
Rat E14.5 or Mouse E13 
Dorsal Spinal Cord Explants

*** Vaginal plug = E1

Materials:
Tools:
- Dumont #5 Forceps: Fine Science Tools #91150-20 (18$, ‘Student Quality’)
- Needle Holder: Fine Science Tools #26015-11 (17$)
- Spring Loaded Scissors Fine Science Tools #91501-09 (94$, ‘Student Quality’)
- Iris Scissors Fine Science Tools #91460-11 (37$)
- Glass micropipets Fisher # 21-164-2J or VWR # 53432-604 (55$)
- Tungsten wire: Omega Engineering Inc #WW26020 (60$/ft) Tel: 203-359-1665
Stock Solutions:

- 3mg/ml of type I collagen
Dilute Sigma #C3867 to 3mg/ml with 20mM acetic acid

or

10mg of rat tail collagen (Roche #11 179 179 001) in 3.3ml of 1mM HCl
- 10x DMEM: Make from powder as described in recipe section

- 10x Sodium hydrogen carbonate solution 
0.22g NaHCO3 (260mM) Sigma #S-5761
9.9ml of dH2O

Add ~150μl of 10M NaOH to give a pink/red soln when diluted 8:1:1 (Collagen:DMEM:NaHCO3)
Procedure:
Dissection:

- Remove a strip of tissue dorsal btw 50-100μm wide (should be dorsal to dorsal root entry zone)
- Cut into blocks of ~75μm in diameter 
Sharpened Glass tubes:

- Methanol flame one end of a glass disposable tube while pulling
- Break off to get ~200μm in diameter
Cushion:

- Prepare gelling solution: 

For each 100μl (4-wells):

80μl of collagen

Mix in 10μl of DMEM

Add 10μl NaHCO3 

Mix gently, but thoroughly

Solution should be red (pH ~7)

If not red, readjust NaHCO3 solution

- Pipette 20(l in middle of each well, spread with a pipette tip to cover middle  ~1/2 of well

- Allow to gel in incubator at 37(C for ~30min (will become opaque)

Immobilizing the Explants:
- Place tissue onto cushion, by mouth pipeting

- Later, for taking pictures in well, it is best to get explants in middle of well

- Prepare 100μl of gelling solution 

- Remove excess media by aspirating small amounts from opposite sides 

- Cover with 20(l of gelling solution

- Ensure explants are on 1st cushion and not floating

- Allow to gel in incubator at 37(C for ~30min (will become opaque)

- Add 500μl-1ml of media, pipette directly onto cushion to reduces surface tensions that rip apart the collagen cushion.

Culture:

- Culture in 10% iFBS 1% P/S 1% Gln for 12-16hrs

- Fix with 500μl of filtered 4% PFA

See ‘fixing and labeling Wholemount and Explants’ for labeling procedure
http://www.geocities.com/simonwaynemoore/protocols.htm 
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