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Background: Antibodies are popular targeting Results:
moieties for imaging probes.1

The small size, rapid blood clearance, stability
and low immunogenicity, make variable
domains of heavy chain-only antibodies found in
camelids (VHH/sdAb) well suitable as molecular
imaging tracers.2->

To functionalize VHHs for imaging, it is essential
to conjugate them to imaging probes without
affecting its binding characteristics.

A) Directional conjugation retains VHH integrity

\1\ *
1.8
1 0.0 .

1
_ : -11 -10 -9 -8 -7 -6
Anti-HER2 VHH 11A4-FLAG-His 11A4-Cys-FLAG
Conventional IgG Heavy Chain-only Abs (HcAbs) 11A4-FLAG-His Random conjugation to Site-directional Ing [VHH] (N'l}

2 heavy chains, 2 light chains 2 heavy chains, no light chains, ~90 kDa

~150 kDa " VHH/sdAb/Nb ) lysines conjugation to cysteine @9 11A4-FLAG-His

single domain, 12-15 kDa
CDR? Apparent affinity: Apparent affinity: Apparent affinity: & 1 1A4-|RD}’E Random

~0.4 nM >400 nM ~2 nM <~ 11A4-C-IRDye Site directed

— —
o n

VHH binding (OD4gpnm)
o
Cn

B) Iterations and immunogenicity screen

Rational design
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VHH-FLAG-His Examples of VHH conjugates in detection and imaging:
Tag sequence: AAA-DYKDDDDK-GAA-HHHHHH | |
Vector: pMEK222 Host: E.coli A) Detection of HER2 on different levels 6-8
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Up next...
VHH-C-Direct
Tag sequence: A-C-A-XXXXXX-EPEA T %
Vector: pYQVQ11 Host: S.cerevisiae - D ,
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