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FIGURE S4.—Prp38p, Spp382p, and Snu23p form a heteromeric complex without stably bound Cwc23p or Sqs1p.  The 

indicated epitope tagged (TAP) yeast strains were metabolically labeled with Trans 35S-label (ICN) for 4 hours at 30C and then 
broken with glass beads in buffer A (10 mM HEPES, pH 7.9, 10 mM KCl, 200 mM NaCl, 10% glycerol, 0.5 mM dithiothreitol, 
0.5 mM phenylmethylsulfonyl fluoride, 2 mM benzamide, 0.5% NP-40) and the lysate cleared by centrifugation at 14,000 X g. 
Sequential protein A agarose and calmodulin agarose affinity (TAP) selection was done as previously modified (WANG et al. 2003) 
except that the stringency of the wash steps was increased to 450 mM NaCl.  The proteins were resolved on a SDS 10% 
polyacrylamide gel and imaged using a Typhoon 9600 phosphorimager (GE Healthcare).  The positions of the molecular weight 
markers and the 55 kDa background band are noted at the left. 

Three protein bands, Prp38p, Spp382p, and Spp381p co-purify independent of the protein used for selection.  The band 
identities were confirmed by immune detection with anti-Prp38p antibody (Rymond, unpublished) and anti-CBP antibody (Santa 
Cruz Biotechnology) and by mass spectroscopy with a Deca Quadruopole ion trap mass spectrometer (ThermoElectron, 
Waltham, MA after extract scale-up using unlabeled sample prepared in an identical manner.  CBP indicates the residual 
calmodulin binding peptide present in the TAP-tagged target protein after cleavage by TEV protease.  Note: The Spp381 protein 
labels poorly with the 35S met, cys mixture but resolves as a band that migrates just below the dark background band of 
approximately 55 kDa present in the untagged lane. We previously reported the anomalous electrophoretic migration of this 34 
kDa protein detected using the small (9 amino acid) HA epitope (LYBARGER et al. 1999). Spp381-CBP migrates above the 55 kDa 
background band but is not well resolved on this gel system.  Both Snu23p and Spp381p also interact with Prp38p in the two-
hybrid assay (LYBARGER et al. 1999; UETZ et al. 2000). 
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