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Fig. 1. Genomic hybridization pattern of B. sp. SNU
0071 DNA to R melilotin nodDABC.
M. Lambda/HindIIl size marker: L. EcoRI H.
Hindlll; B. BamHI: P, Pul: K. Kpnl: S, Sacl.
Scale units arc in kb.
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Fig. 2. Restriction enzyme digestion patterns of clone 2 DNAfa, d) and corresponding blots hybridized to R.
meliloti nodDABC probefb, e and to labelled lambda DNA protefc, 1.
M, Lambda/HindIll size marker; E, EcoRI. H, HindlII;, B, BamAl;, K. Kpnl, U, Uncut DNA. Scalc

units are in kb.
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Table 1. Restriction enzyme fragments of cloned DNA hybridized with nod probe and lambda vector DNA,

respectively

U E H B E/H E/B B/H B/K
>30* >20* >20* 19.9 >20* >20% >20* >20*
15%* (15) 8.8 7.7 2.0 5.0 9.0
7.7* 3.9* 59 3.9 42 3o*
5.5 4.2% 2.9* 32
44 2.2*
1.7

U, Uncut DNA; E, EcoRI: H, Hindlll, B, BamHI; E/H. EcoRI/Hindlll; E/B, EcoRl/BamHI; B/H, BamHl/

HindIlI; B/K. BamHIl/Kpnl.
* : hybridization signal with nod probe

—— @ hybridization signal with lambda vector DNA

( ) partial digested fragment

>t undigested and partial digested fragments
— T : 3 Il n " ]
——, B & 8 8 EB KHBH ———
L — R
—
2kb

Fig. 3. Restriction map of inserted DNA in genomic
clone 2. lambda CNS-1. Black box is the
region  showing  hybridization  signal to R,
meliloti nod DABC probe. [, FMBL3 left arm;
R EMBL3 right arm; E, EcoRI: B, BamHI: H,
Hindlll: K Kpnl.

skl Fig. 3).

HNgE s 2 wo] Avie} Al EAshr-go] Axna)
$A3] A e s Ae A Bord
DNAg}o] v s Ao 7) 2 3
Aol o2t copyrt EA8t7] witolefm A2ty
t}.
3.9 Kb BamH/ ETQ| subcloning X S8 x|
24 Xk =M

R meliloti®] nod 37k} 74gh EX3paeo w
°]& lambda CNS-19] 39 kbl BamHI 3] pBS
KS(+) vector 296 kbell subcloning ¥710.5% g}
He iy FEoRHE DNAE  Rostw
BamHI< V53 chekgh Algtans dog ¢ o3
71%8 &8k (Fig. 4a) nod DABC wAS o] f-she]
SAEN-S8F AHFig. 4b) 39kb BamHI Ao
subcloning #%1&& #ald = 3lglon, 57kb 9
HindIll, 2.8 kb2] Pstl, 5 kb2 Kpnl, 12]3. 6.5 kbe)
Sucl 7ol A EAJsmbgo] viebyt). BA shars
ol sk hehd 68kbel  EcoRI  A#e
polycloning site®] EcoRI 9143217} Aziyje] &
e Addel Zelavimelm@  ubcloned]  4M9)
DNA el Ajgha s 141597} ZA)617] oro-o
elw)gleh. weba) o] subclone®] 4F! DNAeli=
Hindlll, Kpnl Pstl %) Sacl2] <4397} 27} 3}

N

BB B EHUPKS

MBBEHPKSM

056~

(@) (b

Fig. 4. Restriction  digestion of pBiCNS-1(a) and
corresponding blot hybridized to R. meliloti nod
DABC probe(b).
M. Lambda/HindlI size marker; B'. BamHI
digested lambda CNS-1: E, EcoRI: H. Hindlll"
P, Psil: B, BamHI: K. Kpnl; S, Sacl.
Scale units are in kb.
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Fig. 5. Restriction map of pBICNS-1. Black box shows
region which hybridized to R. meliloti nod
DABC probe.

H. Hindlll: P. Pstl: B, BamHI. K, Kpnl: S.
Sacl.
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ABSTRACT: Molecular Cloning of nod Genes from Bradyrhizobium sp. SNU001

Ko, Serry, Woong Seop Sim* and Chung Sun An (Department of Biology. Scoul
National University, *Department of Biology. Korea University)

Molecular cloning of nod genes from Bradyrhizobium sp. SNUOOL, a nitrogen-fixing
symbiont isolated from the root nodules of soybean (Glycine max) , was carried out. nod
genes were found to be located on the genome of the symbiont by genomic hybridization
with 4.5 kb EcoRI/HindIIl {ragment (nod DABC) of Rhizobium meliloti as probe. Genomic
library of this symbiont was constructed using A phage EMBL3-BamHI vector, from which
five nod positive clones were selected by primary and secondary screening methods. The
partial restriction map of inserted genomic DNA of A CNS-I(clone 2) was constructed, and
3.9kb BamH! fragment, which showed strong hybridization signal to the probe, was
subcloned into pBS KS(+) plasmid vector. Partial restriction map of a selected subclone
(pBjCNS-1) was constructed and nod DABC was found to be located on the 1.8 kb Kpnl/Sact
fragment of this subclone.



