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Not every substrate crosslinks to FP25K and E26

Lep1 contains lysines in approximately the same positions as E66SM, and hence it is pertinent to
ask whether Lep crosslinks to FP25K or E26. No chemical crosslinks to FP25K (Fig. 3SA, lane 1) or
E26 (Fig. 3SA, lane 3) were observed with nascent, puromycin-released Lep intermediates after
integration into ER microsomes from infected cells. In contrast, efficient crosslinks to FP25K (Fig.
3SA, lane 2) and E26 (Fig. 3SA, lane 4) were seen with full length E66SM after integration into
infected ER microsomes and incubation with bis(sulfosuccinimidyl)suberate. The difference in the
crosslinking efficiencies of Lep1 and SM were not based on differences in levels of translation (Fig.
3SB). We therefore conclude that FP25K and E26 do not crosslink (and presumably do not bind to)
every protein, but that they are selective in their association with substrates.

            
Fig. 3S. FP25K and E26 are selective in their association. (A) Integration intermediates containing 110-residue
nascent chains of Lep1 were translated in the presence of virus-infected Sf9 ER microsomes, treated with 2 mM
puromycin, chemically crosslinked, immunoprecipitated with antibodies to FP25K (lane 1) or E26 (lane 3), and analyzed
by SDS-PAGE. In parallel samples, full-length E66SM was translated, crosslinked, and immunoprecipitated with
antibodies to FP25K (lane 2) or E26 (lane 4). Covalent crosslinks between full length E66SM and FP25K or E26 are
identified by the arrowhead adjacent to lane 4. (B) Aliquots of translation reactions containing either full-length E66SM
protein  (lane 1) or puromycin-released 110mer-Lep1 protein (lane 2) were removed prior to crosslinker addition and
then analyzed by SDS-PAGE. The closed circle adjacent to lanes 1 & 2 identifies the translation products.


