Imaginal Disc Antibody Staining Protocol

1.  Dissect third instar larvae by inverting the head section and removing the trachea and fat, leaving the two imaginal discs (Heat shock the larvae for 45 min. at 37( C if needed prior to dissection, then incubate at room temperature for 45 minutes)

2.  Place dissected larvae in 1 ml 1X PBS in the first well of a 48 well plate (on ice) until all larvae are dissected (dissect as many larvae as needed, ~30 usually)

3.  Transfer the dissected larvae into fix solution (1 ml) in the second well (transfer by the cuticle, not the discs) of the plate (on ice) and incubate 1 hour

4.  Transfer the dissected larvae into block solution (1 ml) in a small straining bucket in the third well of the plate (on ice) and incubate 1 hour (transfer as described above)

5.  Remove the bucket and blot on a Kimwipe, and then place into the primary antibody solution (1 ml) and incubate overnight at 4( C
6.  Fill the next 5 wells with wash solution and place plate on ice.  Do one quick wash on the dissected larvae, blot bucket on a Kimwipe, and follow with four 15 minute washes, blotting the bucket on a Kimwipe after each wash

7. Remove the bucket and blot on a Kimwipe, and then place into the secondary antibody solution (1 ml) and incubate overnight at 4( C (the 2( antibodies are extremely light sensitive, so minimize stock solution exposure to light and wrap the 48 well plate in aluminum foil)

8. Fill the next 5 wells with wash solution and place plate on ice.  Do one quick wash on the dissected larvae, blot bucket on a Kimwipe, and follow with four 15 minute washes, blotting the bucket on a Kimwipe after each wash (minimize light exposure for the remainder of the procedure)

9. Remove the bucket and blot on a Kimwipe, and then place the dissected larvae into overnight mounting solution for one half hour to overnight at 4( C
10.  Place 30-60 (l PDA mounting solution on a glass slide and place ~5 dissected larvae in the drop of solution

11.  Remove imaginal discs from the dissected larvae and discard the carcasses

12.  Carefully cover the imaginal discs with a cover slip and seal with clear fingernail polish

13.  Place the slides in a light resistant slide folder until the polish has dried and then examine the imaginal discs for clones under the deconvoluting microscope (place slides at 4( C if examination is postponed)

*  All solution recipes are available in the antibody staining solutions protocol

*  Protocol for deconvoluting microscope use is available in decon. microscope protocol
