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Figure 3. Effect of formatting on the neutralizing capacity of an antiviral Nanobody. Serial dilutions of Nanobody monomer, dimer
and trimer were analyzed in a virus neutralization assay. IC50 values calculated from these dose—response curves are 2 mM, 100
nM and 0.5 nM for respectively monomer, dimer and trimer, corresponding to a maximum potency improvement of 4000x.
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TABLE 1.

Biolagical characteristics of the different VHH-derived construcs

GFP BEEB In vive GFAP
Construct MW pl K, EXpression Crossing intracellular binding
mVHH E9 R 14 0.4 56 % 107" M — + +
mVHH E9-SS free [ 72 14 ND 12 107" M - ND ND
mVHH E9-E9 28 0.3 b4 x 1077 M — + ND
mVHH E9-23 15 7.4 48 1077 M - - -
mVHH E9-EGFP EAAI44 6.2 7.7= 100" M + — —
mVHH E9-GSEGFP 45 0.3 52 % 107" M + + +
N ——

See Fig. 1 for schematic illustration. 9, anti-GFAP mVHH E9; NI), not determined.

mVHH E9 or mVHH E9-SS free
EQ | Hise
& mVHH E9-E9
[ E9 ﬂ Linker| EQ : His6
mVHH E9-23
[ E9 : Mye | His6

mVHH ES-EGFP

Figure 1. Schematic illustration of the mVHH constructs.
See Table 1 for biological characterstics. EY,
AAASLSTELEFGSELIPIS peptide;
t, GREERROQERRP() pepude;

mVHH E9; linker,

GGGGSGGGES pepude; Ta

ant-GFAP
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Hist: hexahisudine tag; Myve, cMye-dernved epitope tag.
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