Whole Mount Labeling of Chick Embryos with the HNK-1 Antibody to Visualize Neural Crest Cells


1.
Embryos are fixed in 4%PFA overnight. Trimmed of all membranes – for better antibody penetration.


2.
Embryos are thoroughly washed in PBS to remove all the PFA, and then blocked overnight with PBS (or discarded culture media containing FBS) containing 1% Triton X-100 and 10% Goat serum at 4°C. (Blocking reduces non-specific binding of antibodies to your tissue).

  
3.
The following day embryos are incubated with 1:10 HNK1 supernatant or 1:500 TuJ1 in PBS overnight at 4°C. (HNK1 labels chicken/quail neural crest cells; Tuj1 labels differentiated neurons). (You can add a separate primary antibody at the same time, i.e. anti-GFP, make sure to remember which “color” – fluorescence- is critical to see your cells without overlapping secondary antibodies.  This will happen if then you add both secondaries of the SAME fluorescence!) 


4.
Next day, embryos are extensively washed (6X 30min each in a rocker) with PBS and then incubated with 1:500 of an anti-mouse IgM-specific Alexa 488 or 594 conjugated antibody in PBS, or a different secondary. Make sure that your anti-rabbit is DIFFERENT in fluorescence Alexa from your anti-mouse!  Add DAPI for nuclei labeling as well, it needs time to penetrate thoroughly the embryo and label all nuclei.

5. The following day, embryos are extensively washed in PBS and looked at under a regular fluorescent microscope with a 5X objective.  Embryos can be stored for up for many months if kept in at least 2%PFA. Do not keep in PBS for more than a week!!!  
Whole mount immunohistochemistry for Neurofilament/Tuj1 in mice

1. Fix E9.5-10.5 mouse embryos in 4% PFA for 4hrs. 4oC . Opened heads along dorsal midline for reagents penetration.

2. Embryos were washed3X for 60min in PBS.

3. Blocked ON @ 4oC in PBS containing 0.1% H2O2, 1% Triton X-100, 10% NGS.

4. Embryos were washed 5X for 60min in PBS.

5. Anti-neurofilament hybridoma was used 1:1 + 10% FBS + 1% Triton for TWO days @ 4oC.

6. Embryos were washed 5X for 60min in PBS + 1% Triton + 1% NGS.

7. Embryos were incubated with 1:100 anti-mouse HRP conjugated in PBS.

8. Embryos were washed 3X for 60min in PBS + 1% Triton + 1% NGS.

9. For DAB embryos were incubated for 3hrs @ 4oC  in the dark, then to activate the DAB, H2O2 was added to 0.03% (0.01% really as I used a 30% as if it were 100%) and embryos were observed @ RT under a dissecting scope until cranial ganglia are visible (~5min).

10. Embryos were washed extensively in abundant PBS and photographed immediately.

From a J.Neuro. paper that I lost the reference.

