Figure 1: Isolation of microbes on solidified nutrient agar.
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Figure 2: Obtained pure culture of bacteria.
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Figure 3: PCR product was obtained on 1.2% agarose gel by gel electrophoresis. The PCR products shows a single
band confirming successful amplification at targeted region of 16S rRNA gene at 1500bp using 27 forward, 1492
reverse primer.

Lane 1: DNA Ladder at 100bp extended

Lane 2: PCR product of uncultured bacterium species (RSGO1 sample)

o JQ186096.1:391-1344 Uncultured bacterium clone BD07706 16S ribosomal RNA gene partial sequence
78| — ON259623.1:358-1311 Sphingobacterium cellulitidis strain N3 16S ribosomal RNA gene partial sequence

75
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KC252768.2:411-1364 Sphingobacterium sp. P031 16S ribosomal RNA gene partial sequence
82

0Q842264.1:366-1319 Sphingobacterium sp. strain WM 16S ribosomal RNA gene partial sequence
36 DQ366085.1:348-1301 Uncultured Flavobacterium sp. clone SQ4 Pitesti 16S ribosomal RNA gene partial sequence
JQ186493.1:391-1344 Uncultured bacterium clone BD07665 16S ribosomal RNA gene patrtial sequence
JF229830.1:389-1342 Uncultured bacterium clone ncd2633b12c1 16S ribosomal RNA gene partial sequence

oo JF708886.1:394-1347 Sphingobacterium mizutaii strain LMG 8346 16S ribosomal RNA gene partial sequence
97| — OM142504.1:383-1336 Sphingobacterium sp. strain DGC9 16S ribosomal RNA gene partial sequence
EU773912.1:397-1350 Uncultured bacterium clone CE2 a10 1 16S ribosomal RNA gene partial sequence
RSGO1

LT

NR 074235.1 Methanobrevibacter smithii ATCC 35061 strain PS 16S ribosomal RNA complete sequence

Figure 4: Phylogenetic analysis of the bacterial culture with sample RSGO1 ID under study.



Table 1: Preparation of polymerase chain reaction composition.

Component Component Volume

HI-PCR® REDy Master 12.5 pl
Mix

Forward primer 1.5 pl
Reverse primer 1.5 pl
+ 3.0
Nuclease free water 6.5 pl
Total reaction volume 22 pl

Table 2: RSGO1 sample showing similarity searches in sequence alignment

Sr. Sample Description LVIax. Total Query | E-value Percent
no ID Score Score covera Similarity
ge
1 RSGO1 | Uncultured | 1096 1096 100% 0.0 87.07%
bacterium




