Adapted from N. Joncker’s protocol

Fetal liver chimeras
Days:
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	Tue
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	Thu
	Fri
	Sat

	SET PLUGGING
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(P.M)
	PLUGS today (A.M) will count as Embryos e0
	
	
	remove male and pool females
	
	

	Sun
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	Tue
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	Thu
	Fri
	Sat

	
	
	
	
	
	
	

	Sun
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	Tue
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	Fri
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	Embryos e14
	Embryos e15
	Embryos e16
	Embryos e17

MAKE THE CHIMERAS
	
	


Allow 8-13 weeks for chimeras reconstitution according to experiment, it must be calibrated.
Set up plugging cages:
HINT 1) as you may not be able to tell which mice are indeed pregnant, even after 14 days, you can weight them before the plugging and before you take them down. This way, you can save some precious mice.

HINT 2) male and females are only together for 4 nights; don’t put more than 3 females for 1 male (he works only with 1 at a time).

Check plugs in the morning, preferably before 10 a.m, since it melts aways. 
Making the chimeras:
1) irradiate the hosts, use 950 rads OR split irradiation of 450rads one day and 450rads the day of the reconstitution (I prefer split irradiation).
Add antibiotics in the drinking water (for 4 weeks)
Allow the mice to rest for 2 to 4 hours before injecting the fetal liver cells.

2) Collect the embryos. You should collect embryos from e14 to e17.

Collect the liver carefully and no other tissue.

Media: use sterile RPMI + Hepes + 0.2% BSA (filter sterilize), room temperature, in a big Petri dish or in P6-well plate. Place the livers in a cell strainer (either 0.4 or 0.75 um) – up to 8-10 livers/strainer.

3) using the soft side of a 3 ml syringe plunger, smash the livers in the cell strainers.

4) transfer the cell suspension in a tube, over a clean strainer to make sure not taking any tissue debris or aggregates. Rinse the strainers to collect the maximum of the cells.

5) NO NEED to red blood cell lysing nor lympholyte. Count the cells, excluding only the red blood cells. The suspension will look very heterogenous. 
6) Resuspend the cells at 90-100 million cells /ml in media.

Each host receives 9-10 million cells of each donor.

Inject intra-veinously under 200 ul.

HINT) keep track of how many plugging animals you set up, how many you killed and how many embryos you got/ female, and how many cells you got. These numbers will help you set up your next experiment.

Use your chimeras
At 8 weeks, you will be able to use the animals for functional assays. 

Before you use your chimeras, you need to check the chimerism. 

Bleed the mice and do a regular blood staining for congenic markers.

Collect 50-200 ul blood in eppendorfs containing 50 ul heparin. Don’t forget to flick the tube to mix, and keep on ice or in frige (no longer than overnight).

The hosts cells should be dead (lethal irradiation).

CD45.1 and CD45.2 are congenic markers expressed only on hemopoietic cells. 

i.e to calculate the mixed chimerism:

% donors CD45.1+ = (% donors CD45.1+/(% donors CD45.2+/% donors CD45.1+)(
1/2

