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* Microbial identification is extremely relevant for parenteral drug pharmaceutical industry.

* Pre-requisite for a Contamination Control Strategy (CCS) implementation.

» Some microbial identification methodologies are not appropriate for environmental microorganism identification.

* Pharmaceutical production environments: potential for new species discovery; microbiota little explored and studied.

* Matrix-assisted laser desorption ionization-time of flight/mass spectrometry (MALDI-TOF/MS): fast and accurate methodology; limited

database.

» Aliidiomarina spp.: Gram-negative, heterotrophic, aerobic and motile rods.

Objective:

The aim of this study was to expand the MALDI Biotyper® database with an Aliidiomarina strain isolated in an immunobiological
pharmaceutical facility after 16S rRNA sequence analysis.

Methodology:
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ID Message Confidence Level | % Probability
Excellent 96-99
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Unidentified or Inconclusive <95
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16S rRNA gene sequencing {ﬂ“

with MicroSEQ™ Full Gene MALDI Biotyper®
- analysis

MALDI Biotyper®

Range

16S rDNA Sequencing kit
after database

2,00 - 3,00

_ Identification Level |% Probability e expanSiOn

1.70-1.99

Low confidence species identification SpeCieS 2987 Sequence anaIySIS and ExpanSIOn Of MALDI Blotyper® database

0.00-1.69

D (conus =97.0 phylogenetic evaluation

4 [— Idiomarina aquatica SN-14 PIPS010000077
Idiomarina sp. X4 CP025000

i Aliidiomarina sp. TX1A 84 F]152636
Aliidiomarina minuta MLST1 PIPL01000005"

16S rRNA sequencing MALDI Biotype r® after 7S *"‘GO{ { Aliidiomarina sedimenti GBSy1 PIPN01000008"

MALDI
Strain VITEK® 2 ® s1|! Aliidiomarina soli Y4G10-17 PIPO01000008"
. o . .
Biotyper (%) database expansion (score) Aliidiomarina maris CF12-14 PIPK010000307
Aliidiomarina sezms| T Aliidiomarina sp. Crater Lake isolate X92129
B602/23 Not identified Not Identified . . Aliidiomarina sp. (2.21) Aliidiomarina iranensis GBPy7 PIPJ01000017"
quisquiliarum (97.2%) wens|  — Aliidiomarina shirensis AIS PIPP010000117
87.7/80 Aliidiomarina celeris F3105 KY941136'
Table 1: Results of B602/23 identification by VITEK@2, MALDI Biotyper® Aliidiomarina sp. QA8 GQ202579
(before and after database expansion) and 16S rRNA sequencing. AIRiGERemaCaal0R KISEEIERSANS EIRASEas:
i Aliidiomarina halalkaliphila IM1326 MN155747"
—— Aliidiomarina indica SW123 MT549675"
Aliidiomarina sanyensis GYP-17 PIPM01000026"
99.2/93 w03 [ Aliidiomarina sp. HL-53 LN899469
S Aliidiomarina sp. B3213 QMKJ01000006
Figure 1. Maximum-likelihood tree based on almost complete sequences of the 16S rRNA gene B602/23 OR373880
showing the phylogenetic position of B602/23 with the closest 20 strains. Values on the node indicate =) A’"d";':f;:;:Q;qu!.'j:;:n:f Sisféfmooooﬂ
. Hnai ri I /
SH-aLRT/bootsrap values. Colwellia psychrerythraea ATCC 27364 was used as an outgroup. The Colwellia psychrerythraea ATCC27364 AB011364T

scale bar represents changes per nucleotide position.

Conclusions:

* Molecular identification of Aliidiomarina spp. by full 16S rRNA gene sequencing and expansion of MALDI Biotyper® database Is an
effective tool to Improve microorganism identification in pharmaceutical industry, contributing to CCS approaches.

 Whole genome sequencing, average nucleotide identity, genome-to-genome distance calculator and GC content will be necessary to
better characterize B602/23 and maybe describe it as a new species of the genus Aliildiomarina.
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