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Figure S1: Targeted mutation confirmation. (A) Plasmid map for pMo130AprAwza-UpDown
containing Apramycin resistance gene, SacB for sucrose selection, and wza upstream and
downstream flanking regions. B) wza# was generated using a two-step selection process. Single
crossover insertional mutants containing the suicide vector pMol30Apr and complementary
upstream and downstream regions were selected for using apramycin resistance. Double crossover
deletion mutants were selected with serial passaging in sucrose. A wildtype revertant (wza-Rev)
was chosen as a control. Mutants were confirmed by PCR and sequencing. C) Confirmation of
successful single-crossover insertional mutants by PCR showing disruption of upstream region.
Lanes 1) H20, 2) Ab Lac-4, 3-10, single crossover clones 1-8. D) PCR showing wza gene still

present in wza#. Lanes 1) H20 2) Ab Lac-4 3) wza# 4) wza-Rev.



Primer Name

Primer sequence

Apr_Forward:

5'-agtgccgttgatcgtgceta-3’

Apr_Reverse

5’-cctccaacgtcatctegttcte-3’

PMo130_Forward

5'-tcgccccttttaattgagaaggtgatcgactgatgtcat-3

pMo130_Reverse

5’-gctectgtegeaattaccgegtgatattccacacattatacgagec-3

wza_Up_Notl_Forward

5-GTACTCTAGGCGGCCGCgttccagcagctttaagcacatc-3’

wza_Up_BamHI_Reverse

5-GTATGCTAGTAGGATCCcacaagaattacaacaagcggtgca-3’

wza_Down_BamHI_Forward

5-CTAGTATCTAGGATCCacagtggaaattaattgcactctgcac-3’

wza_Down_Sphl_Reverse

5-GTACTAGTACGCATGCtgttcttttgtaaagatggcgactttccata-3’

Table S1: Primers used in mutant construction.




