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PURPOSE                      

Bond Polymer Detection Kits are intended for staining sections of formalin fixed, paraffin-embedded tissue on the Bond automated system.  In our laboratory we use biotin-free detection kits.
PROCEDURE

Materials:
· Gloves

· Lab Coat or Vinyl apron and sleeve protectors
· Eye protection

· Bond Polymer Refine Detection Kit & tray
· Bond Polymer Refine Red Detection Kit & tray
· Harris Hematoxylin

· 50 ml conical tube

· Filtered Reverse Osmosis water

· Filter paper 

Storage and Stability:
Store at 2-8˚C.  Do not freeze. Do not use after the expiration date indicated on the tray handle label.  Return to 2-8˚C immediately after use.  
Kits are pre-packaged and ready to use. Hematoxylin is made in-house to replace the kit hematoxylin. See note below for mixing instructions
Procedure:
Bond Polymer Refine Detection Kit; Biotin Free, polymeric horseradish peroxidase (HRP)-linker antibody conjugate system (Main Kit):
1. The specimen is incubated with hydrogen peroxide to quench endogenous peroxidase activity.
2. A user-supplied specific primary antibody is applied.

3. Post Primary IgG linker reagent localizes mouse antibodies.

4. Poly-HPR IgG reagent localizes rabbit antibodies.

5. The substrate chromogen, 3, 3' - diaminobenzidine (DAB), visualizes the complex via a brown precipitate.

6. Hematoxylin (blue) counterstaining allows the visualization of cell nuclei.
*NOTE: Hematoxylin is made in house, using Harris hematoxylin (vendor Anatech Ltd).  Filter 15 ml of Harris hematoxylin into a clean conical tube and add 15 ml of filtered Reverse Osmosis (RO) water.  Invert several times to mix.  Empty the contents of the original hematoxylin and replace it with in-house   filtered hematoxylin.  Label the lid as "Harris hematoxylin".  Label the kit with open date and register the kit to the bond by scanning both barcodes on the kit's tray.

Bond Polymer Refine RED Detection Kit; Biotin Free, polymeric alkaline phosphatase (AP)-linker antibody conjugate system (for use with Pigmented Melanoma):
1. A user-supplied specific primary antibody is applied.
2. Post Primary IgG linker reagent localizes mouse antibodies.
3. Poly-AP IgG reagent localizes rabbit antibodies.
4. The substrate chromogen, Fast Red, visualizes the complex via a red precipitate.
5. Hematoxylin (blue) counterstaining allows the visualization of cell nuclei.
*NOTE: Hematoxylin is made in house, using Harris hematoxylin (vendor Anatech Ltd).  Filter 15 ml of Harris hematoxylin into a clean conical tube and add 15 ml of filtered Reverse Osmosis (RO) water.  Invert several times to mix.  Empty the contents of the original hematoxylin and replace it with in-house   filtered hematoxylin.  Label the lid as "Harris hematoxylin".  Label the kit with open date and register the kit to the bond by scanning both barcodes on the kit's tray.
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