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Supplementary Files:

Figure S1. Verification of cpnA” KO mutants in Dictyostelium

Figure S2. Purification of GST-CpnA from Dictyostelium cells.

Figure S3. Immunoprecipitated GFP-CpnA and GFP-Ado bind to F-actin.

Figure 4S: Verification of GFP, GFP-Ado, and GFP-CpnA immunoprecipitation.
Table 1S. Mass Spectrometry Data accompanying Figure 1.

Table 2S. Mass Spectrometry Data accompanying Figure 2.
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Figure 1S. Verification of cpnA” KO mutants in Dictyostelium. Wild-type (WT) and two different cpnA
KO cells lines (cpnA™ and cpnA™ ") were analyzed by Western blot (A), PCR (B), and Southern blot (C).
A. Whole cell samples were analyzed by Western blot with an antibody to CpnA. B. Cell lysates were
used in PCR to amplify a small region in the middle of the cpnA gene. C. Genomic DNA was purified
from cells and digested with Bglll. The digested DNA was used in a Southern blot with a DNA probe
made to the bsr gene. When the cpnA gene is replaced by the bsr gene, the bsr gene is found ina 7.12 kb

Bglll DNA fragment (cpnA). The bsr cassette used to make the cpnA™ cells has an additional Bglll site
creating a 2.7 kb fragment containing bsr.
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Figure 2S. Purification of GST-CpnA from Dictyostelium cells. A GST-tagged version of CpnA was
expressed in wild-type Dictyostelium cells and the GST-CpnA was purified by glutathione agarose
chromatography. First, cells were lysed and all membranes were pelleted. Samples from the supernatant
(1) and the pellet (2) were run on the gel. The cell lysate was incubated with glutathione agarose beads.
The beads were pelleted and washed three times (3, 4, 5). GST-CpnA was eluted with glutathione (6, 7,
8).
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Figure 3S. Immunoprecipitated GFP-CpnA and GFP-Ado bind to F-actin. Immunoprecipitations with an
antibody to GFP were performed with cells expressing GFP, GFP-Ado, and GFP-CpnA. Precipitated
proteins were incubated with F-actin or G-actin and precipitated again. IPs were analyzed using a
Western blot with an antibody to actin. Only sometimes did we see F-actin precipiate with GFP-Ado.
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Figure 4S: Verification of GFP, GFP-Ado, and GFP-CpnA immunoprecipitation. Immunoprecipitations
with an antibody to GFP were performed with cells expressing GFP, GFP-Ado, and GFP-CpnA with
either calcium or EGTA in the buffer. Precipitated proteins were incubated with F-actin or G-actin and
precipitated again. IPs were analyzed using a Western blot with an antibody to actin (Figure 4) and GFP
to verify that GFP and GFP-fusion proteins were precipitated. GFP blots from the blots shown in Figure 4
are shown here. The amount of precipitated protein did vary among the different trials, but this did not
correlate with whether actin was bound or not.



