Single Immunofluorescence protocol:

Notes:

1. Must know IgG isotypes and species of the primary antibodies and use the matching secondary fluorescence antibodies.

2. Decide how many micro-liters will be needed to cover each slide. Usually, each tissue array requires 300-600ul of each incubating solution.

3. Procedure is done at room temperature except for microwaving steps.

Staining procedure

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

2. Hydrate slides to water by dipping them 20-30 times in each of two changes of 100% ethanol, two changes of 95% ethanol, one of 80% 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 retrieval buffer. (recipe for EDTA/TRIS pH9 follows)

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  buffer should 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. Rinse 5 minutes in PBS.

9. Apply primary antibody diluted in PBS.

10. Incubate for 45 minutes at RT.

11. Wash the slides for 15 minutes in PBS at RT.

12. Dilute secondary antibody in PBS (anti species at 1:100, StreptAvidin bound at 1:500. We use AlexaFluor secondaries.)

13. Incubate in the DARK for 45 minutes.

14. Wash the slides in the DARK for 15 minutes in PBS.

15. Mount the slides in fluorescence mounting medium containing DAPI (ProLong antifade reagent with DAPI, Invitrogen cat#P36935)

16. Place slides in dark box. They can be stored in this way at room temperature for 3-4 weeks.

17. View using correct excitation and filters on a fluorescence microscope.

Recipe for one retrieval buffer:

50mM TRIS/20mM EDTA pH 9.0
12.1 g TRIS (Tris or Trizma can be used)

1.48 g EDTA Ethylenediaminetetraacetic acid

Fill to 2 liters with distilled water.

Adjust to pH 9.0

