Melan-A

Supplementary file

All tissue sections underwent a pretreatment procedure resulting in deparaffinization, rehydration, and Heat Induced Epitope Retrieval (HIER) through Pretreatment procedure (PT) Link® technology.  Dako Autostainer Plus® instrument and standardized staining procedure (London Laboratory Services Group, London, ON) added 150 µL EnVision™ FLEX Peroxidase-Blocking Reagent, Melan-A antibody, 150 µL EnVision™ FLEX Mouse (LINKER), 150 µL EnVision™ FLEX/Horse Radish Peroxidase and 150 µL diaminobenzene (DAB) to the tissue sections. Each run through the procedure, which contained one positive control tissue.  Tissues were exposed to Melan-A antibody. 

Pretreatment procedure (PT)

It was recommended by 3 in 1 specimen preparation procedure using PT Link:

1-Prepare a working solution by diluting the EnVisionTM FLEX Target Retrieval Solution (50×) concentrate 1:50 in distilled or deionized water.

2-Fill PT Link tanks with sufficient quantity (1.5 L) of working solution to cover the tissue sections.

3-Set PT Link to pre-heat the solution to 65°C.

Immerse the mounted, formalin-fixed, paraffin-embedded tissue sections into the pre-heated EnVisionTM FLEX Target Retrieval Solution (working solution) in PT Link tanks and incubate for 20-40 minutes at 97°C. The optimal incubation time should be determined based on the type of the antibody.

4-Leave the sections to cool in PT Link to 65°C.

5-Remove each autostainer slide rack with slides from the PT Link tank and immediately dip slides into a jar tank (e.g., PT Link Rinse Station, Code PT 109) with diluted, EnVisionTM FLEX Wash Buffer (20×). Then leave slides in the diluted, EnVisionTM FLEX Wash Buffer (20×) for 1-5 minutes at room temperature.

6-Place slides on an autostainer link instrument and proceed with staining. The sections should not dry out during the treatment or during the immunohistochemical staining procedure.

7-The staining steps and recommended incubation times are pre-programmed into the Autostainer Link software as the following visualization system protocols: FLEX and FLEX 2×5 DAB (FLEX+ Mouse and FLEX+ Mouse 2×5 DAB (FLEX+ Mouse (LINKER) protocols and FLEX+ Rabbit and FLEX+ Rabbit 2×5 DAB (FLEX+ Rabbit (LINKER) protocols). 

Primary antibody Staining procedure

Melan-A: FLEX Monoclonal Mouse Anti-Human Melan-A (code IR633, Dako, North America) was ready to use. Cells were scored positive if they showed cytoplasmic staining.

When the staining procedure was completed, the specimens must be mounted. It is recommended to perform dehydration, clearing and permanent mounting when slides have been treated with the 3-in-1 specimen preparation procedure.  

Immunohistochemical scanning

The slides were examined and scanned using Aperio glass slide scanner at Department of Pathology and laboratory Medicine at Western University. The ScanScope scans microscope slides at 20×, 40× to a digital image that can be viewed with software that simulates the use of a light microscope. The files can be viewed and manipulated using a free software program called ImageScope. Representative photographs were captured using Aperio ScanScope™ technology at equivalent exposure times.

