Supplemental Materials and Methods

Generation of an antibody to the A-chain of Ilp7
In addition to the antibody directed against the B chain of Ilp7, used throughout this study (see Materials and Methods for details), a second -Ilp7 rabbit antibody was generated against the synthetic peptide SDGNTPSISNECCTKAGCTW. This sequence is within the predicted A chain, and corresponds to amino acids 124-143 of the predicted Ilp7 protein. Peptide synthesis, antibody generation and affinity purification were done by Eurogentec. Ilp7 immunoreactivity was found to be identical to that observed with the other -Ilp7 antibody and to Ilp7 RNA expression. This antibody was used at a 1:5000 dilution.

Detection of extracellular Ilp7 peptide

To establish whether the Ilp7 antibody can detect mature Ilp7 peptide, we adapted the protocol routinely used to detect the extracellular fraction of signalling molecules such as Dpp and Wg [1,2] to detection of mature Ilp7 peptide on the hindgut. Third-instar larval hindguts were incubated them at room temperature with antibody against the A or B chain of Ilp7 diluted 1:1500 in PBS with 4% normal goat serum for 40 minutes. Hindguts when then fixed in 4%PFA for 20 minutes and subsequently processed as for standard total immunostains. Incubation of intact, non-permeabilized cells with the primary antibody prior to fixation only detects extracellular Ilp7, or Ilp7 peptide that has been endocytosed following its initial secretion or expression on the cell surface. With this method, we detected mature peptide in two out of five hindguts with the B chain antibody, and in two out of eight hindguts with the A chain antibody.
In situ detection of Ilp7 mRNA

CNSs were dissected and fixed on polyLysine-coated slides. In situ hybridisation was carried out as previously described [3]. 
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