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Supplementary Information

Method for 16S rDNA gene sequencing

Degenerate oligonucleotide primers 16s_Fw CCTACGGGNGGCWGCAG and 16s_Rv
GACTACHVGGGTATCTAATCC were used to amplify the 16S gene from each strain by
PCR. The 16S fragment was purified by gel extraction (Qiagen) and sequenced using Sanger
chemistry (Micromon, Monash University, Australia). Sequences were analysed using
Eztaxon! and identification of phylogenetic neighbours was conducted using BLASTN?

program against the database containing published prokaryotic representatives?.

Supplementary Table S1. Phylogenetic characterisation by 16S gene sequencing

Strains name  Length (base pairs)® Closest match® = Similarity %° Completeness %4
03-149.1 446 ATCC 19606 96.17 30.6

03-149.2 442 ATCC 19606 97.15 30.4

! Length of input sequence generated by sanger-based sequencing methodologies.

® Closest match determined by BLASTn against a database of published prokaryotic
representatives.

¢ Similarity based on BLASTn search against the closest match.
¢ Completeness accounts for the entire 16S gene of the closest match.



Supplementary Table S2. Mutations identified in the polymyxin-resistant 03-149.2 isolate

by high-throughput sequencing and variant calling to A. baumannii ACICU

Annotation by Sequence
similarity to A. Effect
baumannii ACICU 03-149.1 03-149.2
Hypothetical Protein CTTGAG GCTTGAG | Frame shift
PmrB Sensor Kinase AAGC A Amino acid deletion (A28-)
Phage-related protein G T Amino acid substitution

(1241L)
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Supplementary Figure S1. PCA score plot of the untargeted metabolomics dataset of
paired polymyxin-resistant 19606R and the wild-type ATCC 19606 and paired of
polymyxin-resistant 03-149.2 (blue and labelled with “2”) and polymyxin-susceptible
03-149.1 (red and labelled with “1”) clinical isolates. Each data set for individual strains
represents a total of 12 sample replicates (3 biological replicates and each with 4 technical
replicates). Yellow, pool quality control samples; purple, polymyxin-resistant 19606R; green,

ATCC 19606; blue, polymyxin-resistant 03-149.2; and red, polymyxin-susceptible 03-149.1.
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Supplementary Figure S2. Structures of lipid A in clinical A. baumannii isolates (a) 03-

149.1 and (b) 03-149.2.
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