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Glucose-6-phosphatase (G6Pase) Assay Kit (Cat #: E-120) 
 

COMPONENTS:   G6Pase Buffer- 0.3 ml, store at 4ºC   

G6Pase Substrate- 0.3 ml (150 wells), store at -80ºC upon arrival 

G6Pase Assay Solution- 15 ml, store at 4ºC (swirl bottle briefly prior to pipetting) 

10x Cell Lysis Solution: 25 ml, store at 4ºC (swirl bottle briefly prior to pipetting) 
 

 

PRODUCT DESCRIPTION: The enzyme activity assay is based detection of G6Pase-mediated release of phosphate, which 

forms phosphomolybdate with the basic dye Malachite Green (Anal. Biochem. 271:29,1999). Kit components are stable for 

at least 1 year if stored and handled properly. 
 

 

Preparation of tissue extracts:  
 

1. Tissue (such as liver) should be washed with PBS thoroughly to remove blood cells. Freeze tissue at -80ºC 

until use.  
 

2. Use ice-cold 1x Cell Lysis Solution (diluted 10-fold with dH2O from 10x Cell Lysis Solution) for tissue 

homogenization. Weigh ~25 mg tissue and homogenize in 0.5 ml ice-cold 1x Cell Lysis Solution. Centrifuge 

homogenate at 4ºC for 3 min at maximum speed and harvest supernatant. Store cell lysate and tissue 

homogenate at -80ºC. 
 

3. Perform protein assay to determine sample protein concentration. Equalize sample protein concentration by 

diluting with ice-cold 1x Cell Lysis Solution. A suggested protein concentration range is 0.5 – 1 mg/ml. Since 

the assay is sensitive to protein concentration, a pilot study using samples of varying protein concentrations 

should be carried out to optimize the assay condition.  
 

 

Reagent thawing: Keep thawed G6Pase Substrate solution on ice. Freeze solution at -80ºC after use.   
 

 

G6Pase Assay Solution: Small amounts of greenish precipitates normally appear on the bottom of the solution 

container during storage. Swirl container briefly to resuspend precipitates before pipetting.  
 

 

Enzyme assay:  
 

1. Set up a control tube and a reaction tube for each enzyme sample in 0.5-ml microtubes.  
 

2. Each control tube contains a calculated amount of dH2O, 2 l G6Pase Buffer, and 5 l enzyme sample (final 

volume is 20 l). Each reaction tube contains a calculated amount of dH2O, 2 l G6Pase Buffer, 2 l G6Pase 

Substrate, and 5 l enzyme sample (final volume is 20 l).  
 

3. Incubate tubes at 37C for 15 min.  
 

4. Carefully pipette 2 l from each control and reaction tube to a 96-well plate. 
 

5. Swirl G6Pase Assay Solution for a few seconds to disperse precipitates. Swiftly add 100 l to each well and 

gently agitate plate to mix contents. Incubate at room temperature for 1 min.  

Note: Dilute sample protein concentration with 1x Cell Lysis Solution and repeat assay if visible precipitates 

appear in wells after incubation.  
 

6. Immediately measure absorbance at 600 − 660 nm using a microplate reader.  

Note: Precipitates may appear in wells after prolonged incubation with G6Pase Assay Solution. 
 

7. Subtract control well reading from reaction well reading for each sample. Relative G6Pase enzyme activity is 

expressed by the subtracted optical density. Multiply result by the enzyme dilution factor where applicable. 

Sample protein concentration should be increased if low enzyme activity is observed. 
 

 

Additional information:   
 

 

 

- G6Pase Assay Solution contains 10% or ~1N hydrochloric acid (HCl). Use caution in handling the reagent. Please visit 

the product webpage or contact us for MSDS information on HCl. 

- The kit is shipped in cold pack. Store G6Pase Substrate at -80°C upon arrival. 

mailto:chunglee@buffalo.edu

