)™ %, DI
Figefa ik DNA FIK. DNA #yZifE, &
T GHBET Tns W RRES AN B Citro™
bacter HFETEHR,

MM A

(=) AEBEEFRR

W 1o

(=) EHE

LB 853r RAIEINE R R IEE % R
[61& o

(Z) RETEE

SrAIRL 0.1ml X5 K B B 1k T
ZRMT LB B R IFRE.E
30°C K17 8h, IS AR AY AR A3 (kA i
RERRAG LB BN, DA B
K ERES I EAEREERET, &Y
BEERGT & FESETAEFY LB
MERERESR & b % R RS BTG L
HH Kan' BB,

(m) EFFREENNE

AT 1988 4 9 A 21 HUMH,

B ALFYRARES. FXEAREN
M ER B R RR.
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Table1 Bacterial strains and plasmids

BB it 8 B K BB AR
Strain Genotype Source or References
Citrabacter-3-1 Wild type [71
C-14-2 Wild type 71
C-17-3 " Wild type [7]
C-23-1 Wild type (7]
C-3-1-1 lys::To5 AR
C-3-1-2 ura::Tns KRR
C-3-1-3 leu::Tns AT
C-3-i-4 arg::Tn5 FEFE
C-3-1-5 isp::TnS AT
C-3-1-¢ his::TaS AR
C-3-1-7 pher:Tas KitdE
C-3-1-8 met;:TnS .
C-3-1-9 syr::Tns FEEEE
C-3-1-10 gde;; TnS b N0
C-3-1-11 seri:Tns EX S0
C-3-1-12 ade;:Tns AREE
C-3-1-13 thr::Tn3 ArAE
C-3-1-14 arg::Tas AR
C-3-1-15 feu::Tns r. ¥
C-3-1-16 his::TnS A
C-3-1-17 lew::Tns . X%
C-3-1-18 pro::Tns .1
C-3-1-19 ade::Tns AR
C-3-1-20 ise::Tas R
C-3-1-21 tac::Ta3 T
E. coil 1830 pIB4IL [8]
Plasmid
pJB4JI pIB4JI::Muz:Tn5, Kan® Gen* [8]
pRZ102 pRZ::To5 Kan' Rezonikofff"

# R. W. Davis 1 J. Roth Fyp:ue
#iTo

(&) Kk DNA miR T, B fe e ik
SHFLL R DNA-DNA #sf

B k11 13k

bk S

(=) “B#HE"FEH PJBUI gk

ok i3

LI =R R (R TNT) &
Frgm s C-3-1, C-14-2, C-17-3

C-23-1 A2, CHxf Ik 1R R M 78, 58
B RETAZERERCRELRE),. 5
WA CEAR” AR 1830 k4T
TEHIRZL,ED 50mg/ml RIPPEFEAL00
mg/ml F[#EFay LB B R E%E Kan'
nif' #ETo FHERE R Uk 20 v pehy
BERMERB IR 2, Tk
HIER Kan® EENHRHERR. 5l
2" AR A SRS A0RR R, B
HENTREZHEHIA Kao'rif B ELT-
WEFNAT EEMHEH 20pg/ml g
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%2 Kan' RABGHFEISHHFRBAYNFA EREREBEE TP Gen' HigFR
Table 2 Frequency of Tn5 transfer from E. coli 1830 to Citrobacrer
and Gen® frequency in Kan® transconjugants

S%ﬁin | Kan'Kfinﬁe?ﬁf]uency Kan’ Ger()ié};\an’ nfr
Kan'/m! recipient cells ‘

C-3-1 2.6 X107¢ eri 100

C-14-2 2.0 10 i [

C-17-3 7.5%10"% . ¢ )

C-23-4 5.5% 1077 ‘ 7 0

REFN LB ¥ 4. SAFN PIB4JI
AN R EEREFERBERE =
AER, RLREErEBnEd R
PEET A W G T Kan'rif” PUEER
BEBREERGEIE 50 4~ Kanrig' &
%), HERILE 2, WA-Z e
E, C-3-1 ) Kantrifr #iEE&FS
100% RREERR, XHHRK PIB4J
& C-3-1 Wik ARRE (RE" 4 &
BE), ERN C-3-1 MEE RIS M
ko

(=) ExgElerfnsEZAE
5E

SPLE Y B RMETER PIB4IL gy
W FFB 1830 Dh MR, DL C-3-1 43 fE
e 228, RN R B E £F0FFE A LB
Pl 7r 2 FER Kan'riff HEELT,
GBS T R B ARIF RIS AR
i, IR I T A AT PIBAJI CREETE
C-3-1 thgl, Nt EERERE R
#) Kan'rift e[ @b FEPESET Tas
oo G FTDATII/Fik e Kan'rif’ #94
BEETHEESSEFERERN, Sk
TLIHEE T 3000 Kan'rif HBEATH
ERIEUKERET 21 Bk BA kA
LI E RS TR 0.7%,:X 5Tas
SR RN R R, 21
PRt SR Alth A #EE: (Lys) L#,

R (Ura™) 18R, RS (Arg ) 2 6
FRAER (Is07) 24, A& (His™) 2
M RER (Met™) 1FE,ZEHN E 8 (Phe™)
LR Er 8 (Tyr™) LR, 2288 (Ser™)
ViR, 7558 (The ) LR, 5288 (Leu™)
3HRLBREEE (Pro7) L%, IREM (Ade™)
3R, FUBAA (Lac) L ¥k X#EW Tos
ERTHRRMEREAK DNA LEEZM
BARAS.

