
Supplementary figure legend: 

  

Figure S1: Global level of individual histone modifications in normal 

breast tissue. Specific nuclear immunohistochemical staining of the 

mammary epithelial cells. Stromal cells (red arrow), and lymphocytes (green 

arrow).  Other cells are negative (blue arrow) Original magnification X 200. 

Figure S2: Validation of AcH3K18 by IF, DIA and WB 

IF: (A, D, G), DAPI staining (DNA) in normal breast tissue, grade 1 and grade 

3 tumours respectively. (B, E, H) Alexa Fluor 488 staining (AcH3K18) in 

normal breast tissue, grade1 and grade 3 tumours respectively. (C, F, I) 

shows the amalgamation of DAPI and Alexa staining for normal breast tissue, 

grade 1 and grade 3 tumours respectively. All figures are original 

magnification X 200.  

DIA: J, K, and L the grayscale images of normal breast tissue, grade 1 and 

grade 3 tumours respectively. M, N, O shows the nuclei and the manually 

selected areas for scoring. The graph in P demonstrates the decline in the 

mean intensity of AcH3K18 levels in grade 3 breast cancer compared with 

normal breast tissue.  

WB: (Q) Proteins resolved in 12% SDS gels and probed with anti-actin, anti-

H3 and anti-AcH3K18 antibodies; cases 1 & 2 showing high AcH3K18 levels, 

while cases 3 & 4 shows a reduction in AcH3K18 levels. (R) The relative 

densities of the signals, calculated using densitometry, showing amounts of 

AcH3K18 in relation to actin and H3 for each case. 

Figure S3: Boxplots represent the relation between histone modification and 

histologic tumour grade.The line in the centre of each group represents the 

median value of the distribution, the upper ends and the lower end of the box 



are the upper (25th) and the lower (75th) respectively. The whiskers show the 

ranges (p value <.05 by spearman correlation test). 

Figure S4: 

Unadjusted Kaplan-Meier curves for levels of AcH3K18, diMeH4R3, AcH3K9, 

diMeH3K4, AcH4K12, AcH4K16, and triMeH4K20 in invasive breast cancers 

with respect to breast cancer specific survival (BCSS) and disease free 

survival (DFS). 

Figure S5: Validity indices for K-means clustering. 

Figure S6: Validity indices for PAM clustering. 

 Figure S7: Biplots of clusters projected on the first and second principle 

component axes by K-means. 

Figure S9: Biplots of the final (intersecting) clusters projected on the first and 

second principle component axes. 

 

 

 

 


