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PURPOSE                      

Immunohistochemical techniques can be used to demonstrate the presence of antigens in tissue and cells.  

a) The use of a heat-induced epitope retrieval (HIER) pretreatment on formalin fixed, paraffin embedded tissue on the Bond automated system restores epitopes that have been modified by formalin fixation, allowing accessibility of the primary antibody to the epitope.  Bond Epitope Retrieval 1 & 2 solutions are ready to use.
b) The Bond automated system requires the use of a specific wash buffer to remove unbound material at the end of each incubation step.  The Bond Wash Solution buffer is prepared by dilution, according to the instructions.
c) The Bond Primary Antibody Diluent is ready to use and has been developed to ensure the optimal performance of primary antibody concentrates on the Bond system, together with the appropriate Bond detection system and ancillary reagents.
d) Bond Dewax solution is ready to use and allows paraffin wax to be removed from tissue sections before rehydration and immunostaining of the Bond automated systems.

PROCEDURE

Materials:
· Gloves

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

· Flask

· pH Meter

· pH calibration buffers (4.0, 7.0 & 10.0)

· pH QC Log

· Reagent label
· Filtered Reverse Osmosis (RO) water

· 100% Alcohol

· Bond Epitope Retrieval Solutions 1&2, (cat# AR9961 & AR9640)
· Bond Wash Solution 10x Concentrate (cat# AR9590)
· Bond Primary Antibody Diluent (cat# AR9352)
· Bond Dewax Solution (cat# AR9222)
Epitope Retrieval Solutions:

1. Bond Epitope Retrieval Solution is ready to use.  Do not dilute this reagent.

2. Store at 2-8˚C when not in use. For use, remove Bond Epitope Retrieval Solution 1&2 from the refrigerator.

3. Pour solutions into their respective carboy containers located within the Bond processing module.  Each container can hold up to 2L.

4. pH solutions and record on the pH QC log. (note: calibrate the pH meter first, if not done prior to this).

a) pH range of ER1 is 5.9-6.1 @ 25˚C
b) pH range of ER2 is 8.9-9.1 @ 25˚C

5. Place a "reagent" label on the carboy container and fill in the diamond hazard information along with the reagent lot #, date prepared and the technician initials.

6. Place the carboy on the Bond instrument in their respective color coded labeled locations (dark purple is ER1 and light purple is ER2).
7. Bond Epitope Retrieval Solution 1 contains a citrate based buffer and surfactant.
8. Bond Epitope Retrieval Solution 2 contains an EDTA based buffer and surfactant.

9.  Do not use after the expiration date indicated on the bottle label. The signs indicating contamination and/or instability are turbidity of the solutions, odor development and presence of precipitate.
Bond Wash Solution 10x Concentrate:
1. Store 10x Concentrate at 2-8˚C out of direct sunlight. 
2. Diluted Bond Wash Solution can be stored at 2-26˚C, and can be used for 4 months.
3. Bond Wash Solution is diluted before use.  To make 1 L of Bond Wash Solution mix 100mL of Bond Wash Solution 10x Concentrate with 900 ml of filtered RO water. 
4. Pour prepared dilution into the carboy container located within the Bond processing module.  The carboy container can hold up to 5L.  
5. pH solutions and record on the pH QC log. (note: calibrate the pH meter first, if not done prior to this).  pH range is 7.5-7.7 @ 25˚C.
6. Place a "reagent" label on the carboy container and fill in the diamond hazard information along with the reagent lot #, date prepared and the technician initials.
7. Place the carboy on the Bond instrument in its respective color coded labeled location (green labeled container).
8. Do not use after the expiration date indicated on the bottle label. The signs indicating contamination and/or instability are turbidity of the solution, odor development.
Bond Primary Antibody Diluent:
1. Bond Primary Antibody Diluent is a ready to use reagent for the dilution of individual primary antibody concentrates. 
2. Store at 2-8˚C when not in use.
3. Bond Primary Antibody Diluent contains Tris-buffered saline, surfactant, protein stabilizer and 0.35% ProClin 950. 

4. Dilute primary antibody concentrate to optimal concentration, transferring the diluted antibody to a Bond Open container for use as the primary antibody reagent (see Antibody Titration Procedure).  Ensure that allowance is made for the dead volume of the appropriate Bond Open Container.  Make the dilution in a labeled test tube first.  Mix it, and then pour it to the respective open container.
5. Place a reagent label and lot number label on open container.
6. Do not use after the expiration date indicated on the concentrated antibody vial.
Bond Dewax Solution:

1. Bond Dewax Solution is ready to use, containing a solvent based solution.

2. Store in a well ventilated area away from direct sunlight @ 2-26 ˚C.
3. Pour Bond Dewax Solution into the carboy container marked "Dewax Solution" located within the Bond processing module.  The carboy container can hold up to 5L. 
4. Place the carboy on the Bond instrument in its respective color coded labeled location (Red labeled container).
5. The Bond Dewax solution is collected in the Brown (as in the Bond Manual) colored carboy labeled "Hazardous waste" collection container on the Bond processing module.  This waste is discarded into the Waste Collection System managed by Environmental Health and Safety (EH&S).  DO NOT DISCARD DOWN SINK.  The routine number for this is 3406.
6. Do not use after the expiration date indicated on the bottle label. The signs indicating contamination and/or instability are turbidity of the solutions and presence of precipitate.
Reverse Osmosis Water:

1. Reverse Osmosis (RO) water is taken from the filtered water line located in the sink of the IHC lab.
2. Fill the blue labeled water carboy with filtered RO water.
3. Place the carboy on the Bond instrument in its respective color coded labeled location (Blue labeled container).
4. Rinse out the carboy and re-fill as needed.

5. Friday, dump carboy, clean well.  Refill with fresh filtered RO water.
Flex 100:

1. Flex 100 is purchased.
2. Fill the orange colored labeled alcohol carboy with Flex 100.
3. Place the carboy on the Bond instrument in its respective color coded labeled location   (Orange labeled container). 
4. The alcohol is collected in the Brown colored carboy labeled "Hazardous waste" collection container on the Bond processing module.  This waste is discarded into the Waste Collection System managed by Environmental Health and Safety (EH&S).  DO NOT DISCARD DOWN SINK.
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