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Figure S1. Schematic representation of the different VHH 2vb27 formats.

The selected Stx2B-specific VHH 2vb27 was converted into a bivalent and a trivalent format joi-
ning each VHH through the linker sequence (Gly4-Ser)3. Bivalent (2vb27)2 consists of two copies
of 2vb27 attached through a 15aa linker. Trivalent (2vb27)2-SA consists of two copies of VHH
2vb27 attached through a 15aa linker to a VHH with affinity for human and mouse serum albumin.
VHH 2vb27 is magenta and anti-albumin VHH is green.
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FR1 CDR1 FR2 CDR2 FR3 CDR3 FR4
Fanmily 1 2VB27 | QVQLQESGGGLVQPGGSLKLACAAS G T- FRNKAI G WRQAPGKGRELVA  RI DSFDTT- DYADSVKG ~ RFSI SRDNAKNTVYLQWNSLKSEDTAVYYC ~ NLRGSNY WEQGTQVTVSS
Fanmily 2 2VB23 | QVQLQESGGGLVQAGGSLRLSCTAS  GSl - FNTATVA ~ WSRQAPGKQRELVA  SI TQGRI T- YPVDSVKG  RFTLSRDNSKNTVYLQWNSLEPEDTAVYYC  GVDTI PTSRPRY WEQGTQVTVSS
Family 3 2VB43 | QVQLQESGGEGELVQAGGSLRLSCAAS ENP- SSI STMA  WYRQAPGKQRELVA  RI | TGGYT- NYLDSVMG  RFTI SRGNRESTAYLQUNSLKPEDTAVYI C  NARTWSSADY WEQGTQVTVSS
Family 4 1VB42 | QVQLQESGGGLVQAGGSLRLSCAVS GRTGNI YAAMG  WFRQAPGKQREFVS  ADSWNAGTTDYADSVKG ~ RFTI SRDNAKSTVYLQWNSLKPEDTAVYYC ~ AAKI GLYDTSRGRFENEYDY  WGQGTQVTVSS
Family 5 1VB23 | QVQLQESGGGLAQAGGSLRLSCAAS GFD- FDYYAI G WFRQAPGKEREGVA  Cl TDSDGSTI YADSVRG ~ RFTI TADNAENTVYLQWNSLKPEDTAEYFC ~ AAECFACSGYACHS WERGTQVTVSS
Fanmily 6 2VB20 | QVQLQESGGGLVQPGGSLRLSCAAS  GFT- I DYYAIA  WFRQAPGEEREW/S Cl RSGDGSTWYVDSVKG  RFSI SSDNAKNAVYLQ SSLKPEDTAVYYC ~ AASRGSPYCPAVI DYDY WEQGTQVTVSS
Fanmily 7 2VB6 QVQLQESGEELVQPGGSLRLSCAAS  d | - FRSKSVG  WWROQAPGTOREW/A Y1 S- GDDSTNYEDFVKG  RFTI SRDNAKNTVYLOQWSVKPEDTAI YYC ~ AADYRDYDELLLPVPPPYDY  WEQGTQVTVSS

Table S1: Amino acid sequences from a representative clon from each VHH family.

Clones with Stx2-binding capacity were sequencetgrouped into 7 families based on amino acid caitjom and length of the CDR3. Sequences shovhall t
regions of the antibody structure. Framework regi(fR1 through FR4) maintain the tertiary structfrehe paratope while the three complementarity
determining regions (CDR1 through CDR3) form thedryariable loops that directly interact with thetepe of the antigen.



