
Table S1. qRT-PCR primers/probes used in this study 
Blon0248 R AGCGACGGACGAAGTGC 
Blon0248 F ATTCCGCCGTGACGCTT 
Blon0248 TM 6FAM-CCACTTCCGAGGCCGGAACAT--BBQ 
Blon0426 F GATGTGGATTCCGCAACC 
Blon0426 R AAACGCACGACCTGAGG 
Blon0426 TM 6FAM-TGGCAACGTTGTCGTGGAGGC—BBQ 
Blon2335 F CCTGTTCAACCAGGATGAGTC 
Blon2335 R CCGTCCACGACGAAGTAG 
Blon2335 TM 6FAM-TCTGGCTTCCATCTGGCCGATCAT--BBQ 
Blon2336 F ATCACGCTCACCCTCCC 
Blon2336 R ACATCGTCGAAGCGGAGT 
Blon2336 TM 6FAM-AGCCCACGACGATCAACGCCA--BBQ 
0346F-q  ACCATCACGGCTACCTGTTC           
0346R-q ACGGGCATCCGTTTATTACA      



Table S2: Crystallographic statistics 



Table S3. α-L-fucosidase characteristics 

Enzyme Optimum expression 
conditions 

Optimum 
pH enzyme 

Optimum 
Temperature 

Blon_0248 28°C 0.5 mM IPTG 6h 6.5 37°C 

Blon_0426 28°C 0.5 mM IPTG 6h 6 37°C 

Blon_2335 37°C 0.5 mM IPTG 6h 7.5 37°C 

Blon_2336 37°C 0.5 mM IPTG 6h 6.5 37°C 

Blon_0346 28°C 0.5 mM IPTG 6h 6 37°C 
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Figure S1. Digestion of fucosylated HMO with 
recombinant fucosidases. HMO standards were 
obtained from a commercial source. Incubation 
with Blon_0248 (A); Blon_0426 (B); 
Blon_2335 (C); Blon_2336 (D). 



Table S4. Substrate preferences of HMO cluster fucosidases 
Blon_2335	   Relative	  activity	  
2’ Fucosyl lactose 91.90% 
3’ Fucosyl lactose 53.90% 
H-disaccharide 100% 
Lewis a 48.90% 
Lewis x 26.80% 

Blon_2336 
3’ Fucosyl lactose 100% 
Lewis a 47.20% 
Lewis x 70.60% 


