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Figure S1. Representative size exclusion chromatography (SEC) data obtained from purification of the sdAbs. The major peak
was collected and used in the SPR and CD experiments. The A3 wild-type (WT) and all of the A3 mutants characterized in
this manuscript were expressed periplasmically and were purified by immobilized metal affinity chromatography (IMAC)
followed by SEC. As seen in the representatives below, all of them were majority monomer following IMAC purification. We
purified and studied only the monomeric fraction obtained from the SEC purification. We have seen no evidence under the
conditions we maintained the sdAb that the A3 monomer or any of the purified monomer variants forms dimers.

29
—_— A3 WT
20|l A3 D102R f\
' A3 D102A
- 15 | ::
(1] t
c |
D
»w 10 -
0.5
0.0 M~ ’(“/,.},J \ B |
0 10 20 30 40 50
Time, minutes

S2



Figure S2. Representative SPR data from A3 wild-type (WT) and mutants. In each case the numbers to the right of the curve
represent the concentration of the sdAb in nM. Above each set of traces the values for k_, ky, and K, are shown. Other than
the mutants at P55, the K, values of the mutants are considered essentially equivalent to wild-type

All the SPR data was from samples of A3 WT and A3 variants that were purified as monomer and no dimer or aggregate was
present in any sample.
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Figure S3. Representative CD data from A3 wild-type (WT) and mutants. Melting temperatures are noted by the blue line in
each plot. All the CD data was from samples of A3 and A3 variants that were purified as monomer and no dimer or

aggregate was present in any sample.
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