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Figure S1. Analysis of the thirteen anƟ-Stx2B VHHs selected for the develop-
ment of the capture ELISA. VHHs were evaluated by direct ELISA against the 
recombinant proteins BLS-Stx2B and GST-Stx2B. Wells coated with BLS, GST or 
non-coated were used as controls. ReacƟvity values obtained coaƟng the 
microplate wells with GST were similar to those obtained with BLS (data not 
shown). The family to which each VHH belongs is indicated.



Figure S2. GeneƟc organizaƟon and sequence analysis of VHHs. (A) GeneƟc organizaƟon of VHHs. 
The four conserved framework regions (FR) are indicated in grey. Hypervariable complementary 
determining regions (CDR) are indicated in different colors. FRs maintain the terƟary structure of 
the paratope while the CDRs form the hypervariable loops that directly interact with the anƟgen 
epitope. (B) Amino acid sequence alignment of selected VHHs recognizing Stx2. Amino acid 
sequence analysis revealed that selected VHHs belong to four different families. Members of 
Family 1 were aligned considering the sequence of 2vb27 VHH as the reference sequence. The 
points indicate idenƟcal amino acid residues.



0

0,2

0,4

0,6

0,8

1

1,2

1,4

1,6

0,03 0,06 0,13 0,25 0,50 1,00

Ab
s 4

50
 n

m

ConcentraƟon g/ml) 

Capture VHH: 2vb21-6xHis (purified) 
DetecƟon VHH: HA-2vb10 (PE)

BLS-Stx2B
GST-Stx2B

0

0,2

0,4

0,6

0,8

1

1,2

1,4

1,6

0,03 0,06 0,13 0,25 0,50 1,00

Ab
s 4

50
 n

m

ConcentraƟon (g/ml)

Capture VHH: 1vb1-6xHis (purified)
DetecƟon VHH: HA-2vb10 (PE)

BLS-Stx2B
GST-Stx2B

0

0,2

0,4

0,6

0,8

1

1,2

1,4

1,6

1,000,500,250,130,060,03

Ab
s 4

50
 n

m

ConcentraƟon (g/ml) 

Capture VHH: 2vb21-6xHis (purified) 
DetecƟon VHH: HA-2vb1 (PE)

BLS-Stx2B
GST-Stx2B

0

0,2

0,4

0,6

0,8

1

1,2

1,4

1,6

1,000,500,250,130,060,03

Ab
s 4

50
 n

m

ConcentraƟon (g/ml) 

Capture VHH: 2vb11-6xHis (purified)
DetecƟon VHH: HA-2vb1 (PE)

BLS-Stx2B

GST-Stx2B

0

0,2

0,4

0,6

0,8

1

1,2

1,4

1,6

1,000,500,250,130,060,03

Ab
s 4

50
 n

m

ConcentraƟon (g/ml) 

Capture VHH: 2vb11-6xHis (purified) 
DetecƟon VHH: HA-2vb8 (PE)

BLS-Stx2B
GST-Stx2B

0

0,2

0,4

0,6

0,8

1

1,2

1,4

1,6

1,000,500,250,130,060,03

Ab
s  

45
0 

nm

ConcentraƟon (g/ml)

Capture VHH: 1vb1-6xHis (purified)
DetecƟon VHH: HA-2vb8 (PE)

BLS-Stx2B
GST-Stx2B

HA-anƟHA capture ELISA

Figure S3. DeterminaƟon of the detecƟon limit of the six selected VHH pairs for the recombinant proteins BLS-Stx2B and 
GST-Stx2B by the HA-anƟHA capture ELISA. Capture VHHs (VHH-6xHis) were purified and detecƟon VHHs (HA-VHHs) were 
obtained from the periplasmic extracts (PE) enriched in the corresponding VHH. 
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Figure S4. Analysis of the cytotoxic acƟvity of culture supernatants obtained from different STEC strains. (A) Vero 
cell cytotoxicity assay. The picture of the wells was taken aŌer incubaƟng the cells with the culture supernatant 
of the indicated strain and staining with Crystal Violet. (B) MTT viability assay. Vero cells monolayers were 
incubated with different diluƟons of the culture supernatants of the indicated strains. AŌer incubaƟng with MTT 
(4,5-dimeƟlƟazol-2,5-difeniltetrazolium), which is reduced to formazan in living cells, dimethyl sulfoxide was 
added to solubilize the formazan product and the absorbance was determined at 570 nm and 655 nm. 
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Figure S5. DetecƟon of recombinant and naƟve Stx2 by the HA-anƟHA capture ELISA 
using the purified HA-2vb10-6xHis VHH as detecƟon anƟbody. (A) DetecƟon of 
BLS-Stx2B and GST-Stx2B recombinant proteins. (B) DetecƟon of naƟve Stx2a. Serial 
diluƟons of the culture supernatants of the indicated strains were evaluated.
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