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EHATHESHEDE FHRTH gusA BaIFH
& pHN112 By#gE

3948 TauHTC BEET Bty

(FLMREMEPESTESY  $Fhfl KFE KX 430070)

X S WEETEBEERE (gusA), BN BRER, B TR A, e
SeE Q753 XHEERIRE A TEIRS 1000-3061(1999)02-0259-62

R TFRIBERSBNEERH THRENSELR, RESREEENEZLEIVRBHTHE
EMES. tESEAEARE FRYOHXEREN B F AR THEHEEIE/NS FHE, BT
BEERFRHBATFREBGRESVASUTESEMG. —EHREFEREMREAZTHANE T HYEN
HERTH:; —ERERAFERREEARATRNEBRELH,

FHEEEMEER (qusAMEAEEERNC ENATED S FTEMERTD, THREY AHH
BHESRBGUSEHYTRERRTH. MEF S GUSKYEATHTERR I ER ST MER
F, R gusA BEEAE A XBITE, (A GUSIEHAX SR LMD AE(MIREE RFE. He
MEMEERES)FHAELE T, godA BEEIREDHROREEERFT ZHNEHA®
gL mH pTRI02 24 parCBA/DE 1) miniRK2, 4RO A E 2 RHEHE PN ESER
), i, AHRERE gusd HIBEEE, B pTRI02 HEBCEHEREH FEEE NS S FiEHG B E,

1 MERF &

1.1 H#H

1.1.1 BERAER: W& L

1.1.2 BHRESEFREEF KBFHEA LB BHEEC FI7CTHF. RERKEHE®MH TY = SM
BT F 28T T,

1.1.3 EERNRH PR H K . T4DNA E B S5 5 B Promega. Gibeo/BRL 3 BioLabs 2], 4 # INTP
¥y § L ¥ Sangon 2], X-gal # IPTG B B Sigma 2 7], X-gleA ¥ B Clontech 27, 8 ¥ % £ (Amp).
MAFR(T)FREBER(Km) B 8 Sigma 27 .

1.1.4  JERC0 2B A0SR Ah - B UMk [5 ] R M8 L, PEG #ik,

1.1.5 B8 DNA Y. A BEIW. & 554 FU DNA BUIE& T RiLBI B EfT, DNA FBR XA
Clontech 24 A} 1§ Advantage TM PCR-Pure i3 & i, 8 SR R CE[5]#1T.

1.1.6 EAEB . RHSEXBEMEELE#FE,

1.1.7 WK RAASEERD,

> B # & AR T R B 2 16 B (No. 863-101-03-03-07) .
» » BEMLAFEMBERE T,
* = xR RIES,

W B BR. 1997-12-22, 42 [5] H #A:1999-01-18,
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F1 ANEHRN

B B TR XA SO R
E. coli
DH5a supEdd, AlacU168, hsdR17, recAl ERF
endA 1, gryA966, thi-1, relAl
WERNKTRMEE
{ Sinorhizobium fredii)
HNoL Nod*, Fix* HE R
o ApR, SpR/StR, B H gusA RIFEBTH mini
pCAMI121 s [2]
plj2925 derivative of pUCI9, ApR TERT
KS(+) TR, Ap® RERE
pTR102 IR S [3]
ApR, Tc®, mab* | tra ~, parCBA/DE
pRK2013 R, mob ™, tra* , Km® [4]
pHN107 gusA coned in pl]2925 EHE
pHN108 gusA cloned in KS( +) R
pHN109 gusA cloned in pTR102 P 351
pHN110 promoterless gusA cloned in KS( + ) PN A
pHN112 promoaterless gusA cloned in pTR102 AT

1.1.8 EAAGHRBHEREREGTREGRESHENE. WXR7].
1.1.9 GUS EWME: BRCM[2])#HT.

2 4 R

2.1 gusA ZEHFICRE pHN109 (3R

Al HindE BEUTR B pCAMI21, BIHE gusA FJ|IXFITHY 2.3kb H B F A plI2925 8 Hind [ A2
S B EEYEL E. coli DHSo /53 LB+ X-gal + IPTG + Amp Fi%, 8k & & 8% 3% 3 T B DNA, A
EoRIBUIFE2.7kb M 23kb MR ENEREFERA VW EA R, 4 & X pHN107, 8 H
EcoR1 B4 pHN107 509 2. 3kb BB AT KS(+ )M EoRI i &, B ¥ L DHSe 8% LB+
X-gal + IPTG+ Amp V-, E B HE M A H DNA A Kpn] BT 4 2.9kb I 2.3kb # 4 Briy kL
EREHAF M EHRRE, M4SN pHN108, B Kpnl B¥t] pHN108, Bl 2.3kb K B, #A % pTR102
W Kpnl 0051, ARk DHSq, 3% LB+ Te V4R, SE% L FIRRB R L F I pTRI02 & BB 8T
$i, A Kpnl B8Y)F 2.3kb #1 10.5kb WA B & A R HA1FUR, & 28 pHN109,

Fi pHN109 $4t, DHSa, s{3E# 3] LB + X-gleA T8 F, FB S # DHSe(pTR102) fE 3 B, #53%
12 h /5, DHSa( pHN109) 8985 L T 3 3 8, 70 DHS«(pTRI02) % K fa. HERE W pHNI0Y B EE
B gusA EHEICHE,
2.2 I'EEREMY gsa BRIFEHEE pHNLLZ 198

