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II. Bead Placement

1. Removal from the incubator

At E2-2.5 (~ St. 17 HH), remove the eggs and prepare them accordingly.  They can be worked on immediately or returned to the incubator for a couple hours.  The eggs can be placed at room temperature safely for over an hour.  Eggs can stay out for the duration of the manipulations.  Sometimes these can take an hour or more. The longer they sit at room temperature, the less likely they are to survive.  

2.   Preparation of India ink

Prepare a fresh solution of India ink by mixing 4mL of ink with 96mL of sterile PBS.  Fill a 3mL syringe with the solution.  Place a 27 gauge, ½ inch needle on the syringe.  Using a pair of hemostats, bend the needle to a 90° angle.  

3. Opening the eggs and injection of India ink 

Using a pair of forceps, peel back the tape and open the window, securing it by using the reverse side of the tape on the back side of the egg. 

Guide in the angled needle until it lies just beneath the embryo.  Placing the needle under the floating disk insures that the ink, which is toxic to the embryo, will not come in direct contact.  You need to only inject enough ink to create a comfortable contrast.  This is typically less than ¼ mL.

4. Opening the neural tube

Take a pair of fine dissection scissors and cut the thin membrane that lies on top, or sometimes around, the embryo.  Depending on the age, a fine tungsten probe can be used to do the same thing.

Take a pair of 55 forceps or a tungsten probe and open the neural tube from posterior to anterior.  Make sure the opening is large enough to place a bead into it.

5. Retrieving a coated heparin-acrylic bead

Using a pair of 55 forceps, find an intact bead in the solution.  Let the bead attach itself to the tip, slowly close the forceps.  Remove the bead from the solution and bring it over on top of the egg.  Once the bead is out of its solution, it will not likely come off until it has been placed in the albumin.

6. Placing the bead

Once the bead has been placed on top of the target area, use a tungsten probe to guide it towards the forebrain or fix it in the hindbrain.  Add a few drops of PBS using a 10uL pipette.  

7. Closing the egg


Close the egg using the thin piece of tape to shut the window.  Seal the egg 
according to the prepping protocol.

