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ASHLHM pSUP106 HILEABRAKRE PHx-18
WFE IR OAIA RT4

CERREASRERMEREATRERE AL 430070)

W B KETEEERRETEEGHCRRERTSHFERE pSUP 106 EXF CaCl,
R TR I Aha S (RIS 4 B B B 2 (e R L R IR (LR %, BY T — MR E TR
Y48 B AL (T i, KSR, FE S BRI Pfx-18 KB 0 Dyoe0.55 &, /il 25mmol/
L CaCl, ZbERAAND, Pl 2min, &L ME, 713k 10°/0g DNA, HEHRT Mo™ R Mg"
TR R, DL R LR, R —F RS R TREERNRE SRS
P T %R, '

e M LA B Ak

SN BB MR (Pseudomonas fluorescens) HEEK AN, BIMAAREDR
AUMEBRRRA, REEEDRERYOEE, SEHER, 4R, EREE, BN
60—80 HARRINANL A MIE YRR BMEE, StRAREMRE 4—-40C RERE K,
St e 1R, ¥ A S MR BN IR, AR EREHEREERN Y. Bit, —THEES
5, AR ARG TR RERERESO B RE P TSR U —E
BB, i LA BB AN R N E. B EYL, MREBEATOME R RER
KRR, ROPERRELTERLHHE Mob EEMFR KT B REY
BB LA S0 1B 2 g Am L, (B R AR , E S BR A R L 2R, EILER, —&
s ERZRMEREDRSABRLRBRN SR, BRILAZLIERERRHR
Ho BTN BB T A0E AR A RIS AR, ROIFAIS % LR pSUPL06 Xf52
YEHME Pix-18 37 T AR KENAR, B T —MEENEATE, VT
SRR BARE RN EES R SR B RERR TR ANARET [
Fhitlo

1 AR
L1 E%umu(iE D
1.2 %

1.2.1 LBEFHE. 10% BAMK, 0.5%88H, 10% NaCl, pH7.5

1.2.2 KBE:FK: 0.5% BEOARY, 025% ik, 0.25% KH,PO,, 0.25%Mg5S0, «
7H,0, 0.16% BiEH, 3% il

123 AFEAEE: Z£LREFEPMMURE, E&HKEN 12.5ug/ml,

* AR EHANFESTRMTHA.
AXF M E 1A 14 HIECH,
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Table 1 Strains and plasmids
B &K ® H x =
Strains Character Source
| EGERMEE Pix-18 Tc* plasmid-Cm* P Pt 8% 1
Pscudomonas fluorescems Pix-18 From Dr., Wang in Huazhong
Agricultural University
L XKERFE TG thi~, strA, supE endA. sbeB, HEMPEAT Dr.D. Ellar 8
E. ¢oli TGL hsdR- a{Lacpro). F' traD36, From Dr. Ellar in Cambridge
proAB, Lac 1q, aMis University U. K.
EHEHE pSUP 106 MW 9,9kb TC. Cm' ¥ Biclefeld X% Dr. UB

Multi-host plasmid . Priefer W%
: From Dr. U. B. Priefer in
Biclefeld University

13 mamEe

14 BBEEBLHME L

M KB 3t Hh Ph IS 8 o M s 9 BE AP B 4% 10m] LB fy 250m] =) h, F
28°C IR, 1 B BB LB SIEMOl, F28°C, 240c/min RBEHEE
ODgy = 0.55, BYK# 10min, Pl 4°C &4 F 5000r/min B0, Smin, ¥IEESZTFHEA
A9 0.5 kB 25mmol/L CaCl, th, B 0.2m1 5} 3 FHA R Eppendorf BI\Zh, Brk
# 2—6h, BIAIRATRAL LR, RING ., 28°C 3% 36k iHIEEAL T, H B SE4L 5%,
LS SAMBMEFN Prx-18 4L

HEAS RS T. BRI HEAMEE LB E5E D% E oD, =
0.3—0.5, T 4°C &HT 5000r/min BLWEMAE, HERT 4B 300mmol/L Pk
EH ARG, B A 0.5 f2KEY 300mmol /L MM B MIE—1K, HEED, BE ST
EDVF 300mmol /L HOBE P v ((H g R BE 2% 10"/ ml) BYk# 30min, INA DNA {fisk
WEE D 2pg/ml, BAREA R TR, BIKE Smin, LRISTEH A% 25UF M 24 400Q,
BLH 20 8kV/em R FHEATIKMe BRMSG, 0 lml LB #5555, F 28°C @H 3—5h, %%
HR R ML SRR, '

