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Fig.1 Insertion site analysis and phylogenetic tree of L. japonicus rops LORE1 mutants based on amino acid sequences
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i DNA B0 i 4 5 g A vk 28 28 5 W00 i BEK/NAAF RS PCR 72# . A The developments of some LORE1 insertion homozygote mutants

are weaker(Bar=1 cm); B:Primer pair F/P2 was used to amplify the insertion fragment.and F/R was used to amplify the uninserted

genome.PCR products were confirmed by sequencing and correctly match the predicted sizes of DNA fragments in agarose gels.
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25 8 EMCx . P<<0.05; * % ;P<C0.01), F[d], rops M, generation mutants were inoculated with M. loti ,which constitutively ex-
presses GFP.Compared with the control plants 7 d post inoculated with M. loti.A: The number of ITs per plant in the rop-likel homo-
zygote lines.B: The numbers of ITs per centimeter of rop-like1 homozygote lines.C: The number of ITs per plant in the rop-like4 homo-
zygote lines.D: The numbers of ITs per centimeter of rop-like4d homozygote lines. Asterisks ( * ) indicate statistically significant differ-
ences( * ; P<C0.05; * * ;P<C0.01) between treatments and controls as determined by Student’s z-test. The same as follows.
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Fig.3 Effects of L. japonicus rop-likel and rop-like4 plants on infection threads
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(NP); A4 N &% 058 6% 7% TPs Its . NPs. Bar= 50 pum; B:rop-likel #) IPs Its\NPs B 8; C:rop-liked ) IPs Tts \NPs B4,
rops My generation mutants were inoculated with M. loti , which constitutively expresses GFP. Seven days after inoculation, the num-
bers of infection pockets (IP), infection threads (IT) and nodule primordia (NP) were recorded under a fluorescent microscope.
A:Green signals indicate rhizobium cells in the IPs,ITs or NPs. Bar= 50 pm.B:Numbers of IPs,ITs and NPs per plant of rop-likel.
C:Numbers of IPs,ITs and NPs per plant of rop-like4.
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Fig.4 Effect of L. japonicus rop-likel and rop-like4 plants on rhizobia invasion
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ule numbers per plant.Nodule numbers per plant reduced significantly in rop-like]l mutant.C:Nodule numbers of per centimeter.
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Isolation and identification of small GTPase ROPs

retrotransposons insertion mutants in Lotus japonicus

LI Bixuan ZHANG Qing ZHU Hui ZHANG Zhongming

State Key Laboratory Agricultural Microbiology/College of Life Science & Technology
Huazhong Agricultural University sWuhan 430070,China

Abstract Six ROPs related gene mutants were found through screening mutants library of the Lo-
tus retrotransposons 1 insertion (http://users-mb.au.dk/pmgrp).Different homozygote M1 and M2 gen-
eration seeds were obtained by the isolation and PCR identification.Results of identification and statisti-
cal analysis of M, generation symbiotic phenotype showed that the root nodules primordium numbers per
plants of rop-likel homozygote were significantly decreased compared with those of wild type.Both the
numbers and density of infection threads per plant in rop-like4 homozygote were also significantly de-
creased. The nodule numbers of rop-likel homozygote decreased significantly in comparison with those
of wild type after 14 days inoculation.It will provide evidence for further studying ROPs function and
regulatory mechanism in rhizobium infection and the process and development of nodules organs.

Keywords Lotus japonicus; LORE]L; retrotransposons; Rho-related GTPase of plants
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