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VECTASTAIN Elite ABC KIT


Staining procedure

1. Deparaffinize slides through three changes of xylene, incubating slides10 min in each change.

2. Hydrate slides to water by dipping them twenty times in each of three changes of 100% ethanol, two changes of 95% ethanol, one of 70 % ethanol, and two changes of distilled water.

3. Place slides in microwave slide dish (plastic works best with a plastic slide rack) and cover with appropriate buffer (we use Citrate pH6 or EDTA pH8 most of the time). 

4. Microwave on high power for 3 minutes if one rack of slides, 8 minutes if two racks of slides and 13 minutes if three racks of slides.

5. Continue microwaving at 80% power for 12 minutes. (Times may vary by microwave, but the important thing is to make sure the slides boil rapidly for 10 minutes minimum and do not dry out. An additional container of citrate buffer may be microwaved together with the slides to allow for refilling of the slide dishes.)

6. Cool for a minimum of 30 minutes. Cooling time is critical.
7. Rinse in distilled water, X2.
8. Block endogenous peroxidase activity with 1.0 % H2O2 in water for 10 minutes.
9. Wash twice in PBS.

10. Incubate at RT for 10 minutes in Avidin (DAKO Biotin Blocking System cat#X0590).

11. Wash twice in PBS.

12. Incubate at RT for 10 minutes in Biotin (DAKO Biotin Blocking System cat#X0590).

13. Wash twice in PBS.

14. Prepare Blocking Serum (Normal Serum): add three (3) drops (150 μl) of stock (yellow label) to 10 ml of PBS buffer in mixing bottle (yellow label). The preferred serum for blocking is prepared from the same species in which the biotinylated secondary antibody is made.

15. Incubate sections for 20 minutes with diluted normal blocking.

16. Blot excess serum from sections. Do not rinse.
17. Incubate sections for 30 minutes with primary antibody diluted in PBS.

18. Wash slides for 5 minutes in PBS

19. While washing, Prepare Biotinylated Antibody: add three (3) drops (150 μl) of normal blocking serum stock (yellow label) to 10 ml buffer in mixing bottle and then add one (1) drop (50 μl) of biotinylated antibody stock (blue label).

20. Also while washing, Prepare •V E C TA S TA I N® ELITE ABC Reagent: add exactly two (2) drops of REAGENT A (gray label) to 5 ml of buffer in the ABC Reagent large mixing bottle. Then add exactly two (2) drops of REAGENT B (gray label) to the same mixing bottle, mix immediately, and allow VECTASTAIN® ELITE ABC Reagent to stand for about 30 minutes before use.

21. Incubate sections for 30 minutes with diluted biotinylated secondary antibody solution.

22. Wash slides for 5 minutes in PBS.

23. Incubate sections for 30 minutes with VECTASTAIN® ELITE ABC Reagent.

24. Wash slides for 5 minutes in PBS.

25. Make desired peroxidase substrate solution

26. Incubate sections in peroxidase substrate solution until desired stain intensity develops. We use Dako’s DAB @ 1 drop DAB concentrate in 1ml DAB Buffer (both from Dako cat# K3468) for 10 minutes. Keeping this time constant allows for more accurate duplication of titers.

27. Rinse with distilled water, X3
28. Counterstain with hematoxylin (DAKO S3309) for 1 minute.  

29. Rinse with tap water, X3.  

30. Dip slides three times in dilute ammonia water or lithium carbonate water (a slightly basic solution is all that is needed) to blue.

31. Rinse in tap water, X3.

32. Dehydrate slides by dipping them twenty times in one change of 70%, two changes of 95% ethanol and three changes of 100% ethanol.

33. Clear slides by dipping twenty times in three changes of xylene.
34. Coverslip slides with Protex or other xylene-compatible mounting medium.
NOTES:

PREPARATION OF VECTASTAIN® WORKING SOLUTIONS

For convenience, VECTASTAIN® ELITE ABC Kits include mixing bottles to prepare working solutions of reagents. As supplied, the drop dispenser tip is in an inverted position and is not inserted into the bottle. After the buffer and appropriate reagents are added to the bottle, insert the drop dispenser tip into the white or gray opaque cap in correct orientation. Place the entire unit onto the bottle and twist on the cap. As the cap is tightened, the drop dispenser will snap into place. To remove the drop dispenser tip for refilling, merely press laterally with thumb until the tip snaps off. When dispensing

drops, hold the bottle in an inverted vertical position and squeeze gently. To prevent evaporation, secure the opaque white or gray caps on the bottles when they are not in use. After completion of the staining procedure, dilute working solutions should be discarded, and the containers washed with distilled water and stored together with the stock reagents in the kit box. When using mixing bottles to dispense reagents, apply a sufficient number of drops on the slide to cover the entire section. Slides should then be placed in a humidified chamber during the incubation period. Staining dishes or Coplin jars may also be used in the staining procedure. To make up these working solutions , use the same drop/volume ratio as recommended in the instructions for preparation of mixing bottle reagents but increase the amounts as desired. The VECTASTAIN® ELITE ABC Kit has been designed to be used with any of our extensive range of biotin-labeled reagents. As specific examples, the instructions below detail the use of normal serum and biotinylated secondary antibody from VECTASTAIN® ABC Kits, which are supplied in dropper bottles. If purchased separately from the VECTASTAIN® ABC Kit, the biotinylated

antibody is supplied lyophilized and should be reconstituted in 1 ml of distilled

water. A number of different buffers can be used in the VECTASTAIN® ELITE ABC system. One of the most common is 10 mM sodium phosphate, pH 7.5, 0.9% saIine (PBS). 

ENZYME SUBSTRATES

A variety of chromogens can be used to localize peroxidase in tissue sections. Traditional substrates include diaminobenzidine tetrahydrochloride (DAB) and 3-amino-9-ethyl carbazole (AEC). DAB produces a brown precipitate in the sections (or a gray/black color in the presence of some divalent cations) which is insoluble in alcohol and clearing agents, allowing sections to be permanently mounted. AEC produces a red reaction product in the section but must be mounted in aqueous mounting media. More recently,

three additional unique peroxidase substrates have been developed which can also be dehydrated and the sections permanently mounted. Reagents in the Vector® VIP substrate kit produce an intense purple precipitate, those in the Vector® SG substrate kit produce a blue-gray reaction product, and those in the Vector® NovaRED™ substrate kit produce a red precipitate. Combinations of these substrates can be used in multiple-labeling protocols. TMB produces a blue precipitate that also can be permanently
