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Nascent chain length dependence of E66SM translation

The immunoprecipitation data in Fig.4 reveal that only full-length E66SM was chemically
crosslinked to FP25K and E26, a conclusion that is justified only if the number of E66SM
polypeptides available for crosslinking in each sample was approximately the same.  To demonstrate
the validity of this assumption, we removed equal aliquots from each sample in an E66SM
bis(sulfosuccinimidyl)suberate chemical crosslinking experiment and analyzed the total translation
products by SDS-PAGE. As shown below, the numbers of E66SM polypeptides translated in the
parallel samples were comparable (within a factor of three when quantified using the
phosphorimager and correcting for the number of methionines per polypeptide). When this same gel
was over-exposed to reveal the extent of E66SM crosslinking to one of the two 25kDa putative
sorting factors, a radioactive crosslinked species was seen only in lane 5 with full-length E66SM.
Similarly, the immunoprecipitation data of Fig. 4 also show that only full-length E66SM is able to
crosslink to FP25K or E26.
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Fig. 4S. Nascent chain length dependence of E66SM translation.  Nascent or full-length E66SM proteins were
translated in the presence of virus-infected Sf9 microsomes and chemically crosslinked as in Fig. 4. Prior to splitting the
sample into two for immunoprecipitation with FP25K or E26 antisera, equal aliquots of each sample were removed and
directly analyzed by SDS-PAGE to detect and quantify the total radioactive translation products. Nascent chain lengths
in integration intermediates are indicated, as are the total number of methionines in each E66SM polypeptide. 
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