Dorsal Cap Explants and Protein Beads

Dissection Preparation

Dissection Medium:

L15 with 1X P/S – the clear kind works best

Growth Medium:

* Prepare in hood using sterile technique

47ml 
DMEM/F12

2.5ml
FBS (heat inactivated)

0.5ml
100X P/S (antibiotic)

Dissecting Instruments:

2 pairs of fine tip forceps

Fine bent scissors

Fine straight scissors

Large scissors

Large forceps

Fine spatula

Dissecting microscope

Ice bucket

Petri dishes – various sizes

Bead Preparation

*Using BIO RAD Affi-gel Blue Gel, 100-200 mesh, Catalog # 153-7302

1. Pipette 250ul of beads into 1.5ml eppie.

2. Rinse beads 5 times with sterile 1XPBS – after each rinse let the beads settle by gravity or centrifugation.

3. After washes, add 3X bed volume of 1XPBS.

4. Using P20 pipette, add 2ul beads to minimum 5ul protein solution.  I usually use 10ul solutions.

5. Incubate for 1 hour at 37(.

Pipette Preparation 

*Using VWR capillary tubes, Catalog # 15401-650

1. Flame middle of the capillary tube while turning in fingers until soft, quickly remove from heat and pull.

2. Using a diamond tip pen, etch at desired thickness and break the tube at the etch point.

3. Flame polish the tip.  Be careful not to flame to long.  The tube will seal shut quickly.  I find the smaller the opening the better.

Explant Preparation

1. Dissect the dorsal cap in L15 with 2% glucose.

2. Place a ~10ul droplet of growth medium onto the surface of the culture membrane (see below).

3. Using a small spatula lift the explant, ventricular side up, out of dissecting medium.

4. Place the explant onto the droplet by lowering the spatula into the fluid and gently sliding the explant with fine forceps onto the droplet.

5. Remove the extra fluid. 

6. Culture the explants on Osmonics membranes – 0.4micron, 25mm, Catalog # K04CP02500 floating in growth medium at 37(, 5% CO2.

7. Culture for several hours before placing the beads – 1 hr. minimum.

Bead Placement

*Have explants out of incubation for minimal time.

1. Pull up 1XPBS to fill glass pipette tip about half way with mouth pipette.

2. Pull up some growth medium into the tip to fill the rest of the way.

3. Place a 2-3ul droplet of bead/protein solution onto the lid of a Petri dish.

4. Carefully pick up a bead with the pipette sucking up minimal fluid.

5. Place the bead at the desired location onto the surface of the explant.

6. Gently press the bead into the tissue.

7. Place the explants back into incubation

8. Incubate for 24-48hrs.

