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ABSTRACT Bacillus cereus is mainly associated with foodborne illness but sometimes
causes nosocomial infections. We previously reported that B. cereus strains of a specific
sequence type, ST1420, were associated with nosocomial infection. Here, we determined
the complete genome sequences of B. cereus strains isolated from nosocomial infection
cases in Japanese hospitals.

B acillus cereus is a Gram-positive bacterium that typically causes foodborne illness
characterized by vomiting and diarrhea (1). Especially in immunocompromised patients,

the species also causes severe nongastrointestinal infections such as bacteremia, endocarditis,
meningoencephalitis, and pneumonia, resulting in nosocomial infection in some cases (2–8).
We previously analyzed the B. cereus strains isolated from nosocomial infection cases in three
hospitals in Japan using multilocus sequence typing and revealed that strains of the specific
novel sequence type 1420 (ST1420) were present in all three hospitals (9). As the cases occurred
in different years and all hospitals were distantly located from each other, the result suggested
the ST1420 could be a prevalent ST in recent B. cereus nosocomial infection cases in Japan (9).

From each of the three hospitals, we chose 4 ST1420 and 4 non-ST1420 strains and
conducted whole-genome sequencing (9). Each strain was first inoculated into lysog-
eny broth (LB) agar plates from a glycerol stock and incubated at 37°C for 16 h. Next, a
single colony was picked into 2 mL of LB medium and was grown by shaking at
144 rpm at 37°C for 16 h. Genomic DNA was isolated from the liquid culture using the
QIAamp PowerFecal Pro DNA kit (Qiagen). Sequencing libraries for short reads were
constructed using Nextera XT DNA library prep kit (Illumina) and sequenced using
MiSeq reagent kit v3 (600 cycles) and MiSeq (Illumina), producing 300-bp paired-end
reads. For long-read sequencing, genomic DNA was not sheared nor size selected and
directly used for the construction of libraries using ligation sequencing kit (catalog no.
SQK-LSK109, Oxford Nanopore Technologies) with indexing by native barcoding expan-
sion kit (catalog nos. EXP-NBD104 and EXP-NBD114) and sequenced using MinION with
R9.4.1 flow cells. N50 values were distributed from 7 to 13 kb for each strain.

Short reads produced by MiSeq were first filtered with Trim Galore v0.4.2 for trimming
adapter sequences and quality filtering with --paired and --nextera options. Long reads
were basecalled using Guppy v3.3.0 and used for de novo assembly using Canu v1.8 (10)
with options of “corMhapOptions=--threshold 0.8 --ordered-sketch-size 1000 --ordered-
kmer-size 14” and “correctedErrorRate=0.105 corOutCoverage=1000.” Assembled contigs
were polished with trimmed short reads using Pilon v1.23 with the default parameters
(11). Repeats at both ends of contigs were detected by dotplot using Gepard (12), and
the repeats were removed manually for circularization.

Genome sequences were annotated and rotated using DFAST v1.2.5 with options of
“--organism ‘Bacillus cereus’ --complete t --fix_origin -seq_types chromosome,plasmid
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--seq_topologies circular,circular --step 1” (13). All raw reads and complete genome
sequence data were deposited into DDBJ, with accession numbers and other details
shown in Table 1. All strains possessed a chromosome of about 6 Mbp and also pos-
sessed 1 to 12 plasmids. Genome comparison analysis of these strains with other
strains of the Bacillus cereus group is currently underway and will be reported in subse-
quent reports.

Data availability. Genome accession numbers in public databases are listed in
Table 1.
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