2.7. Tissue Sectioning, Staining, and Quantification
Histological tissue sectioning
Histological slices of the patient biopsy samples were fixed with 4% paraformaldehyde upon retrieval from Newton-Wellesley Hospital. After fixation, samples were dehydrated and cleared with xylenes before being paraffin embedded. Slides were produced by slicing the tissue block into sections using a microtome. To prepare for histological staining, the slides were deparaffinized using xylene and a reducing series of graded alcohol.
Immunological staining
Slides were blocked for 4 hours at room temperature using a solution of 3% bovine serum albumin (BSA; CAS 9048-46-8, MilliporeSigma, Burlington, MA) and stained using the capture antibody from the Tyro3/Dtk DuoSet Elisa kit (Cat # DY859, R&D Systems, Minneapolis, MN) at a concentration of 25 μg/mL and CD45 antibody (Cat # MA5-17687, Thermofisher, Waltham, MA) using the recommended 1:500 dilution for 48 hours at 4°C. Secondary antibodies anti-mouse Alexa Fluor 488 and anti-rat Alexa Fluor 546 (Cat #s A-21202 and A-11081, Thermofisher, Waltham, MA) were used at a concentration of 10 μg/mL along with 4’,6-Diamidino-2-Phenylindole, Dihydrochloride (DAPI; Cat # D1306, Thermofisher, Waltham, MA) to stain for nuclei. Slides were washed with 1X phosphate buffered saline (PBS; Cat # 10010023, Thermofisher, Waltham, MA) and stained for 3 hours at room temperature. Slides were then washed again with 1X PBS and imaged using a Keyence BZ-X700 series microscope using a 10x objective.
Image quantification
Images were quantified using CellProfiler(McQuin et al., 2018) to identify the number of CD45+ cells and the total area that stained positive for Tyro3. Brightfield images were used to determine the area of each tissue sample and this measurement was used to normalized CD45 and Tyro3 expression between patients. Unpaired student t-tests were used to evaluate significance of CD45 expression and Tyro3 expression between control and diseased patient populations.

