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X@T ESEHAN. MM TREY. DIGHET lacZ B4
SP¥E  Q933, Q78

HoHEY D, RFREYHMASEDMEEDREFHNEHSEHEANRE, EE%JE{}]#%
HREMAMENEYR. FIHEYNELES EPEYRSHAENERNTER nodD =9
—R, BIEMEE nodABCE AL, BERAMEESAET —BERS T, SRE TR PRAE
SHERATRE, FIHRANER.

EERNAEN RSN R, AR RMAYRMNES, FEERE T 5 RRETEY, &5
BEITFE Fk R pMP220 #1 7653R B AR LA BN DNA F BT R, AIRSAEEEIY L
EYHTRRMGERAMERAEEN N B, KE M FREY S LA BDHE Q8 HNIS, 3t
OB AT X 69T -& R pHNI S 347 nodDABC 4T 232, RBH —% 1.7kb i) PH#E Z2 2%, W7 pHNIS
FRHEASREEEHT.
1 #HBWFE
1.1 EHnRy

e Z W AR W (Rhizobium huakuil) ¥ % £ %8 W Bk 7653R MK & #F 8 DHSe 39 2 % £ 7F; HNIO.

HNI18. HN46, HN49 HI HN114 X1 &7 lacZ A T 89 7653R B #k (A BF5T); BB pHNIS 2 M HNIS bk 4
WA lacZ S BN (RBFFE). pMP220 BB 3T lacZ ¥R FIAE K, WA EHH: pRK2013 M=
FESHHERIRE R pl1216 SAE A E nodDABCEEB R BT pKT230 84 L, T HRB A, B
ZRERH AR ERE.
1.2 BEE

AR LB B R ED, B MM A SMUIA Sa0 S5 EN,
1.3 lacZ ME& TFEAMRNZERBES TAME

& Hirsch ¥ " IR 8 A R, EcoRI M Y] 2 h, #§ DNA b B 584K pMP220 £ 8, BiEPHLS
KBHE DHSaP . TS Tc(10 pg / m) ) LB Fi EME &, AR 7653R KEN Y lacZ B&
TR, M lacZ RES T HOGHE, M HE 7653R BBV R4, % pRK2013 BER A T. ¥ lZ G 72
AB 7653R # ke, FEINH X—gal(100pg / ml). P F-FI2E Y (20 pl / ml) HiAE R Sm(100 pg / mD H)

*EFEEHMEERARNEESHYWA.
R RAPURFEWHRERESTRERELS.
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Te(10 pg / mi) AR A B 2 A 3T 35 2 (SM) L IF i B (R B %
1.4 #HFRNBABE

BIgREEMFRTH. B 70% EEREHNE. R5H0 10 mXEARNAX, RRGECREH,
MEXEAEI0ml, WKW, T 4CHF.
1.5 P-¥FAMEFMREENE

HERHEEEL, HEBE S40 BREANRELSRER I 24 h, 7 600 i KM E 0D {H, FFH 4l
BEODMEN 0.1, FAMEEARFEE Sml, —EMARTREY 100 ul, 3 —HMFRLHKNHHE, 28C
BHEH 10~24h, RS H Milled 3 HApL LB FMIEH.
1.6 HMARWMNSE, WD nod BT F3Z

M BBk HN18 B BB, ¥ 4L K BT 8 DHSa, TE X H Tc(10pg / ml) 8 LB VAR b iFEH R &, bb
TR AT/ DR & BN DNA, BT AVTBES . ER TR 82 R M8 i i MR N A 3174 385
A, 3 B AT 5L A AT 4L
2 HRMw
2.1 HBME=FEBBETF acZMATFEANENRE

BA lacZ & FRERHLA. T6S3R B A RAK, MR B B T Bl (AR, Eid PRI e T
BREEERNEEAN 10 ETERREN AN EOAER S =XHBES T 1%, 2 3IHRE
B A GK %D FAE0 TS, #RERELECRBEN.
2.2 EeRWNRENp-FANMTREENE

