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Abstract: Bacteria are important functional microorganisms in Tibetan kefir/grains, and play an important role in their formation and

ology, Tianjin University of Science

functions. Therefore, exploring the bacterial species in Tibetan kefir grains is of great significance. Polymerase chain reaction-denaturing
gradient gel electrophoresis (PCR-DGGE) and 16S tDNA:seq
B, and C) from different places. The DGGE results showed

were used to study the bacterial diversity of three Tibetan kefir grains (A,

ichness indices in Tibetan kefir grains were between 12 and 16, the diversity
indices of all samples were between 1.79 and 2.11, and the imila.l‘{ty indices were between 0.62 and 0.77. The PCR-DGGE dominant bands
were cut and sequenced, and the results indicated that the dominant bacteria belonged to Lactobacillus kefiranofaciens, Lactococcus spp.,
Lactobacillus spp., Streptococcus thermophilus, Lactobacillus kefir, Aeromonas spp., and Acetobacter spp. This work provides a theoretical basis

for the development of microbial resources and the.acceleration of the industrial production of Tibetan kefir grains.
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Fig.1 Agarose gel electrophoresis of 16S rDNA PCR products
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]2 165 rDNA V3 X4/  ER[E]
Fig.2 Agarose gel electrophoresis of 16S rDNA V3 region
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Fig.3 PCR-DGGE analysis of 16S rDNA V3 region
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Table 1 Abundance and dominance of DGGE bands of bacteria in Tibetan kefir grains

) MBS %
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2 3 4 6 7 8 9 10 11
A 16 /0569 1326 25903 1648/ / / 8.656  14.027
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HER
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Table 2 Similarity of bacterial community in Tibetan kefir
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Fig.4 Dendrogram with homology-coefficient of different SHI21 5, PAREER A K17 518 5. JfFd
Tibetan kefir grains P2 NCBI I BLAST LbXF &5 5 L3R 3:
A= 1) 22 FEREA B BRI E VIR T 7T 1Y)
4 7% 3 DGGE $EL EIEFHFIIELRIEER
- Table 3 Closest match identification of DGGE bands
@ ﬂi% ! LAST 4% -5 45 F/bp BFE5 REXEZBEY%
\ 3B A AT E (Lactobacillus kefiranofaciens) 198 KT368993.1 100
( Bs I ZLIB AR AT H (Lactobacillus kefiranofaciens) 198 KT368992.1 100
C9 3 Lia‘ii:ﬁ/%(Lactococcus) 198 KM021302.1 99
B10 FUAFH B (Lactobacillus) 198 JQ394820.1 100
Bl11 % A4k 3R E (Streptococcus thermophiles) 199 KT124584.1 100
Al7 F3E RIAFE (Lactobacillus kefir) 198 K(C845576.1 99
Al8 "Lﬁ}]@%ﬁ/%(Aemmonas) 198 KT727994.1 100
C21 BEBR ) B (Acetobacter ) 173 KP966444.1 100
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( Streptococcus  thermophilus )~ FF 3F /R FL #F
(Lactobacillus kefir)« SN JE (deromonas) FIlE
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100 Acetobacter sp. KP966444. 1
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Aeromonas veronii strain KT371350.1

[&] 5 DGGE #5155 5 GenBank HHEFEFHHXFFRIMBINE S H7
Fig.5 Similarity analysis of the sequences derived from DGGE
bands and related sequences from GenBank
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