
Rat E12 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 collagen-1 in 0.012N HCl: Nutacon #PureCol
Can also use collagen from rat tails in 0.1% DMEM pH 4.0

- 10x (260mM) Sodium hydrogen carbonate 

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)
- 10x DMEM: Make DMEM at 1/10 the normal concentration from powder (see Buffers)

Hanging Drop Aggregation of HEK293 Cells (Night before dissection)
- Suspend 20million cells/ml in drug-free (ie w/o G418 & HygroB) 10%iFBS/1%PS DMEM

- Place 10μl on lid of a 3cm dish

- To avoid evaporation, place 2ml of DMEM in bottom of dish

- Gently turn over lid and place on bottom of dish 

- Culture O/N

E12 Spinal Cord Dissection:
    *** Key points to look out for:
- Dissect in serum-free L15 media before trypsinization and in 5% serum L15 media after
- KEEP EVERYTHING ON ICE
Pre-Digestion Dissection:
- Dissect somite pieces in serum-free L15
- Cut 6 somites beginning just rostral-most portion of forelimb bud
Digestion:

- Trypsinize in 2ml of L15 with 500μl of 1:250 trypsin for ~20 minutes at RT
Dissecting-out Cord:
- In shorts steps beginning at one end of the cord, tease needle btw cord and meninges to gently pull away ventral tissue.

- Tease away lateral and dorsal tissue.

Floor Plate of Roof Plate:

- Cut spinal cords into ventral and dorsal halves

- Place ventral-most (floor plate) or dorsal-most (roof plate) along side spinal cord

Collagen Cushion:

- Prepare 100μl/plate of gelling solution (max 3 plates at a time).
- Pipette 20(l in middle of each well of a 4-well plate and spread to cover ~50% of well.

- Polymerize for ~20min at 37(C/5% CO2 (cushion will become opaque).
Immobilizing the Explants:
- Prepare 100μl/plate of gelling solution (max 3 plates at a time).
- Place tissue on to cushion

- Remove excess media 

- Cover with 20(l of gelling solution

- Allow collagen to polymerize for 30min at 37(C/5% CO2 

- Directly pipette 500(l of media (Neurobasal with 200mM Gln, Pen/Strep and either 10% iFBS or 2% B-27) on top of each cushion.

	E12 Turning

Date: ______________ 20__

Time when media was added:  ______

Time fixed: _______

Total time in culture: _______
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