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Figure S1. MS analysis of EGFR.  EGFR in the nuclear lysate was isolated by IP from MDA-MB 468 
cells. The sequence coverage of EGFR was about 56% by tandem mass (MS/MS) spectrometric analysis.  
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Figure S2. Co-localization of EGFR and PNPase in the nucleus at 10 min post-IR. MDA-MB 468 
cells were treated with 4 Gy IR. After 10 min, cells were fixed with paraformaldehyde, examined by 
immunofluorescence staining with anti-EGFR antibody and anti-PNPase antibody, and observed under a 
confocal microscopy captured using a Zeiss LSM 710 laser microscope. For sequential photosections, a 
single cell was dissected into 27 focal sections with a thickness of 0.5 µm each. The nucleus (blue signal) 
spanned between focal planes 8-17. Co-localization of EGFR and PNPase in the nucleus, as the white 
spots indicated by arrows in the merged images, is shown from planes 10-14 in the insets. Boxed areas are 
shown in detail in the insets. Bar, 5 µm. 
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Figure S3. Nuclear EGFR interacts with PNPase.  The interaction between EGFR and PNPase in 
cytosolic (C) or nuclear (N) lysates from MDA-MB 468 cells (A) and A431 cells (B) were verified by IP 
(immunoprecipitation)/IB (immunoblotting) with anti-EGFR/anti-PNPase antibody, respectively.  
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Figure S4. IR increases the association of PNPase/EGFR/DNAPK complex.  MDA-MB 468 cells 
were irradiated with or without 4 Gy IR. After 10 min, total lysates were harvested and individually 
immunoprecipitated with antibodies against IgG or PNPase, followed by SDS-PAGE separation and IB 
(upper panel). The endogenous expression level of indicated protein was examined by IB (lower panel). 
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Figure S5. The enzymatic activity and nuclear translocation of PNPase. (A) HEK293 cells were 
transfected with the wild-type, S776A, or S776D mutant of PNPase plasmid. After 24h, the cell lysate 
was extracted as C: cytosol and N: nucleus fractions. The expression of exogenous PNPase variants in 
each fraction was determined by IB with anti-V5 antibody. (B) Each PNPase variant was in vitro 
translated by TNT coupled reticulocyte lysate system, and the expression of each recombinant PNPase 
protein was determined by IB (top). The ribonuclease activity of each in vitro translated PNPase was 
examined as aforementioned (bottom). The bar graph is the relative level of c-MYC mRNA normalized to 
!-actin. 
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Figure S6. The enzymatic activity and nuclear translocation of PNPase. Each shRNA-infected cell 
lines of MDA-MB 231 radio-resistant (231) and radio-sensitive (231S) cells were irradiated with or 
without 4 Gy IR. Cell viability determined after 2 days. ***, p<0.005, **, p<0.01, *, p<0.05 by t-test. 
 
 
 
 
 
 
 
 
 
 
 
 


