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Table 1 List of DNA oligonucleotides used in this study
Oligonucleotide Sequence(5% 39 Reference
U968-GC CGCCCGGGGCGCGCCCCGGGCGGGGCGGG [13]
GGCACGGGGGGAACGCGAAGAACCTTAC
L1401 CGGTGTGTACAAGACCC [13]
8f CACGGATCCAGAGTTTGAT(C/T)(A/C)TGGCTCAG [15]
1510r GTGAAGCTTAGGG(C/T)TACCTTGTTACGACTT [15]
T7-long (THEBEN) TTTCTAATACGACTCACTATAGGCCGCCAGCG [11]
SP6-long (SPARTA) TTTATTTAGGTGACACTATAGATTAGGCCGCCAGCG [11]
Short (KORINT) CTGGCGGCCTACCA [11]
T7-RDA AATACGACTCACTATAG [10]
SP6-RDA ATTTAGGTGACACTATAGA [10]
T7 TAATACGACTCACTATAGG Promega
SP6 GATTTAGGTGACACTATAG Promega
Lab0159 CGGTATTAGCACCTGTTTCC [16]
L-*-0TU171-0077-a-S-2 ACTTCGTAATGACGTTG [11]
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Fig. 2 Phylogenetic tree of strain S1 and Clone S derived from 16S rRNA gene sequences. Streptococcus suis was used as an outgroup.
The topology of the tree was estimated by bootstraps based on 1000 replications. Numbers at nodes are percentages supported by boot-
strap evaluation. The reference bar indicates 2% sequence dissimilarity.
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Fig. 3 PCR products obtained by using Lactobacillus so-
brius-specific primers. M. Marker; 1, L. sobrius 001"; 2. Lacto-
bacillus sp. S1; 3. Clone S; 4. L. delbrueckii subsp. related clone;
5. L. pontis related clone.
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Fig. 4 Products of genomic DNA of two strains digested with
Cfol. M. Marker; 1. strain 001"; 2. strain S1.
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Fig. 5 PCR products of Driver amplification by using primer
T7-RDA. M. Marker; 1. strain 001"; 2. strain S1.
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Fig. 6 PCR products of RDA amplification by using primer
SP6-RDA. M. Marker; 1. Tester S1, Driver 001"; 2. Tester 001",
Driver S1; 3. Tester S1; 4. Tester 001"
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Comparison of two Lactobacillus strains isolated from piglets in different
area by using representational difference analysis

Yong Su, Wen Yao, Weiyun Zhu"
(Laboratory of Gastrointestinal Microbiology, Nanjing Agricultural University, Nanjing 210095, China)

Abstract: [Objective] To identify Lactobacillus sp. strain S1 from the intestine of piglet, and compare the genomic dif-
ference between this strain and Lactobacillus sobrius 0017. [Methods] Analysis of 16S rRNA gene sequence and spe-
cies-specific polymerase chain reaction assay were used to identify Lactobacillus sp. strain S1. Representational differ-
ence analysis (RDA) was used to compare these two strains. [Results] The 16S rRNA gene sequence analysis of strain S1
showed that its closest known species in the GenBank database was L. sobrius. Denaturing gradient gel electrophoresis
analysis showed that the predominant bands in profiles from bacteria in the jejunum and ileum of piglets had the identical
migrating position with strain S1. Cloning and sequencing of 16S rRNA gene analysis revealed that this band matched
clone (Clone S) was also related closely to L. sobrius. Phylogenetic analysis of 16S rRNA gene showed that homology
between strain S1 and Clone S was 99.8%, and that between strain S1 and L. sobrius was 99.6%. Both strains could be
detected in 1.2% agarose gel by L. sobrius-specific PCR assay. Recently, RDA has been adapted to study the genomic
diversity of bacterial strains. This analysis showed that there was no genomic difference between the two strains.
[Conclusion] Piglet-derived strain S1 belonged to L. sobrius. Piglet-derived L. sobrius 001" and L. sobrius S1 were the
similar strain.
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