2z SFRu®

21 FA CaCl, REXMNFELRENER

HRALE K HR R AM Y CaCl, #EF (50mmol/L K1 100mmol/L CaCl,) 4t
BRGMR AR HE RN, FEN SRR LS LR R, WAL T4, FnE LB
PO R LB TREH I, KK E 4 50mmol/L 5 100mmol/L § CaCl, X35 &
RIERRAERBIEIE A, XA TER R R B 07 B N S0 1t B T S e Ay
&l HAFRE CaCl, $EIDLBMEINE, HREMN,H 40mmol/L CaCl, LEHKHE
B MBI A R T BIOLE 1, plateV), B FRD, F 25mmol /L CaCl, SR,
Refumsmm (L 2)o Bidbnlll, CaCl, SBA NS ERR DNA #{¥EA 27018
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Fig. 1 Transformation results of Pf treated
with different concentration of CaCl,
Fig 1-V 8 CaCl, FE4 812 20.25,30.40 Al

. 5ommol/L,
The CaCl, concentration of plates I—V are
20,25,30,40 and 50mmol/L, respectively.

S, T B BIRE R ER AT L 10°/ugDNA,
22 FEEEHBHRABRERAENEARENER
2 BUBAR IR EN O R AR Pix-18, H 25mmol/L CaCl, HRIRE 4L B3k

TR, R RWILE ODy = 0.55 WHLIERE. Y ODy ATHR/A T 0.55 1,
B[R ATHEES(LEAE 3).

2.3 CaCl, &EeEMNRLAEDHER _
BEAHMA 25mmol/L CaCl, B2 )5, B T KB L EARK 8, B 4 =] I, vkt

) 2—6h, HUBEE LAEY, B EN AT K, BARE AR, XN KT RRE
SMBEARKNX B

Fig. 2 Transformation frequency of Pfx-18
treated with different cencentration of CaCl,
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A3 RR&RNEHEE R EHN L 5% B4 CaCl, BEAREINEM LML ER
Fig. 3 Transformation frequency of Pfx-18

Fig. 4 The effects of CaCl, incubation time
at different growth phase

op the transformation frequency of Pfx-18
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24 FBE#ASER KR EHNZABEHEE

AR HT 37C A 42°C 48 2min, RIS 2C EARLBEL 3ICE, &
42°C 4b38 2—4min JEAHEEH, (B &N TR, BAHREE L&Y,

25 Mg fo Mo** WF¥ Pfx-18 HMEPES

¥ Pix-18 ZHEEEE Mz HTFHEFRENRTEE, SRSHELNKETE
BRERWTHE, XAIR Mg™ HUREEATHI{EANE R, BB LEHERLRE,
ET Mg BFXREBERENSEAHXEEEEERER, EFhiitk DNA FEE
T LLERIESS,

HESC#R (61485, A 45mmol/L MaClL, {23 CaCl, 4h FURSE 20 N IE S, BEIRE AL
® ERZEEGEIERERFE Pfx-18 &, RAKMATFHI, R 45Smmol/L Mn*
B kE AR ENEREMEER, BT, RERCE RS SEE e g
A—BE, B ENECERFRRANBIZ 4, BERRARIE/RA pSUPLIS fE4{H
4k DNA I Pix-18 1T THBKMEARE, BN ET CCl, . FE, 08
AEHBZLEEEWMBZRENER AT, Hit. E—B&EHT, ZEdEXE:R
HESFEMFTRRF —efNERME

# * X ®
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TRANSFORMATION OF PSEUDOMONAS FLUORESCENS
WITH BROAD-HOST PLASMID pSUP 106

Lie Ziduo Hong Yuzhi Tang Jiangwu Yu Ziniu
(Leborarary of Agro-Microbiology. Huarhong Agricultural University, Wuhan 430070)

Abstract In order to establish a transformation system for Psewudomonas fluorescens,
different factors which effect transformation frequency of Psewdomonas fluorcscens
were tested. The result showed that transformation frequency could acheive 10° cells
{ug DNA when ODy, of Pseudomonas fluorescen: was 0.55 and the cells were trea-
ted with 25mmol/L CaCl, and heated for 2 minuts at 42°C. The effect of Mgt
and Mn** on transformation frequency were also discussed. The system could be
useful for the study of cloning and expression of heterlogous genes in P. fluorescens..
Key words Psesdomonas flourescens, Transformation frequency
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