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1. Carefully remove secondary antibody solution using a pipette.

2. Rinse in 1 mL of PBS Tween (PBT).

3. Wash in 1 mL of PBT, at 25°C with gentle agitation for 20 min on the nutator.

4. Wash a second time in PBT for 20 min on the nutator.

5. Rinse twice in 1 mL of pre-stain solution (100mM NaCl, 50mM MgCl2, 100mM Tris pH 9.5, 0.1% Tween 20).

6. Remove the prestain solution, then add 1 mL of stain solution. 
Switch off nutator before placing tube on for gentle agitation, then turn on again.
7. Invert tube thrice, wrap in aluminium foil, and incubate at room temperature with gentle agitation on the nutator for the colour to develop for 15-25 minutes.

8. Consult with demonstrator for advice on when to stop the colour reaction.
9. Rinse three times with 1 mL of stop solution.

10. Remove stop solution, and then add 80 µL of 80% glycerol, releasing the plunger slowly to avoid sucking glycerol into the pipette shaft

11. Use scissors to cut a few millimetres off the tip of a yellow pipette tip to avoid embryos being ripped apart as they pass through. 
12. Peel off the protective layer on the double‑sided sticky tape that has been stuck onto a microscope slide.

13. Using a P20 with the cut‑off yellow tip, transfer ~40 µL of embryos to the slide. Cover with a coverslip – the coverslip will stick on the tape.

14. Observe staining using a binocular microscope, following undergraduate general microscopy SOP. 

Students are provided with Drosophila embryos that have been treated previously thusly:


Dechorionated and fixed with formaldehyde.


Incubated with the primary antibody (22C10 or 4D9).


Washed 3 times in PBT.


Incubated with secondary antibody (anti-mouse antibody conjugated with alkaline phosphatase).


Rinse means to add a volume of liquid, let the embryos settle, and then carefully remove the liquid.


Wash means to add a volume of liquid, incubate for a period of time, let the embryos settle, and then carefully remove the liquid.


Lab minimum PPE: Long-sleeve gown, closed shoes, safety goggles








