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Glycogen synthesis Assay (6 well plate format)

REAGENTS:---------------------------------------------------------------


KRBH/0.5% BSA/5mM glucose(
for 50 ml (after mixing, filter the solution !!)
30mM HEPES, pH 7.4 (filtered) 

1M stock (pH 7.4) 

1.5ml
136mM NaCl



5M stock 


1.36ml
5mM sodium phosphate (pH 7.4)

0.1M stock


2.5ml

4.7mM KCl



1M stock


234ul
1mM MgSO4



1M stock


50ul
1mM CaCl2 



1 M stock


50ul
5mM glucose



100mM stock (0.164g/10ml)
2.5ml

0.5% BSA



10% stock


2.5ml
6mg/ml Glycogen 
Dissolve 60mg in 1ml 30% KOH then 1/10 dilute into 30% KOH (50ul x # wells).
PROCEDURE:-----------------------------------------------------------------------------

1. Culture cells (L6 GLUT4) in 6 well plate till confluent; starve cells for 5~7hrs using 1ml per well of KRBH/0.5% BSA/5mM glucose.
2. 14C-Glucose stock is made up in KRBH/0.5% BSA/5mM glucose at a final concentration of 1uCi/50ul. Calculate amount of isotope needed (1uCi per well = 10ul) then transfer to a plastic test tube, and dry off ethanol under an air-stream (Et-OH:ddH2O = 9:1). Add appropriate amount of media (50ul × #well) and place stock at 37ºC until needed. 

3. Make 30% KOH (6g in 20ml H2O) on day of use and warm 30% KOH + 6mg/ml glycogen stock at 37ºC KOH until glycogen dissolves (5-10min). Leave both at room temperature.

4. Add inhibitors (Ahsg, or anything else those want to check it out the effect) for 15 min.
5. Stimulate cells in the absence and presence of 100nM insulin for 30 min. Add 50ul (1uCi) of the 14C-Glucose solution to all wells. Mix gently and incubate at 37ºC 30 min.

6. Wash 3 times with ice-cold 1x PBS. Aspirate completely and add 250ul of 30% KOH per well. Leave cells for 10 min until cells are detached (check it out using microscope).  
7. Transfer cells to e-tubes and add 250ul of 30% KOH to each of two “blank” tubes. Add 200ul of 30% KOH + 6mg/ml glycogen to all tubes. Vortex gently and place in 100ºC heating block leaving caps open. After 15 imn, turn heat block down to 80ºC.

8. After a further 15 min, transfer tubes into racks and add 800ul of 95% ethanol to all tubes. Vortex gently but thoroughly until the samples are uniformly cloudy. Return to 85ºC heating block for 30 min. 
9. Transfer tubes on ice and let chill for 15 min to completely precipitate the glycogen. Spin samples at 12,000rpm, 4ºC, 10 min in a table-top centrifuge. Aspirate ethanol supernatant and wash with 70% ethanol then centrifuge 5 min. Repeat once more. 

10. Remove as much ethanol as possible without touching the bottom of tubes. Let samples try overnight on a benchtop. On the next day, add 1ml of H2O, vortex well, and heat samples at 37ºC for at least 30 min. Measure the radioactivity. 

