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Supplementary Figure and Legend 
 
 

 
 
Supplementary Figure 1. Development of PyMT transplants over time 
a-d H&E of PyMT transplants at 1 week (a), 2 weeks (b) or 3 weeks (c) post-transplantation 
in growth factor reduced matrigel. Scale bar: 200 µm. Inset: close up of 1 week PyMT 
transplant. Scale bar: 50 µm. d H&E (left panel) and immunohistochemistry for GFP staining 
(right panel) of primary normal mammary epithelial cells isolated from actin GFP+ transgenic 
mice at 1 week post-transplantation.  c Immunofluorescence staining for cytokeratin-8 (K8; 
green), cytokeratin-5 (K5; red) and DAPI (blue) of normal ducts formed in primary normal 
mammary epithelial cells transplants after 1 week. Scale bar: 20 µm.  
 

Supplementary Table 1. Analysis of stromal infiltrate in transplanted PyMT plugs 

Summary of host-infiltrating cells in tumour transplants harvested at week 1, 2 or 3 post-
transplantation in growth factor reduced matrigel analysed by the indicated 
immunohistochemical staining. 



 
 
 
 

 
Supplementary Figure 2. Immunohistochemical staining of infiltrating components 

Immunohistochemical staining of PyMT transplants harvested at 1, 2 or 3 weeks post-
transplantation in growth factor reduced matrigel and stained for a endomucin (endothelial 
cells), b alpha Smooth Muscle Actin (aSMA) (arrow at 1 week time point indicate positive 
fibroblasts) and c F4/80 (macrophages). Scale bar: 50 µm 
 
 



 
Supplementary Figure 3. Macrophage infiltration into spontaneous PyMT tumours 

Immunohistochemical staining for F4/80 (macrophages) in spontaneous PyMT tumours 
formed in female MMTV-PyMT mice. Scale bar: 50 µm 
 
 



 



Supplementary Figure 4. Matrigel ECM components are the main trigger of macrophage 

recruitment. 

a Representative immunofluorescence staining for laminin (green), F4/80 (red) and DAPI 

(blue) of PyMT plugs harvested 1 week post-transplantation. White lines and arrows show 

absence of Laminin. Scale bar: 25 µm. b Representative immunohistochemical staining for 

F4/80 3 days post-transplantation of either growth factor reduced (GFR) matrigel or standard 

matrigel. Scale bar: 100 µm. c Quantification of F4/80 staining of plug area in 4x images of 

either GFR or standard matrigel from b. n.s. P value>0.05 (n=3/group two tail T-test). d 

Representative immunohistochemical staining for F4/80 1 week post-transplantation of GFR 

matrigel, standard matrigel Collagen I plugs. Scale bar: 100 µm. 
 



 
 

Supplementary Figure 5. Macrophage infiltration in plugs of human breast cancer lines. 
Representative immunohistochemical staining for F4/80 of the different human breast cancer 



lines growth either with PBS or Clodronate liposomes in Fig 6. a BT20 tumours; b 4T1 tumour; 

c MDAMB231 tumour. Scale bar: 100 µm. Arrows indicates F4/80 stained cells. 
	


