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Forage legumes rhizobia in this study were isolated from four tropical forage legumes;
Desmanthus virgatus, Stylosanthes hamata, Chamaecrista rotundifolia (wynn cassia) and
Centrosema pUbeSCenS. The high efficiency N,-fixation rhizobial strain were obtained from
Department of Agriculture, Bangkok. Characterizations of these strains were conducted along
with their physiological properties such as acid-base production, IAA production, intrinsic
antibiotic resistance profiles and 19 different substrates utilization (APIZYM-test). Genetic
relatedness was also determined. Using nif and nod probes for Southern blot hybridization
analyses and RAPD, REP-PCR for distinguishing among the strains were employed. In addition,
NifH and NOJA PCR-RFLP and 16S rDNA sequences were used to investigate the phylogenic
relationships. Characterization of effective D. VirgatUS rhizobia, it was found that most of them
were belong to fast-grower group. By using antibiotic resistant it was clearly showen that most of
them were susceptible to erythromycin. Moreover, among these strains non of them produced (-
monosidase and Ol-fucosidase. In case of D. VirgatUS rhizobia, one of them seemed to be the
Rhizohium tropiCi and the rest were closely related in intraspecies level. This was confirmed by
doing cross nodulation test between rhizobial strains and host plants, Phaseolus VU|gariS, prior to
detecting with direct nodule PCR approach, NifH and NOJA PCR-RFLP and 16S rDNA
sequences. However, when distinguish the other host plant rhizobia isolated from C. pUbescenS,
S. hamata and Ch. rotundifolia by using random primers and RFLP of nod-PCR products, the
result suggested that there were great divergents in each plant host. For C pUbeSCGHS rhizobia,
DASA24008 and DASA24015, sequences were aligned with the B, japonicum 83% identities and
100% identities but DASA24016 were aligned with RNiZODIUM SPP. 16S rRNA gene, respectively.
In case of O. NAMAtA rhizobia both of DASA25005 and 25015 were aligned with B. japonicum,

94% identities, on the other hand strain DASA25005 were aligned with R. etli, 98%. Ch.



rotundifolia rhizobia, DASA29007 were aligned with B. japoniCum, 96% identities, but
DASA29015 were aligned with Pseudomonas reactans, 98% identities.
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