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ABSTRACT Mycobacterium marinum is a ubiquitous nontuberculous mycobacterium that
causes infections in various animals. Here, we report the annotated draft genome sequences
of 25 strains isolated from vertebrates, invertebrates, and environmental components in
aquaria and an aquaculture farm in Japan, sampled between 2015 and 2020.

M ycobacterium marinum is a nontuberculous mycobacterium (NTM) and zoonotic
pathogen that has been isolated from mammals, fish, amphibians, reptiles, birds,

invertebrates, and protists (1–8); M. marinum is also widely distributed in nature, especially
in aquatic environments (9–13). We sequenced the genomes of 25 strains of M. marinum
that had been isolated from vertebrates, invertebrates, and environmental components in
aquaria and an aquaculture farm in Japan between 2015 and 2020.

Bacterial isolations from the samples were conducted on two different culture media, i.e.,
Middlebrook 7H11 agar supplemented with 10% BBL Middlebrook oleic acid-albumin-dex-
trose-catalase (OADC) enrichment (Becton, Dickinson and Company) and 0.5% Tween 80 or
slants of 2% Ogawa egg medium (Kyokuto Pharmaceutical Industrial Co., Ltd.), following
chemical decontamination with N-acetyl-L-cysteine–sodium citrate NaOH, 4% NaOH, or 1
N HCl. Isolates were confirmed to beM. marinum through phenotypic and molecular exami-
nations, as reported previously (14).

Frozen stocks (280°C in 20% glycerol) of M. marinum strains were streaked onto the
Ogawa egg medium slants, and single colonies were grown at 25°C for approximately
2 weeks. Bacterial pellets were boiled at 95°C for 15 min, frozen at 220°C overnight, and
crushed twice (4,500 rpm for 1 min) by using MicroSmash (TOMY Digital Biology Co.,
Ltd., Japan), and then genomic DNA was extracted using the NucleoSpin Plant II kit
(Macherey-Nagel GmbH & Co. KG) according to the manufacturer’s instructions.
Sequencing libraries were prepared using the Nextera XT DNA library preparation kit
(Illumina). The libraries were sequenced on the Illumina HiSeq X system (2 � 150 bp), as
performed by Macrogen Japan Corp. The quality of raw reads was assessed with FastQC
v0.11.9 (15). The sequence reads were trimmed for quality using fastp v0.20.1 (16) and
assembled de novo using Platanus_B v1.1.0 (17). Genome completeness and contamination
were assessed using CheckM v1.0.7 (18), and automated annotation was conducted with
the DNA Data Bank of Japan (DDBJ) Fast Annotation and Submission Tool (DFAST) (https://
dfast.nig.ac.jp). The annotated assemblies for all 25 strains were deposited in the DDBJ.
Average nucleotide identity (ANI) values between the query and genomes of the reference
strains, namely, Mycobacterium pseudoshottsii JCM 15466 (GenBank accession number
AP018410.1), Mycobacterium shottsii JCM 12657 (GenBank accession number AP022572.1),
Mycobacterium liflandii 128FXT (GenBank accession number CP003899.1), Mycobacterium ulcer-
ans Agy99 (GenBank accession number CP000325.1), M. ulcerans SGL03 (GenBank accession
number LR135168.1), M. marinum MMA1 (GenBank accession number CP058277.1), M.
marinum M (GenBank accession number NC_010612.1), M. marinum E11 (GenBank
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accession number HG917972.2), M. marinum CCUG 20998 (GenBank accession number
CP024190.1), and M. marinum ATCC 927 (GenBank accession number AP018496.1), from the
National Center for Biotechnology Information (NCBI) were calculated using FastANI Galaxy
v1.3 (https://usegalaxy.eu/root?tool_id=toolshed.g2.bx.psu.edu/repos/iuc/fastani/fastani/1.3).
Default parameters were used except where otherwise noted.

The 25 strains were closest to M. marinum, with ANI values of 98.8% to 99.6%. The draft
genomes were found to be 97.0% to 99.5% complete and to contain 0.5% to 3.1% contami-
nation. All other genomic statistics are given in Table 1.

Data availability. The genome sequencing and assembly projects have been deposited
in the DDBJ under BioProject accession number PRJDB12467. See Table 1 for the DDBJ
Sequence Read Archive (DRA) and DDBJ accession numbers.
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