Fixing and Labeling:
Explants in Collagen Gels

1. PFA Fix:
· Prepare 4% PFA:
· Place 20mL of dH2O in a 50ml tube

· Add 1.0g of PFA

· Add 35(L of 1N NaOH

· Heat and shake to dissolve 

· Can be done in water bath set to 60oC
· Quickest way, place in boiling water with frequent and vigorous mixing (don’t forget to loosen cap)
· Add 2.5mL of 10x PBS

· Dilute to 25mL with dH2O

· Cool (can use ice)
· Filter using a syringe with a 22(m filter.

· Aspirate medium

· Wash 2x gently (slowly along side of well) with PBS

· Add 4% PFA (same volume used in culture)
· Incubate for 1-2hours at RT
· Aspirate 4% PFA 
· Wash 2x with PBS
2. Blocking and Permeabilization: 
· Block & permeabilize with 3% Serum/1% Triton X-100 in PBS for at least 2hour at RT

· Example: 

· 9ml of PBS 

· 1ml of Triton X-100

· 300μl of serum

3. Antibody Labeling:
	1( Ab Dilutions:
Tag-1 (4D7) mouse IgM supernatant @ 1:50


· Primary antibody: 2hrs (small explants) to O/N (larger explants) at 4(C in 3% Serum/0.1% Triton X-100 in PBS
· Wash with 0.1% Triton X-100 PBS:

· 1 x quickly

· 3 x 15min (small explants) to 1hour (large explants)
· Secondary antibody: 2hrs (small explants) to O/N (larger explants) covered in aluminum foil at 4(C in 3% Serum/0.1% Triton X-100 in PBS

** The Alexa antibodies NEED to be filtered after they are diluted otherwise fluorescent aggregates will appear. 
	2( Ab Dilutions:
Alexa 546 Goat ( mouse IgM @ 1:1,000


· Wash with 0.1% Triton X-100 PBS:
· 2 x quickly 

· 3 x 15min (small explants) to 1hour (large explants)
4. Cut out explants:

· Using a dissection scope, spatula and tungsten needle to cut out explants from collagen. This can be done before or after labeling, although the labeling may be better if it is done before

5. Taking pictures:
· For quick pictures: Can simply place cut out explant onto slide, hydrate with PBS and coverslip.
· For long term storage:  Coverslip using a water based mounting glue. Seal edges the next day with nail polish to prevent evaporation.
http://www.geocities.com/simonwaynemoore/protocols.htm
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