
Additional File 4 . Optimisation of multiplexed Immuno-Fluorescence 

Whole slide mIF-stained FFPE sections of BC-PDEs were digitised using a Vectra Polaris and 

analysed in InForm. A, Captured AF, Ki67, CK and cPARP staining was used to generate 

pseudo-H&E and -DAB images. InForm was then trained to segment tissue into tumour 

(yellow), stroma (green), necrosis (red) and background/glass (blue). Next, cells were 

segmented and phenotyped into Ki67 (green), cPARP (Red) and DAPI (blue). B, 

Representative examples of vehicle- and FET-treated BC-PDEs showing high Ki67 staining in 

vehicle samples and low Ki67 staining in FET-treated samples as well as high cPARP 

staining in FET-treated samples, with low staining in vehicle samples. Scale bars = 50 µm. C, 

Representative examples of necrosis shown in mIF, with CK+ve cPARP+ve DAPI-ve, and as a 

H&E. Scale bars = 20 µm.
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