(=) EFvfpmEzexd DNA B
JEfEd 5k

BARCIEN [ ik PIB4JI /2 C-3-1
HABERGEE SR (JRIE 350 Kan'riff
BEHEST) BN 2 R R aE
oSSR PIBAI] ARG aB 4,
FRUUR THAIE 21 ¥R 8 7 5EEL 4 Kan®
Gen® Sb, Imaf H 4y 2 S OR 42 L SO R 1
IRHEER G (A Do FiRAT 8 i E
FrikEEH R AT AT PIB4dl 1, #
— SRR T AR KR AT Tos [ ¥
Ho

(M) EFxHKEEzEEZH DNA &
Tn5 DNA e 3F

ETHREBEREAT TS BBHES
HILEEEETERPZERHADIRE Tos |7
71, ARRIMERE-EFRBER RS
i HE R (lac:Tas pEob), 408 50 #P
FICH ToS R4 DNA #7555, 4
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Cryptic plasmid
Chromosome

S uasmad
pJBa4JI

1 B Eneli s keIl rin ke Ry 0.7%H 3kig M % TAE, LIE 75V, 58 ,2h,
 1.C-3-15 28, ERGIERETH S 9.1830 (PIB4ID)
Fig.1 Agarosc gel clectrophrosis of part of auxotrophs Agarose gel concentration:0.7%,
¢lectrophorosis buffer: TAE, Voltage 75V for 2h. lane 1.C-3-1; lane 2—8. auxotrophs muy-
tants; lane9. 1830 (PIB4JI)

ZE: C-3-1 ABEH @ik Nete: There is a cryptic plasmid in the C-3-1

2 R 20 MEFR SR IR DNA 3y
RRSHHRZEME. W2k c3-1 &

SR ES

-

B2 @®EREEREE DNA 5 Tas5 DNA
B
FOUEMEBEF=BEA% PRZI02 (ColE::TnS)
BERCERMTLE)Y C-3-1
Fig. 2 Hybridization of auxotrophy muta-
nts DNA with Ta5 probe
The third blot from Left to right in the
fourth row is
PRZ102 (Col E1::Tn5); ln the same row the

fourth one (without blot) is C-3-1

& DNA gy mEIs 4B, 38 C-3-
VERARFE Tos AFEFEAELE.
W w

AXEXRMSRIAKET TS sk
FRAENEES R, RITRAE 18"
BURL PIB4II % ToS W#ktk, MidEd
REBZRNSIA R, %% %0,
PIB4JI BN FEPU # R SR R B4 438 e 40
EPREREARR (L% 2),18 X — 2500
MEKAHER. % C-3-1 iy Kan'rif* #
BEAGTHHE0I% HEME H G IER,
RERT A KR BEER, T PIB4II
KL, M BAFFE To5 HHEFFo XIEH Tns
EFRRAR C-3-1 Rtk LRRMA
RBRABR TERYNKRE, MEiExs
WREZZ, 75 BRH ToS EF 8R4
B C-3-1 m¥ BN, WINERe
FIEIPA LBE 3R R S At e B R ]
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TRANSPON Tn5 MUTAGENESIS IN CITROBACTER

Wang Aocquan  Yin Ping  Chen Xiuzhu

(institute of Micrebiclogy, Academia Simica, Beijing)

When E. coli 1830/PJB4JI mating with DNA were hybridized with Tn5 DNA la-

four Cizrebacter strains zll were Kanamycin beled with ®P respectively, all auxotrophs has
resistant, but a majority of Kan'Gen® trans- positive reaction. ‘Therefore, we concluded
conjugants were obtained from C-3-1. Among from genetic and physical data that auxotro-
3000 Kan'Gen"' 21 were auxotrophs, these are phs resulted from Tn5 transpesition from
Lys~ (1), Ura=(1), Arg~(2), ko~ (2), His~ PJIB4J! into C-3-1 chromosome.

(2), Met=(1), Phe= (1), Tyr={1), Ser—(1j,

Thr- (1), Lea=(3), Pro~(1), Ade (3), Lac- Key words

(1), PIB4JT plasmid DNA were detected in

) ) . Citrobacter;  Transposon mutagencsis;
parent strain E. coli 1830, but not in auxo- ’ P g s

. . L Transposon; Suicide plasmid
rrophs strains which careving T3 induced P ’ P

mutations.  Twenty auxouophs chremosome
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