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Table S1. Strains, plasmids and primers used in this study. 

Strain, plasmid, or primer Relevant characteristic(s) 
Source / 

Reference 

E. coli DH5α 
F− φ80dlacZ M15 (lacZYA-argF)U169 endA1 recA1 hsdR17(rK−, mK+ ) supE44 λ− 
thi-1 gyrA96 relA1 

Gibco-BRL 

E. coli BL21(DE3) (pLysS) hsdS gal (λcIts857 ind1 Sam7 nin5 lacUV5-T7 gene 1), pLysS (CmR) Stratagene 

pEX_A_VpstyA1 
VpstyA1 of V. paradoxus EPS (~1.25 kb NdeI/KpnI-fragment) cloned in pEX vector 
with additional multiple cloning site, (Ampr) 

This study 
Eurofins MWG

pEX_A_VpstyA2B 
VpstyA2B of V. paradoxus EPS (~1.75 kb NdeI/KpnI-fragment) cloned in pEX 
vector with additional multiple cloning site, (Ampr) 

This study 
Eurofins MWG

pET16bP 
pET16b (Novagen) with additional multi-cloning site, allows expression of 
recombinant proteins with N-terminal 10x His-tag 

Wehmeier  
(pers. comm) 

pSVpstyA1_P01 VpstyA1 of V. paradoxus EPS (~1.25 kb NdeI/KpnI-fragment) cloned in pET16bp This study 

pSVpstyA2B_P01 VpstyA2B of V. paradoxus EPS (~1.75 kb NdeI/KpnI-fragment) cloned in pET16bp This study 

pSVpAAAAA_P01 
VpstyA2_408-AAAAA_B gene in pET16bP (plasmid generated by site-directed 
mutagenesis using a fw_AAAAA/pET16-check-rev PCR-fragment as megaprimer) 

This study 

pSVpHHHHH_P01 
VpstyA2_408-HHHHH_B gene in pET16bP (plasmid generated by site-directed 
mutagenesis using a fw_HHHHH/pET16-check-rev PCR-fragment as megaprimer) 

This study 

pSVpWYHHH_P01 
VpstyA2_408-WYHHH_B gene in pET16bP (plasmid generated by site-directed 
mutagenesis using a fw_WYHHH/pET16-check-rev PCR-fragment as megaprimer) 

This study 

pSVpGQWCSQY_P01 
VpstyA2_408-GQWCSQY_B gene in pET16bP (plasmid generated by site-directed 
mutagenesis using a fw_GQWCSQY /pET16-check-rev PCR-fragment as 
megaprimer) 

This study 

pSVpWYHHHHH_P01 
VpstyA2_408-WYHHHHH_B gene in pET16bP (plasmid generated by site-directed 
mutagenesis using a fw_WYHHHHH/pET16-check-rev PCR-fragment as 
megaprimer) 

This study 

pET16-check-fw CATCACAGCAGCGGCCATATCGAAG [1] 

pET16-check-rev CAGCTTCCTTTCGGGCTTTGTTAG [1] 

fw_AAAAA TTCCTGGAAGCACGTGCGGCCGCGGCCGCGGTTGACCGCTTTGATC This study 

fw_HHHHH TTCCTGGAAGCACGTCATCACCATCACCATGTTGACCGCTTTGATC This study 

fw_WYHHH TTCCTGGAAGCACGTTGGTATCACCACCACGTTGACCGCTTTGATC This study 

fw_GQWCSQY TTCCTGGAAGCACGTGGCCAGTGGTGCAGCCAGTATGTTGACCGCTTTGATC This study 

fw_WYHHHHH TTCCTGGAAGCACGTTGGTATCACCACCACCACCACGTTGACCGCTTTGATC This study 

fw_TIVVV TTCCTGGAAGCACGTACCATAGTGGTGGTGGTTGACCGCTTTGATC This study 

Primer sequence direction is 5’→3’ 



 

 

 

Figure S1. Sensitivity of VpStyA2B towards putative Inhibitors determined by applying the 
NADH:FAD oxidoreductase assay. 

  



 

 

A) Sample from protein preparation; VpStyA2B 

 

B) FAD standard 

 

Figure S2. Flavin determination of denatured VpStyA2B 

The result obtained from protein preparation (A) showed a peak at the same elution volume as 

the standard of FAD shown in (B). Riboflavin and FMN had been determined as well, but only 

as standards and not from protein preparation. 
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Figure S3. SDS-PAGE analysis of protein preparations: VpStyA1 and VpStyA2B 
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