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ABSTRACT Whole-genome sequencing and annotation have allowed planetary pro-
tection engineers to assess the functional capabilities of microorganisms isolated
from spacecraft hardware and associated surfaces. Here, we report draft genomes of
six strains isolated from the InSight mission, determined using Oxford Nanopore-
and lllumina-based sequencing.

he Interior Exploration using Seismic Investigations, Geodesy, and Heat Transport

(InSight) spacecraft was launched in May 2018 to explore the interior structure of
Mars using the HP; and SEIS instruments. Because it was classified as a planetary
protection (PP) sensitive mission, microbial cleanliness requirements were imposed on
the InSight mission, and PP sampling was performed using the NASA standard spore
assay throughout the life cycle of the project leading up to launch on 5 May 2018 (1).
The assay selects for hardy organisms capable of surviving heat shock at 80°C for 15 min
and growing on Trypticase soy agar (TSA) incubated for 72 h at 32°C. Resulting colonies
are subcultured and archived for long-term storage following previously established
procedures (2). Flight hardware components were sampled during final closeout activ-
ities dictated by integration timelines. Isolates generated throughout the life cycle of
the project were routinely identified with matrix-assisted laser desorption ionization—
time of flight mass spectrometry (MALDI-TOF MS) using previously established proce-
dures (2). Of particular interest were six strains isolated from various spacecraft surfaces
and surfaces of cleanrooms where the spacecraft was assembled. These six strains
originally were identified as belonging to the same species using MALDI-TOF MS and
subsequently were subjected to whole-genome sequencing and functional annotation
for further characterization.

Isolates were cultured on TSA plates and incubated for 24 h; once the purity of the
culture was confirmed, DNA was extracted using phenol-chloroform extraction and
ethanol precipitation (3). High-molecular-weight DNA (>20 kb) was isolated using a
BluePippin system (Sage Science, Beverly, MA, USA) with a High Pass Plus cassette.
Nanopore libraries were generated with the SQK-LSK109 1D genomic ligation kit
(Oxford Nanopore Technologies, Oxford Science Park, UK). Reads were generated with
an R9.4.1 flow cell using a 48-h script. Default parameters were used for all software
tools unless otherwise noted. Reads were base called with Guppy v2.3.1+1b9405b6 (4),
demultiplexed with Deepbinner v0.2.0 (5), trimmed of adapters with Porechop v0.2.4,
and assembled with Canu v1.8 (6). For Illumina-based polishing, libraries were se-
quenced on a MiSeq platform with paired-end 300-bp v3 chemistry. Reads were
trimmed and filtered using Cutadapt v2.5 (7). Reads were then aligned and used to
polish the assemblies with NextPolish v1.1.0 using default parameters (8). The assem-
bled draft genomes were submitted for annotation using the NCBI Prokaryotic Genome
Annotation Pipeline (PGAP). Assembly statistics for all six strains are provided in Table 1.
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Taxonomic identification was performed using both average nucleotide identity

(ANI) analysis using the Ortho-ANI algorithm (9) and pairwise comparisons of the 16S
rRNA sequences extracted from whole-genome sequences against both the nonredun-
dant/nucleotide and 16S rRNA type strain databases using BLASTn. Based on these
techniques, all six strains belonged to Bacillus megaterium.

Several strains were annotated with putative genes that may have potential appli-

cations in the biotechnological or pharmaceutical industries. Strain IN_103 had a
putative gene coding for a branched-chain amino acid (BCAA) aminotransferase, which
catalyzes the formation of a-ketoacids and BCAAs (10). IN_903 had putative genes
coding for 5-aminolevulinate synthase, which catalyzes the formation of tetrapyrroles
(precursors to hemes); this enzyme has been utilized to biosynthetically produce
tetrapyrrole compounds (11). Strain IN_866 had a putative gene coding for a flavin
reductase, which has been utilized in gene-directed prodrug therapies to target tumor
hypoxia (12).

Data availability. The draft genomes of all six strains have been deposited in

DDBJ/EMBL/GenBank under the accession numbers provided in Table 1.
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