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was formed (Fig. 1SC, lane 4), and this target protein was shown to be SRP54 by
immunoprecipitation with SRP54-specific antibodies (Fig. 1SC, lane 5). As expected, no
photoadduct was observed in the absence of light (Fig. 1SC, lane 2) or probe (Fig. 1SC, lane 1).
Furthermore, a nascent chain lacking the SM sequence (termed E66-∆33), but containing a
photoreactive probe at position 12, did not photocrosslink to SRP54 (Fig. 1SC, lane 3), thereby
showing the requirement of the SM sequence for nascent chain binding to SRP.
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Fig. 1S. Targeting of E66 to the ER membrane is cotranslational and SRP-dependent. (A) The 
N-terminal sequence of E66 and some derivatives used in this study. The TMS is underlined and the glycosylation
sequence is boxed. The asterisk denotes the position of the amber codon within the E66-A12 construct. (B) The N-
terminal 200 residues of E66G were translated in the presence (cotranslationally or C; lanes 1,3,5) or absence
(microsomes were then added post-translationally or P; lanes 2,4) with the indicated microsomes. The sample in lane 5
also received 40 nM canine SRP. The closed circle denotes the glycosylated protein. (C) Translation intermediates
containing 70-residue nascent chains of the indicated E66 derivatives were prepared in the presence of unmodified Lys-
tRNAamb or εANB-Lys- tRNAamb as indicated. Only the sample in lane 2 was not exposed to UV light. The sample in
lane 5 was immunoprecipitated with antibodies to SRP54 prior to analysis by SDS-PAGE, and the closed circle denotes
the SRP54-nascent chain photoadduct.


