Johnson Lab Immunostaining Protocol

Fixation/Embedding

1. Fix embryos in 4% Para-formaldehyde in cold room 1 ½ - 2 hours.

2. Wash 3x with cold PBS in 20 minute intervals.

3. Sink embryos in 30% sucrose overnight in cold room.

4. Embed embryos in O.C.T. by liquid nitrogen or dry ice.  Store in -80° C.

Immunostaining 

1. Rinse slides 1x with 500 uL PBS for 10 minutes.  Use PAP pen to make hydrophobic barrier on slide.

2. Block slides with 250 uL blocking solution (1 to 10% goat serum; 0.1% NP-40; 1x PBS) for 15 minutes at R.T. (Use appropriate species serum.)

3. Incubate slides in the appropriate dilution of primary antibody in blocking solution overnight at 4 °C. 

4. Remove primary antibodies and SAVE at 4 °C for reuse to conserve the precious reagent. Often the signal to noise improves with repeated use.

5. Wash 500 uL 3x for 10 minutes in 1x PBS/0.1% NP-40.

6. Incubate slides with for 1 hour at R.T with appropriate secondary antibodies. We use 1:500 dilution of appropriate Alexa secondary antibodies (Molecular Probes) in 1% goat serum or appropriate species; 0.1% NP-40; 1x PBS. (Use 1:200 dilution for Alexa 647).
7. Rinse 500 uL 1x PBS/0.1% NP-40 2x for 10 minutes.

8. Rinse 500 uL 1x PBS 1x for 10 minutes.  

9. Mount with Vectashield. 