451 Bl & X HN10, HN1§, HN46, HN49 1 HNIL14 B Ao bk, M PR P H s 4. 4528 (=

R EERNP-E A MERBE RSN %W, &5 WEE T 86T, N H
HNIL4 09 0678 80 2 % 2 91, R %
P ERTEH (V)

L g HTRRY FEUE. FEIUH HNIR BEEXIE
— A e P BE R 2.5, BRE KPR
HN1O 7+15 9542374 LEPYH HNIO # HN46 K B B2
HNI8 105+18.4 42+1.7 KNG R (2.7 152 2.4 . IR F Y0
HN46 3133 76+3.3 MEAHENNRER, SREMNBE
HN49 66+7.0 58+4.6 WEHAE R T MER 7653R R,
HN114 7146.7 65+11.4 L4k B E R, HNIS Bk 40 B2
* KRE=KENR NEcAARERSHEANESI TR

WEFR, HE L a2 ERM R 3 F 5 nod BB X,
2.3 RMEABENMNEDN nod Mt HE

AI-ABRKSRER MHNBEEA BN EAFRNpHNIS 3 F/FRAE. UREREE
nodDABC & i B R REHEAT DIG %37, Bl 1-B 25 RIE /R, pHNI8 H —#& %7 1.7kb Ay ¥, (R
H# HN1S ) FR pHNIS B4 nod ZHH .

FElacZ A RS INEED, BT F LB pMP220 RA lacZ 3 B F 45 T3 00 B 5 4132 4 A0 FF 300 T gk
ZRATFAREERE, ARBARE acZ WD, HAEE 76SREKA N LA BN THRENH B
AR pMP220 B lacZ B Ly, A e A pE M EMITH, lacz B EH M F A K Th EREBI K W
FANERBANRE. YSREINEMEREEN, RMAASWTTHE nod HEH LK, ATTHH
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lacZ W #3%.

MM EBIR KT M TREDX
HNI18 W#H 3% PR, RH W B WA i 2 29
SRMERREONREFER, AR A FBE
VEAAFEGEPHE. BT, BFREY
ENEGRARINER UEHFSHRIHFRAR
FHEFEMEMER, 0T 8EEH R E 0 HPRE.
H—BHEH XL REY, MFHERN HNIS
EH MR 0 B RN pHNIS S H 2SN #
HERB, EREANLEREND FRTHER
RAE—EA.

2.4 REARK pHNIS M) lacZ K FEHRIT

HEHARN pHNIS £=% B4 HIAZ RS
B 7653R, A RIWIERE LI ABIN =8
BESTHHEA AWM ES RN EHFES
R, MR EREM, TR EBE 7653R I
REf (&),

H 4 FOR pHN1S 7 A S (4R 70 M 09 55 5L
KiLH, pHNIS AA ML ERFERN BT
FOETEE, fE AR b AT W Y S5 R AT T,

8 =%
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Fig. 1-A Digestion of fusion plasmid pHNIBwith EcoRI
lane 1.pHNI18+EcoRlL; lane 2. 1kb ladder marker,
Fig.1-B Hybridization with nodDABC probe
lane 1.pHNI18+EcoRI; lane 2. 1kb ladder marker.
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CLONING AND ANALYSIS OF THE REGULATORY GENE
FRAGMENT INDUCED WITH SEED EXTRACT IN
RHIZOBIUM HUAKUII STRAIN 7653R

Nong Guang Zhang Zhongming Hu Furong Chen Huakui
(Laboratories of Agro—Microbiology, Huazhong Agricultural University, Wuhan 430070)

Abstract The large plasmids of strain 7653R were digested with restriction enzyme
EcoRL. Their DNA fragments were cloned into the expression vector pMP220 to
construct a lacZ fusion pool, which were transferred into the recipient strain 7653R.
Tri-transconjugants were selected onto plates containing X—gal and seed extract. Five
blue colonies were assayed of their f—galactosidase activity after incubation with or
without seed extract. A positive induced strain HN18 was obtained. Hybridization of
nodDABC probe on the recombinant plasmid pHNI8 showed a 1.7kb positive band.
The evidence makes a deduction that the pHNI18 containes a promoter of nod operon.
Key words Rhizobium huakuii, Seed extract, DIG hybridization, lacZ fusion
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