Fixing & Labeling Sections of Embryos

Date: _________________
Important Points:

- Place embryos directly in -80°C once they are embed in O.C.T.; freeze-thawing will destroy tissue. 

- Avoid using primary antibodies from the same species as the specimen (blood vessels will be labelled otherwise)  
	Solutions

	
	Description
	Recipe

	4% PFA
	4% PFA in PBS
	□ Dissolve by boiling with regular shaking, 2g PFA in 40ml of dH2O with 70μl 1M NaOH 

□ Add 5ml of 10xPBS 

□ Bring to 50ml with  dH2O

□ Filter to remove polymerized PFA

	30% Sucrose
	30% Sucrose in PBS
	Per 100ml:

□ Dissolve 30g of sucrose in ~80ml of dH2O (can warm to 55°C to speed up) 

□ Add 10ml of 10X PBS

□ Cool to 4°C

□ Filter

	O.C.T. (Optimal Cutting Temperature)
	10.24% w/w polyvinyl alcohol

4.26% w/w polyethylene glycol
	Tissue-Tek (4583)

	Blocking 

Solution
	0.1% Triton X-100

3% BSA
	

	Wash & Ab Dilution 

Buffer
	0.1% Triton X-100

1% BSA
	


Fix and Equilibrate:

- Transfer embryos, using a cut plastic transfer pipette, to 4% PFA O/N

- Transfer to a 15ml tube with 5ml of 30% Sucrose
- Aspirate 30% Sucrose and replace with another 10ml of 30% Sucrose
- Rock overnight or until embryos sink

Embed:

- Create a tin foil mould sufficient to hold embryo with minimal excess volume 

- Transfer embryo to mould
- Aspirate 30% Sucrose
- Fill mould with O.C.T.
- Orient embryo in appropriate direction
- Place on dry ice to solidify O.C.T. (should become opaque)

- Place in -80°C until sectioning.

Cutting Sections:

- Remove tin foil

- Immobilize onto ‘hammer’ with O.C.T.

- Install blade and allow to equilibrate to -20C

- Adjust thickness of section (30μm section work well for spinal cord)

- Use ‘Superfrost Plus’ slides (have electroststic charge that promotes sticking of slice to slide)

- Keep slides at RT so that when collecting sections they stick

Labeling:

- Outiline section with ‘Pap pen’

- Add blocking solution for >1hour at RT

- Incubate in primary antibody O/N in a humidified environment to avoid drying

- Wash 4x 5min

- Incubate with secondary antibody for 1hour at RT

- Wash 4x 5min

- Coverslip

http://www.geocities.com/simonwaynemoore/protocols.htm
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