PAGE  
2
Venables et al., 2008

Supplementary Table Legends

Supplementary Table 1. Clinical sample characteristics. Tumors used in this study are listed by class, either tumor or normal for the training set or the blind sets (tissues used in the discovery screen pools are highlighted in yellow), type (D Ductal, L Lobular, I invasive, M Mixed), ER Estrogen receptor status, PR Progesterone receptor status, HER2 status, Grade G1-G3, Size T1-T4. 3 gene epithelial tissue content classifier score < 0.5 = cancer-like, > 0.5 = normal-like. DN distance to normal, DC distance to cancer centroid by 12 ASE splice prediction. HEC indicates tissues with high epithelial contents and LEC indicates tissues with low epithelial contents as revealed by our molecular tissue composition classifier. Breast cancer tissues (n = 26) for the training set were obtained from patients with an average age of 57.2 years and a median of 57.5 years. Normal breast tissues (n = 23) for the training set were obtained from patients with an average age of 62.3 years and a median of 65.0 years. For the training set, the patients from whom cancerous and normal breast tissues were collected showed comparable mean ages (analyzed by ANOVA with a level of significance of 5 %). Breast cancer tissues (n = 35) for the blind set were obtained from patients with an average age of 62.0 years and a median of 60.0 years. Normal breast tissues (n = 20) for the blind set were obtained from patients with an average age of 48.8 years and a median of 49.5 years. For the blind set, the patients from whom cancerous and normal breast tissues were collected did not show comparable mean ages (analyzed by ANOVA with a level of significance of 5 %). N/A means that the data was not available.

Supplementary Table 2. Alternative splicing events displaying significant differences between the normal and cancerous breast tissue training sets. Gene symbol and name are shown in columns 1 and 3. Column 2 indicates the relative upregulation in cancer tissues as determined by quantitative PCR. The splice details are shown in the following columns; a positive value means a shift to the longer form in cancer. The next columns indicate the gene function, followed by whether the splice has been reported as an ovarian marker in our previous study (11). The next columns show normal and cancer mean Ψ values and then a p-value for their distribution determined by t-test. The final columns indicates forward and reverse primer sequences used to detect the alternative splicing event by endpoint PCR.
Supplementary Figure legends

Supplementary Figure 1. Breast cancer alternative splicing markers. Histograms showing the Ψ value frequencies (in bins of 5%) in the validation screen for the 12 best alternative splicing event markers. 20 normal samples are shown in blue, 26 cancer samples in red. Dashed lines show the smoothed distributions.
Supplementary Figure 2. Correlation of alternative splicing events with ER status. Box plot showing all significant markers for ER+ versus ER- tumors. Distribution of 43 normal tissues (white boxes), 29 ER+ (ascending diagonal lined boxes) and 18 ER- tumors (grey boxes). Significance as determined by t-test is shown and genes harbouring alternative splicing events showing significant differences (p<0.05) are plotted in order of increasing p-value from left to right. 

Supplementary Figure 3. Correlation of alternative splicing events with histopathological grade. a. Box plot showing all significant markers (p < 0.05) for grade 1 versus grade 3 tumors. Distribution of 41 normal tissues (white boxes), 12 grade 1 tumors (ascending diagonal lined boxes), 18 grade 2 tumors (descending diagonal lined boxes) and 22 grade 3 tumors (grey boxes). Ψ (relative exon inclusion) is represented on the y axis. Significance as determined by t-test is shown and genes harboring alternative splicing events showing significant differences (p < 0.05) are plotted in order of increasing p-value. b. Box plot for ER+ tumors only, showing all significant markers (p < 0.05) for grade 1 versus grade 3 tumors. Distribution of 41 normal tissues (white boxes), 12 grade 1 ER+ tumors (ascending diagonal lined boxes), 17 grade 2 ER+ tumors (descending diagonal lined boxes) and 6 grade 3 ER+ tumors (grey boxes). P-values obtained from t-test comparison of the grade 1 and grade 3 tissues are shown. c. Range of the gene expression of the same 7 putative grade markers as measured by quantitative PCR d. Comparison of the data for grade 1 and grade 3 samples in b. (first two of each group of four) with readings from an extra blind set of 19 Grade 1 and 19 grade 3 samples (last two of each group of four). p values for the new ‘extra blind’ set are shown. As before grade 1 ER+ tumors are shown as ascending diagonal lined boxes and grade 3 tumors are shown as grey boxes. Horizontal black line inside the box indicates median, boxes delineate 1st and 3rd quartiles, whiskers delineate data points at or less than 1.5 times the 1st to 3rd interquartile range, and circles indicate outlier data points.
Supplementary Figure 4. Correlation of alternative splicing events with PR status. Box plot showing all significant markers for PR+ versus PR- tumors. Distribution of 41 normal tissues (white boxes), 17 PR+ tumors (ascending diagonal lined boxes) and 25 PR-tumors (grey boxes). Significance as determined by t-test is shown and genes harbouring alternative splicing events showing significant differences (p < 0.05) are plotted in order of increasing p-value.

Supplementary Figure 5. Correlation of alternative splicing events with Her2 status. Box plot showing all significant markers for Her2 amplified versus non amplified tumors. Distribution of 41 normal tissues (white boxes), 18 Her2 non amplified (ascending diagonal lined boxes) and 9 Her2 amplified tumors (grey boxes). Significance as determined by t-test is shown and genes harbouring alternative splicing events showing significant differences (p < 0.05) are plotted in order of increasing p-value.

Supplementary Figure 6. Correlation of alternative splicing events with tumor size. Box plot showing all significant markers for T1 versus T3 or T4 tumors. Distribution of 41 normal tissues (white boxes), 5 T1 tumors (ascending diagonal lined boxes), 18 T2 tumors (descending diagonal lined boxes) and 19 T3-T4 tumors (grey boxes). Significance as determined by t-test is shown and genes harbouring alternative splicing events showing significant differences (p < 0.05) are plotted in order of increasing p-value.

Supplementary Figure 7. Correlation of alternative splicing events with tumor type. Box plot showing all significant markers for 37 ductal tumors (white boxes) versus 9 lobular tumors (grey boxes). Significance as determined by t-test is shown and genes harbouring alternative splicing events showing significant differences (p < 0.05) are plotted in order of increasing p-value.
Supplementary Figure 8. Correlation of alternative splicing events with node status. Box plot showing for the correlation of insulin receptor splicing with lymph node status and its significance as determined by t-test. Distribution of 41 normal tissues (white box) 24 node negative tumors (ascending diagonal lined box) and 19 node positive tumors (grey box).
Supplementary Figure 9. Predicted protein isoforms of the 41 breast cancer ASEs. The 41 ASEs are depicted pictorially with cartoons, where available, from NCBI ‘Gene’. The RefSeq corresponding nucleotide accession numbers, where available, are shown after the gene name. Blue triangles map corresponding regions of presence and absence in the normal (n) and cancer (c) predominant forms. The number of amino acids (AA) deleted is indicated along with the positions of the changes.

