AMP 6/24/2011

McLaughlin Lab


Single Embryonic Mouse Dissection / Dissociation

Date:                        .

1. UV’ed ____ large coverslip, ____ small coverslip, ____ insert plates, and ____ plates without coverslips for 1 hr.
2. Weighed out ______ mg Poly-L-Ornithine [sigma, P-3655, lot ____________] (1 mg per 2ml Borate buffer) and dissolved in _____ml Borate Buffer made ____________.
3. Filter sterilized then placed 2ml PLO/Borate Buffer in each well (or appropriate amount for different size wells) and let coat for > 1hr.
4. Removed media from each well and washed with tissue culture water 1X, leaving on a few minutes before removing, then let dry with lids off from ________ to _______.
5. Placed 1.5ml Plating media made _________ per well and stored in incubator until dissection
Date:                         .

1. Thaw 6 aliquots of 0.025% Trypsin [sigma, T9935, lot ____________] at room temperature.
a. You will need 1 tube per E18 mouse and we dissect no more than 6 mice at a time…
2. Set up for dissection according to protocol.

3. Retrieve pregnant mouse from colony

4. Place mouse in bell jar with 1mL of Isoflourane.
a. Record Isoflourane use in log on BAM.
5. Once anesthetized, cervically dissect, and open abdomen.
a. Opened abdomen at __________am/pm. There were _____ pups.

6. Dissected _____ brains and placed all into their own individual Trypsin tube by __________am/pm (from opening until Trypsin should be < 30min.)

7. Place Trypsin/Tissue into beaker full of TC water pre-warmed in the incubator overnight (i.e., @ 37oC) for 20 minutes to digest.

a. After digesting for 10 minutes, gently invert the tubes and return to waterbath.

8. During digestion:

a. Prepare 1 x 30mm dishes containing 5mL of HBSS for washing of each individual brain.  

b. Prepare plating media
i. This media should contain 1X NS21 and 1X N2 and 10uM BME.

ii. I usually prepare 100mL, which is enough for the 15mL conical tubes and any dilutions that may be needed following the cell counts.

c. Prepare trypan blue tubes – one for each individual mouse brain (450(L/tube).

d. Label 2 sets of 15ml conical tubes according to the number of mice and add 5mL of plating media to each tube.

9. Once digestion is complete, use a P1000 tip to remove brain from Trypsin and place into HBSS for washing.  

a. Use a new tip for each individual mouse brain!

10. After washing, transfer brains to the 1st conical tube containing plating media via P1000 tip.

11. Triturate tissue in plating media ~13 times with a P1000 tip, followed by ~13 more times with a Pasteur pipette and allow any non-digested tissue to settle to the bottom of the tube.

12. Transfer supernatant to 2nd set of conical tubes leaving behind any undigested tissue.

13. Add 50(L of each tubes cell suspension to the trypan blue and count three 4X4 squares on the hemocytometer (I only use one half of the hemocytometer per mouse so I can get the counts done as soon as possible so the cells aren’t waiting too long to be plated…)

a. Record average count (Total Count / 3) for each individual mouse:

i. Mouse 1 = 

ii. Mouse 2 = 

iii. Mouse 3 = 

iv. Mouse 4 = 

v. Mouse 5 = 

vi. Mouse 6 = 

1. Sample calculation:

a.  ______ (live cells) x 10 x 10,000 ÷ 500,000 (or desired plating density) = _______ (dilution factor).  

b.  ______(mL needed for plating) ÷ ______(above calculated dilution factor) = _______ (mL of stock cells needed).

c. So added ______mL stock cells to _______mL plating media 

14. All plates in incubator by _________am/pm.

15.  NOTES:

