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Figure S1 Incubation of Cry1Ab toxin with M. sexta APN or ALP proteins in
solution

Monomeric Cry1Ab toxin was incubated for 1 h with APN or ALP from M. sexta at 37◦C. After
incubation, samples were heated for 5 min at different temperatures and revealed in Western
blot assays with anti-Cry1Ab antibody. Molecular-mass markers were PageRuler pre-stained
protein ladder (Fermentas) and molecular masses are indicated in kDa.

Figure S2 Detection of cadherin after incubation for 1 h with trypsin-
activated monomeric Cry1Ab toxin with the cadherin fragment in the presence
or absence of trypsin or midgut juice proteases from M. sexta at 37◦C

After incubation, samples were heated for 5 min at different temperatures and revealed in Western
blot assays with anti-cadherin antibody. Lanes 1–3, control Cry1Ab toxin; lanes 4–6, incubation
of Cry1Ab toxin with cadherin fragment; lanes 7–9, incubation of Cry1Ab toxin with cadherin
fragment in the presence of trypsin; lanes 10–12, incubation of Cry1Ab toxin with cadherin
fragment in the presence of midgut juice. Molecular masses are indicated in kDa.
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Figure S3 Association and dissociation binding assays of biotin-labelled Cry1Ab toxin bound to BBMVs from M. sexta larvae

Cry1Ab toxin was labelled with biotin, using biotinyl-N-hydroxysuccinimide ester, according to the manufacturer’s instructions (GE Healthcare). A 10 μg amount of BBMV protein was incubated
in binding buffer with 5 nM biotinylated Cry1Ab toxin during time-dependent association up to 100 min (lanes 1–5 and 9–13). After this time, an excess of 500-fold unlabelled toxin was added
and time-dependent dissociation was analysed for up to 60 min (lanes 6 and 14). Unbound toxin was removed by centrifugation at ∼ 18 400 g for 10 min and the membrane pellet containing the
bound toxin was washed once with same buffer. The final pellet was suspended in Laemmli sample buffer and heated for 3 min at 50◦C (lanes 1–8) or 100◦C (lanes 9–15) before resolving by
SDS/PAGE. Lanes 7 and 15 are control BBMVs without toxin incubation. Lane 8 is control biotinylated Cry1Ab toxin. Proteins were electrotransferred on to PDVF membranes, and labelled protein
was detected with streptavidin coupled to horseradish peroxidase (HRP). Densitometric analysis of the bands in the blot was carried out using ImageJ software to quantify binding. These values were
plotted as the percentage of binding against time. Only data from blots obtained after heating at 100◦C were used in the plot, since biotinylated toxin could not be detected in the samples that
were heated at 50◦C which form oligomeric structures, suggesting that biotin is inaccessible to be recognized by the streptavidin protein. C, control BBMVs without toxin incubation. Molecular
masses are indicated in kDa.
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