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Supplementary Figure 1. The binding mode of LecB interacting with α-1,2’ mannobiose. The 32 

disaccharide is highlighted in the red box, while water molecules are represented in cyan, Ca+2 33 

in green and the remaining are LecB amino acids involved in the interaction. 34 
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Supplementary Figure 2. Superimposition of PAO1 LecB-Psl and PA14 LecB- α-1,3’ 

mannobiose interactions. PAO1 LecB is represented in white, while PA14 LecB is 

represented in blue. For the saccharides, the pentasaccharide from Psl is represented as α-D- 

mannopyranose in cyan, β-D-mannopyranose in grey, α-L-rhamnopyranose in orange, and β-

D-glucopyranose in yellow, while the disaccharide α-1,3’ mannobiose is represented in cyan 

and violet. 
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Supplementary Figure 3. LecB presence leads to increased roughness of 

biofilms. The presence of complex structures in a biofilm can be determined by the 

roughness measurements from COMSTAT. We observed that in the absence of LecB, 

(ΔlecB, ΔcdrA ΔlecB, and ΔcdrA ΔlecB pBADcdrAB) biofilms possessed roughness 

close to zero, meaning a very smooth surface, the introduction of lecB leads to 

increased roughness, which can be interpreted with a more uneven surface 

charactherized by the presence of aggregates. All COMSTAT measurements were 

performed in 9 images from 3 different experiments per condition. *** p < 0.0001, t-test, 

n > 3. 
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Supplementary Figure 4. PAO1 ΔlecB does not display a defective phenotype when 

grown in LB. (a) 4 day-old biofilm of PAO1 grown in LB 1%. (b) 4 day-old biofilm of PAO1 

ΔlecB grown in LB 1%. Scale bars = 25 µm. 62 
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Supplemntary Figure 5. CdrA levels are reduced in biofilms grown in NB. (a) Western blot 

from 6 day-old tube biofilms developed using anti-CdrA. (1) PAO1 grown in LB, (2) PAO1 grown 

in NB, (3) PAO1 ΔcdrA grown in LB, and (4) purified CdrA. (b) Western blot from 6 day-old tube 

biofilms developed with anti-LecB. (1) PAO1 grown in LB, (2) PAO1 grown in NB, (3) PAO1 

ΔlecB grown in LB, and (4) purified LecB. 86 
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Supplementary Figure 6. LecB mutant display defective mature aggregate 

formation in silicone tube biofilms. PAO1 6-day old biofilm display the surface 

completely covered by cells with the presence of mature aggregates, while ΔlecB 

biofilms are characterized by zones void of cells and zones containing 

microaggregates. Scale bars = 25 µm. 
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Supplementary Figure 7. Adherent fraction shows the same levels of Psl retention on tube biofilms.113 

Dot blot of adherent fractions derived from ΔlecB pJNLecB without or with 0.2% arabinose 6-day old 114 

tube biofilms. Immunodetection was performed using anti-Psl antibodies. Expression of lecB 115 

does not affect the levels of retained Psl when compared to the uninduced condition. 116 
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Supplementary Figure 8. LecB possess binding affinty towards α-mannobiose, 

but not β-mannobiose. ITC titration data of (a) α-1,2’ mannobiose (Psl side chain) into 

purified LecB, (b) α-1,3’ mannobiose into purified LecB (not present in Psl) and (c) β-1,3’ 

mannobiose (Psl linear chain) into purified LecB. 147 
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Supplementary Table 1. Bacterial strains, plasmids and primers used in this study. 148 
149 

Bacterial strains 
Relevant genotype or 
characteristics 

Source 

PAO1 Wild type 1

PA14 Wild type 2

PAO1 Δpsl ΔpslBCD; markless 3

PAO1 ΔcdrA ΔcdrA 4

PAO1 ΔlecB ΔlecB; markless This study 
PAO1 ΔcdrA ΔlecB ΔcdrA ΔlecB; markless This study 

Plasmids 

pJN105 araC-PBAD cassete cloned into 
pBBR1MCS5, Gmr 

5

pJNLecB lecB cloned into pJN105, Gmr This study 
pMJT-1 araC-PBAD cassete from pJN105 

cloned in pUCP18, Apr 

6

pBADCdrAB cdrA and cdrB cloned into pMJT-1, 
Apr 

4

Primers Sequence 

lecB UpF GATCGAGCTCGGCGACCAGGTGACGCAGTATA 

lecB UpR CACTCCTTGTGTTGCCATGGTG 
lecB DownF AACACAAGGAGTGATCAACTGGCCGCTCGGCTA 
lecB DownR GATCTCTAGACTCGGCTGGTTCTGCCTGTT 

lecB over Fw ATCTGCAGCAGTGGAGATACACCATGGCA 
lecB over Rv GCACTAGTGAACTCCTAGCCGAGCGG 
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