1. BrdU protocol:
2. Collect tissues from mice - reovirus infected and controls in HBSS +5% DCS

3. Process tissue in proliferation assay media (RPMI,2-me, FCS,L-glut,gent.)
4. Count cells and make a suspension of  10 x 106 cells/ml

5. Infect cells for 1 hour at room temperature with reovirus (moi = 10). As controls have some cells without stimulation and some stimulated with 10µl concavalin A.
6. Dilute cells with proliferation assay media to get a 1x106 cells/ml suspension and add 200µl per well in 96 well plate (200,000 cells/well). 
7. Incubate 48 hours at 37oC. During the last 24 hours of incubation, add 20µl  of BrdU to each well (final concentration 60 µM)
8. Remove cells from incubator and place into 15 ml tube (add 5 wells together to get 1x106 cells) 

Add 10 mls of cold PBS 
Centrifuge at 2000rpm for 5 min., then decant superntant
Resuspend cells in PBS (1x106 cells per 100µl)
Pipet 100 µl of  cells (1x106 cells) into 12 x 17 mm tubes
Add 1ml of fix and perm. Solution
Vortex gently and incubate for 15 min. at 370C
Centrifuge at 2000rpm for 5 min., then decant superntant
Add 1 ml of PBS and pellet cells (2000rpm for 5 min.). Decant supernatant
Add 100 units of DNase I (final volume 300 µl in DNase buffer)
Vortex gently and incubate for 30 minutes at 370C
Add 1 ml of staining buffer. Centrifuge (2000rpm for 5 min.) and decant
Vortex gently to resuspend pellet Add anti-BrdU antibody diluted in staining buffer (100µl total).

Incubate for 30 minutes at room temp.
Wash with 2mls of PBS - centrifuge (2000rpm for 5 min.) and decant
Resuspend in 300µl PBS to analyze

REAGENTS

BrdU (Sigma catalog # B5002)

 
Final concentration 60µM


Stock 0.1426 g in 10 mL 1N NaOH, store at -200C in small aliquots


Dilutes stock 1:100 with sterile PBS and use 20 µl of dilution per 200µL
PBS: (store at 40)

0.23g NaH2PO4

1.15g Na2HPO4

9.00g NaCl


dissolve in 1liter dH20

Fix and perm: (store at room temp.)


1% paraformaldehyde


1% tween-20


dissolve in PBS

DNase buffer: (store at 40)


0.23g NaH2PO4

1.15g Na2HPO4

9.00g NaCl


0.85g MgCl


dissolve in 1 liter dH20


***be sure pH=5

Staining buffer: (store at 40)


1% BSA


0.5% tween-20


dissolve in PBS

