Table S3: Primers used in the study

Primers Sequence (5' - 3')

Strain identification

™7 F AATGATACGGCGACCACCGAGATCTACACGTTCAGAGTTCTA
- CAG
Tn7 R2 CAAGCAGAAGACGGCATACGAGATxxxxxXGTGACTGGAGTTC
- AGACGTGTG
KCGbTn7TTSV3E2 AGCTTAGATCGGAAGAGCACACGTCTGAACTCCAGTCACCCC
GGGCTGCAGGAATTCCT
KCGbTn7TTSV3R1 TGATCGTCGGACTGTAGAACTCTGAACGTGTAGAACTAGTGA
GCTCATGCATGA
Ancestor IDP
PA14-1 F ATCACAAAAGGACATGC
PAO1-B11_F ATCAGTGTCGTGGGTGC
B23-2_F ATCAGCCTATTGTGTGC
CF18-1 F ATCAGTTACGTCAATGC
MSH10-2_F ATCATATCAGATTTTGC
S54485-1 F ATCATTAAACTAGGTGC
Al07-08_R GCTTATGTGCCACCAATCAACAG

WSpA compementation®

wt-wspA_A taaaacgacggccagtgccaagcttGCGCTGATGGTCGAACTG
wt-wspA B gtgacctgcaCCGAAGAACGCTGGGCCT

wt-wspA C cgttcttcggTGCAGGTCACCACCTCGG

wt-wspA_D cagctatgaccatgattacgaattcACTCCGGCGGGAACAGCA

Generation of nucleotide barcodes
GTTCTACAGTCCGACGATCANNNNNNNNNNTGCGCCGTAGT

KCGbTn7TagF1 CCCAATGAAAAACCTATGG

KCGbTTagR1  |TCACAGGGTTCAGATICCTGATGCTACCCAAMACAAAGTCE

KCobTnTTagr2  AGGAATCTGAACCCTGTGAATGTGGGGGTCGCRCGCATAGA

KeGbTTagRs  ACTCTAGGTGTGACAACGTAGCATGCAGCCTCATGCCTAACT

KCGbTn7Tagrs  TACGTTGTCACACCTACACTGCTCGAAGTAAATATGGGAAGE
GCGCGGCCTGGCCCGAGG

KCObTNTTagRs  CACCAATCAACAGTTAACGAACACGTGGCGGCGCOGAACGT

KeGbTmTagrs  [CCTTAACTGTTGATTGGTGGCACATAAGCARTACCGTAGTC

keGbTrrTagRa  CTOCTCTICCGATCTAAGCTAGACATGCTGATATCAAAGCACT

axxxxxx indicates the strain-specific barcode sequence (Table 1).
® underlined indicates the strain specific barcode sequence (Table 1).
¢ Lower case is specific to pEX18Ap. Upper case is specific to wspA



