June 26, 2007


BRONCHOALVEOLAR LAVAGE OF MOUSE LUNG
Day 1: Preparation 

Listed are the following items you must have before performing the lavage.

Surgical table: Use a lid from a styrofoam box and pin on an absorbent blue pad at the corners of the styrofoam “table”. 

Surgical tools:

1 large or medium-sized surgical scissors

1 small surgical scissors

1 tweezer scissors

2 forceps bent at the ends

1 hooked forceps that is sharply pointed at the end

2 blunt-ended cannula, about 1.0-1.5 mm long 

One roll of string or surgical sutures cut to 2-3 inches in length, one per mouse
Box for dry ice and asphyxiating the mouse

Sterile PBS

Many 1 ml syringes (use three syringes per mouse)
Construction of your cannula:

With two mid-sized needles, mark a line about 1-1.5 nm up from the bottom end of the needle. Have Mike in the sub-basement shop cut bluntly at the mark on the needle. Make sure that Mike smoothes the top ends of the cannula.

Set up in your tissue culture hood:

1. Surgical table with all of your surgical tools next to it

2. Dry ice box

3. 1 ml syringes, each containing 0.8 ml sterile PBS

Keep all these items in a sterile hood with either the UV lamp or the fan blower on overnight.

Day 2: Bronchoalveolar Lavage

1. Wrap a chunk of dry ice in a couple paper towels and line the bottom of the dry ice box with a paper towel

2. Put mouse in dry ice box and asphyxiate with CO2 until it’s deceased

3. Lie mouse on surgical table and pin down both hands and feet and through the nose with medium-sized needles

4. Cut away with your large-sized scissors the skin and muscle layer over the trachea

5. Cut away with your small scissors the muscles that lie directly over and on each side of the trachea

6. With your hooked forceps, pierce through the fine muscle underneath the trachea

7. While keeping your hooked forceps underneath trachea, grab one end of the string and pull it underneath the trachea

8. Use your tweezer scissors cut open a slit in the trachea for insertion of a cannula
9. Insert cannula
10. Tie string very tightly around the section of the trachea that contains the cannula
11. Attach 1 ml syringe to the open end of the cannula
12. Gradually push in the 0.8 ml sterile PBS, then gradually withdraw it. There will be some PBS lost in the lungs

13. Transfer lavage to 15 ml conical tube in ice bucket

14. Repeat steps 10 – 14 twice more on the same mouse

15. Pellet cells @ 200g for 10 min @ 4 C.

16. Aspirate medium. Lyse red blood cells with sterile water for no more than 15 sec!Add back 2X buffer. Pellet cells again as in step 16

17. Aspirate supernatant and resuspend cells in equilibrated 10% FBS/RPMI1640 and count the large cells with a hemacytometer.

18. Put cells in 10 cm tissue culture for 2-4 hrs in 5% CO2 incubater @ 37 C to allow macrophages to adhere.

19. Wash off neutrophils with sterile TBS or PBS
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