H Bgt HH Sma 1 SEEY] pHNI108 AR gusA FF#F#Y aph 1 B3 THEHHRE SO FFAMA L T8
A12VE 1 Klenow B4 3F 8 3%, ¥ £ W L DHS. /5 R BB AL, #53% Bgl 1 A Sma 1 IR,
Kpn 1 W40 6.0kb — %3 i 8L, iy 4 29 pHN110, S A Xbal 71 EcoRI S B 41 pHN110 =4 #
2.0kb 09 5 B, FH R #E SUSEUT 0 pl2925 3, BiERW L DHSe 31 LB+ X-gal + .”TG + Amp
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SEAR, k36 B 35 1 BB DNA, 125 B Bel 1 415K A Xbal #l EcoR1 XU EE Y145 5] 7= 4 2.7kb I 2.0kb
B4 B By, Wi Xbal 3% EcoRI SLEEYI =4 4.7kb — 4 BB BRI &1 8 4 pHN111. 5/ Bg/ 1 M8
Y174 ) 2.0kb B A B pTRI02 8 Bam HI i & 897 B4 ¥k DHSa 534 LB+ Te ¥R, BHK
i G B K VTR RS, PEZE . pTR102 S 3118 89 A A Bam HI Y1 5 BamHI BEY1EY pTR102
BBk i, FHRAKHE, FEE/A K E, @48 pHNL12,
2.3 pHN112 BEIFRHRGTHENEIE

EI R Sau3Al B ) pBR322 B9 670bp 9 B 7 0 i 5 3 F 5 #E 09 i B 46 A5 pHNIL2 B
Bam HI 3 —EEUIL &, YL DHSe /5% LB+ Amp T-H 35k 100 ML FHET LB+ X-gleA
+ Amp IEM L. TCRAGHREHENI(E 1), BEQHEMTRIA Seu3Al YA 670bp 4
% FE 70 E B pHN112 458 IE B, 76483 670bp Seu3AT ¥ By pHN112 FUBLAr 422 pHNLI3CR B AT
M), B EARTHERES ARERKEREE HNOL P, HHEBES THE TY + XgleA+ Te
PR L, KEHAFHEE.
2.4 HNI113 Z HN01 R EMNENE

TEE R K & T HNOL(pHN113) 7E SM #5568k E s 42 10 KIEMER SM P4, BB
M E S SM+ X gleA AR, K M 89 20 BT 9% ¥ i €2, 77 %4 B HINOL (pHN112) 65 (B 2). # HNOL
(pHN113)HERb R TR, B 21d FEURR#IT GUS B, R LE 3. HE3 .G
PR . ALZRIES pHNL3 FRRERFA KERREE AT BT HNOL FRERE.

M1 gusA BEEKBIE B2 gusA ERERERKT

DHSe R F & BAN HNOL SRy FEE
A pHN113 # f& DHS5a 7E LB + glcA B & B % HNO1{pHN112), KM%
+Amp FHR EERBEARLT (B %) % HNO1(pHN113)
3 01 i £,

MERMREEEEH FE EEATARERER
R gusA ERME £ Bk pTRI02 HEH
BEFHEERE pHNLR FE#ITHH SHBEERE
MER. AHREEEXERENHNARRESRIET
TR, RE Wang SAWE T HTEEELENT
EIREES FHEREARE ERENFBORGEE
lacZ EFEHEHANEPERFREHREE, AiTH B3 push ERAKERMTHES

MTERS M THZREKN B R EL, B4 HNOL(pHNI13) 8 X T EREA
B AR MR M5 3 TR 84k pHN12 ER R A CUS BEM S, 37C 21, B L7 B o0
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HAETHEE ZHNHTER.,

pHN112 B BamHI M e &, K S A S R R A F S E, A TR E AR
BUINVSNBHTAER BMASEE BamHI L5 EEBEA S EEM S L, /A, pHNIL2 7]
RREFRESHED T NELERERE T, EAN gusA HEHM 5° SH T, 385 408
{4,

£ % X R
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The Construction of a Stable gusA Promoter-probe Vector for the Study of
Interaction Between Bacteria and Plants’

Shi Qiacjuan Ma Lixin Jiang Sijing Zhou Junchu
( The Key Laboratory of Agricultural Microbiology, Huazkong Agricultural University, Wuhan  430070)

Abstract An expression cassette of f-glucuronidase gene( gusA ) was obtained by Hindll enzyme
digestion from pCAMI21 and then modified into a promoter-probe unit with SD sequence and stop
codon. A broad-hoast-range and stable promoter-probe-vector, pHN112 was constructed by inserting
above unit into pRT102. A recombinant plasmid, pHN113, was obtained by inserting a 670bp
Suu3Al DNA fragment of pBR322 into BamH]I site of pHN112 and then introduced into Sinorhi-
zobium fredii HNO1 by tri-parent mating. The expression of gusA proved the correct structure of
PHN112. The result of stability tests showed that the pHN113 could stablely present in HNO1 both

in free-living and symbiotic conditions.

Key words B-glucuronidase gene( gusA ), promoter-probe vector, plasmid stablility, interaction be-

tween bacteria and plants
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