
Supplementary Figures 

Supplementary Figure A 

Reproducibility of separation of phosphoproteins in two-dimensional gels. Images of 

two-dimensional gels with proteins labeled with [32P]orthophosphate are shown, out of 48 

generated gels. Cell lines are indicated on the side of the images, and treatment times 

with TGFβ1 (5 ng/ml) are indicated on the top of images.  

 

Supplementary Figure B 

Phosphorylation profiles of identified proteins. Phosphorylation of identified proteins 

in MCF-7-vector (- ?-; rhomb), MCF-7-Flag-Smad2 (- ¦  -; square), and MCF-7-myc-

Smad3 (- ?  -; triangle) cells are shown. Annotation of proteins is as in Table I and 

Figure 1. Time of treatment of cells with TGFβ1 (5 ng/ml) and fold of changes in 

phosphorylation values are indicated. 

 

Supplementary Figure C 

Clustering of identified proteins according to the effect of overexpression of Flag-Smad2 

and myc-Smad3 on phosphorylation pattern of proteins. Annotation of proteins is as in 

Table I. Five groups are shown. For explanations, see the text. 

 

Supplementary figure D 

Phosphopeptide maps of the second band of TFII-I. Under closer examination of TFII-

I band which is shown in Figure 3C, two bands could be observed (A). These two bands 

could be observed for 32P-labelled TFII-I as well (B). Phosphopeptide mapping of both 
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of these bands was performed as described in Figure 4 and in the Material and Methods 

section. Endogenous TFII-I from vector-transfected, or MCF-7-Flag-Smad2, or MCF-7-

myc-Smad3 cells, which were treated or not with TGFβ1, was subjected to two-

dimensional phosphopeptide mapping (C). Arrows show migration position of 

phosphopeptides which appeared after treatment of cells with TGFβ1. Triangles show 

sample application points. Directions of electrophoresis and chromatography are shown 

on the sides of maps. Cell lines are indicated at the side of the maps, and time of the 

treatment of cells with TGFβ1 is indicated on the top of the maps.  

 

Supplementary Figure E 

Peptides containing serine residue at the third position are shown. The calculated 

migration characteristics in electrophoresis and chromatography, are shown. Peptides #1 

and #2 are indicated.  

 

Supplementary Figure F 

Stable transfection of wild-type (WT) or Ser371,743Ala mutant (Mut1 and Mut2) of 

myc-TFII-I had no significant effect on TGFβ1-dependent regulation of cyclin D1 

(A), cdk7 (B), and cdk8 (C) expression. Evaluation of expression of transfected myc-

TFII-I constructs in MCF-7 cells is shown in panel A of Figure 6. Cells were treated with 

TGFβ1, as indicated, and mRNA expression was evaluated as described in Figure 6.  
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Supplementary Figure G 

TGFβ-dependent transcriptional activation of its known targets in preserved in 

MCF-7 cells. Fold changes in transcriptional activation in MCF-7 cells are shown side-

by-side with results reported by Ota et al. (2002). TGFβ-dependent regulation of cyclins 

D1, F, G1 and G2, cdc2, cdk2, E2F2, E2F3 and GAAD45A are shown. Treatment of cells 

with TGFβ1 was as indicated. Reference to Ota et al.: Ota T, Fuji M, Sugizaki T, Ishii M, 

Miyazawa K, Aburatani H, Miyazono K (2002). J Cell Physiol. 193, 299-318. 

 

 




















