












 igure 5 Depletion of Ipo9 and Exp6 alter nuclear actin levelsF S . 
A. Western blots from total cell lysates NIH3T3 cells, which have been treated with indicated siRNAs 
(Control, Ipo9 or Exp6) and stained with the indicated antibodies.

C. Confocal microscopy images of GFP-actin transfected NIH3T3 cells, which are treated with 
indicated siRNAs (Control, Ipo9 or Exp6). Scale bar, 20 μm

B. Analysis of Ipo9 and Exp6 expression in cells transfected with indicated siRNAs. Expression 
levels were measured with quantitative reverse transcription-PCR using Ct method. Values were 
normalized to Gapdh. Quantification from three independent experiments, error bars are S.D. Dots 
in the graph represent individual data points from the independent experiments. Statistics with one 
sided student's t-test show significance between indicated samples Control vs. Ipo9 (P=5.82E-4) 
and Control vs. Exp6 (P= 0.006) and this is indicated with asterisk.

ΔΔ

D. Relative ratio of nuclear (nuc) and cytoplasmic (cyt) GFP-actin fluorescence intensities quantified 
with ImageJ. Data represent mean fluorescent intensity signal ratios from 15 cells per condition with 
error bars S.D. Statistics with two sided student's t-test show significance between indicated 
samples Control vs. Ipo9 (P=6.35E-5) and Control vs. Exp6 (P= 2.23E-6) and this is indicated with 
asterisk.
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Figure 5 B
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Figure 5 C

FlagHA

Full images of the western 
blots, which have been 
used in making the main 
figure 5, each panel is 
indicated above the blot. 
Cropped area, which is 
shown in the main figures, 
is indicated in the full blot 
with red dotted rectangle.

Figure S6. Full western 
blots used in the main 
figure 5
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Figure 6 A Figure 6 B
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Figure 7 C

Figure S . Full western blots and native PAGE gels used in the main figures7  6, 7 and figure S4
Full images of the western blots and native PAGE gels, which have been used in making of the main 
figures (indicated above each blot). Cropped area, which is shown in the figures, is indicated in the 
full blot with red dotted rectangle.
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Last page: AP-MS unique; DAVID functional annotation chart (Cut off Benjamini 10^-3) with GO 
Direct Biological Pathways from unique AP-MS hits.

HCIs of all the interactomes (NLS-actin AP-MS, NLS-actin BioID, actin AP-MS, actin BioID) in this 
study. Interactions are assigned as HCIs based on their average spectral count fold change ≥ 2 (in 
AP-MS) or ≥ 0.5 (in BioID) compared to control and their statistical filtering score (SAINT probability 
of cut-off ≥0.88) from the pooled samples. The nuclear actin interactome HCIs also had average 
spectral count fold change ≥ 1 (in AP-MS) or ≥ 0.5 (in BioID) compared to average spectral count 
from WT-actin AP-MS or WT-actin BioID. Shared hits between AP-MS and BioID interactomes are 
indica ed with red.t

Table S2. (Related to Fig. 1-3) High-confidence interactions (HCIs) obtained with BioID and 
AP-MS tech iques.n

All the MS samples used in the study. The first set of numbers represent the specific MS-RUN and 
the name tells the origin of the sample. Samples are marked by BirA (BioID) or STREP (AP-MS) to 
indicate the MS approach used with the sample. Different cell lines are indicated by actin, R62D-
actin, NLS-actin or NLS-R62D

Table 1 Raw data from the MS analysisS . 

Click here to Download Table S1

Click here to Download Table S2
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http://www.biologists.com/JCS_Movies/JCS226852/TableS1.xlsx
http://www.biologists.com/JCS_Movies/JCS226852/TableS2.xlsx

