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Genome Sequence of Bacillus velezensis P1, a Strain Isolated from a Biofilm Captured on a Pig Farm Building

ABSTRACT The genome of the Bacillus velezensis P1 strain isolated from a biofilm on the wall of a pig farm was sequenced. The strain harbors many surface colonization genes involved in surfactant, matrix, and antibacterial synthesis.

S urface communities on the wall inside a pig farm building were sampled by using coupons installed on the surface for 31 days. Biofilms were recovered by scratching using a pipette cone and 30 mL of saline solution, and the bacterial suspension was treated for 10 min at 80°C to select heat-resistant spores. Plating the treated suspension on Trypticase soy (TS) agar at 30°C for 24 h allowed isolation of the P1 strain forming highly structured colonies on agar.

From a 280°C glycerol stock, the P1 strain was cultured in TS under agitation at 37°C overnight (;16 h). Genomic DNA was extracted and purified using the Monarch genomic DNA purification kit (New England Biolabs, Ipswich, MA, USA). DNA sequencing (DNA-seq) was performed at the GeT-PlaGe core facility (INRAE, Toulouse, France; www.genotoul.fr/en/). DNA-seq libraries were prepared according to Illumina's protocols using the TruSeq Nano DNA high-throughout (HT) library kit (Illumina, San Diego, CA, USA). Briefly, DNA was fragmented by sonication, size selection was performed using sample purification beads (SPBs) (kit beads), and adaptors were ligated to be sequenced. Library quality was assessed using the Agilent DNF-474 high-sensitivity (HS) next-generation sequencing (NGS) fragment kit (Agilent Technologies, Santa Clara, CA, USA), and libraries were quantified by quantitative PCR (qPCR) using the Kapa library quantification kit (Roche, Basel, Switzerland). DNA-seq experiments were performed on an Illumina NovaSeq 6000 system, using a paired-end read length of 2 Â 150 bp with the Illumina NovaSeq 6000 reagent kits (Illumina). Verification of the libraries was done using NanoDrop quantification (NanoDrop 8000; Thermo Scientific, Waltham, MA, USA). The reads (5,299,802 sequences, sequence length of 150 bp) were analyzed using tools available in Galaxy with default parameters (https://galaxy.migale.inrae.fr/) (1). De novo assembly was performed using Unicycler (Galaxy version 0.4.8.0) with quality control done with Quast (Galaxy version 5.0.2 1 Galaxy 3) (2, 3), and genome annotation was performed using the Prokaryotic Genome Annotation Pipeline (PGAP, annotation software revision 5.2) (4). The percent genome coverage is 201, and the size of the assembly is 3,901,648 bp, made of 26 contigs with a GC content of 47% and an N 50 value of 564,796 nucleotides. A total of 3,766 predicted protein-coding genes were detected with 78 tRNAs, 3 rRNAs, and 5 noncoding RNAs (ncRNAs). The bacterial species identified with more than 99.9% identity is Bacillus velezensis as determined by a BLAST search of the genome of 100 kb, using the nucleotide database collection of Bacillus (taxid: 1386) optimized for highly similar sequences. The Staramr tool (Galaxy version 0.7.2 1 Galaxy 0) revealed that B. velezensis P1 does not harbor antibiotic resistance genes (https://github.com/phac-nml/staramr) and that no plasmids were predicted. Different genes involved in biofilm formation were detected in the genome (i.e., eps, sps, cap, tapA!tasA, bslA) (5-7). Using the antiSMASH genome analysis tool, 5 antibacterial genes were detected, encoding with a coverage of more than 98% bacillibactin, macrolactin, bacillaene, difficidin, and bacilysin [START_REF] Blin | antiSMASH 5.0: updates to the secondary metabolite genome mining pipeline[END_REF][START_REF] Chen | Comparative analysis of the complete genome sequence of the plant growth-promoting bacterium Bacillus amyloliquefaciens FZB42[END_REF].

The biofilm formation and antimicrobial secretion properties of B. velezensis P1 are assumed to confer significant fitness to live and persist in the livestock building surface biotope.
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