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Glycerol Colorimetric/Fluorometric Assay 

(Catalog# TBS2204, 100 Tests) 
 
DESCRIPTION  
Glycerol is widely used in foods, beverages, solvents, 

pharmaceutical, and cosmetic products. As such, the accurate 

quantification of glycerol is a much needed topic for research and 

development. Tribioscience’s Glycerol Colorimetric and 

Fluorometric Assay kit is designed to be a robust, simple method 

which utilizes the phosphorylation of glycerol to generate a 

product that is easily quantified by colorimetric (OD = 570 nm) or 

fluorometric (Ex/Em = 535/590 nm) methods. 
 
APPLICATIONS  
Direct Assays: Glycerol level in biological samples including 

cells, tissues, serum, drugs, food, and beverages. 
 
KEY FEATURES  
Sensitive and Accurate: Use 10 µL samples. Detection range 

0.5-1000μM in 96-well plate assay.  
Simple and high-throughput. Mix-to-read procedure; takes less 

than 30 minutes. Kit is designed to be a robust method. 

 
Kit Contents (for 100 Tests) 

Assay Buffer 25 mL; Probe:  200 µL; Enzyme Mix 250 µL 

Substrate: 200 µL; Glycerol Standard 200 µL (100 mM). 

 
Storage conditions Store kit at -20°C. Shelf life of three 
months. Except enzyme mix, warm all components to 
room temperature before use. Briefly centrifuge all tubes 
prior to opening. 
 
ASSAY PROTOCOL  
1. Standard Curve Preparations: For the colorimetric 
assay, add 5 µL of the glycerol standard to 495 µL of Assay 
Buffer to generate a 1mM glycerol standard. Add 0, 2, 4, 6, 8 and 

10 µL into each well in a clear flat-bottom 96-well plate and 

adjust volume to 10 µL /well with assay buffer to generate 0, 0.2, 

0.4, 0.6, 0.8 and 1.0 mM of glycerol standard.  
For the fluorometric assay, add 1 µL of the glycerol standard to 

999 µL of Assay Buffer to generate 0.1mM glycerol standard. 

Add 0, 2, 4, 6, 8 and 10 µL into each well in a black 96-well 

plate, and adjust volume to 10 µL /well with assay buffer to 

generate 0, 0.02, 0.04, 0.06, 0.08 and 0.10 mM of glycerol 

standard (Note: the fluorometric assay sensitivity is 10-100 fold 

higher than colorimetric assay).  
2. Sample Preparation: Tissue (1-10 mg) or cells (1x 106) 
can be lysed in 100 µL of Assay Buffer. Then, centrifuge the 
lysed sample at 15,000x g for 2 min at 4 ◦C. Carefully collect 
supernatant as testing sample and add 10 µL to each well.  

3. Reaction Mix: Prepare enough mix for each well by 
mixing 90 µL Assay Buffer, 1 µL Substrate, 1 µL Probe, 2 µL 
Enzyme Mix for samples and standards. Add 90 µL of the 

Reaction Mix to each well containing Standard and samples.  
4. Incubate: Tap the plate lightly to mix. Incubate at room 

temperature for 20 min, protect from light.  
5. Read Plate: Measure OD at 570 nm for colorimetric 
assay or Ex/Em = 530/590 nm for fluorometric assay.  

 

 
A: Calculation: Correct background by subtracting the 
value of the 0 glycerol standard(blank) from all 
samples. Plot the standard curve 
 
6.   Incubate the plate an additional 15 min. 
 
7. Measure fluorescent intensity for each well on a 
fluorescence plate reader. Options for fluorescence filter 
sets include 350–360nm for excitation and 440–450nm for 
fluorescence emission (Ex354nm/Em442nm). 
 
B: Screening HDAC inhibitor using nuclear extract. 
 
1. Prepare enough nuclear extract diluents: Using assay 

buffer dilute nuclear extract to 100 g protein/mL, per-

assay 40 L is needed.  
2. Prepare enough working solution by mixing 40 L 

nuclear extract diluents with 1 L substrate.  
3. Prepare enough three-fold series dilute test compound 
with assay buffer, set up triplicate for each concentration, 
needs 10 L test compound for each assay.  
4. Transfer 40uL working solution (triplicate) into 96-well 
black plate, add 10 L series diluted test compound into 
plate. Set up triplicate wells without compound to serve as 
the positive control, without substrate as the blank 
control.  
5. Incubate plate in a 30°C incubator for the desired time  
(0.5-2hr).  
6. Stop the deacetylation reaction by adds 50 L/well of 
developer solution and mix thoroughly.  
7. Incubate the plate an additional 15 min.  
8. Measure fluorescent intensity for each well on a 
fluorescence plate reader (Ex354nm/Em442nm). 
 
CALCULATION OF RESULTS 

Fluorescence Data Subtract the average of fluorescence 
values of the blank control from all fluorescence values of 
experimental wells. Plot fluorescence vs. concentration of 
test compound. 
 
Activity (%) = 100 x (Fsample - Fo) / (Fctrl - Fo) 
 
Where Fsample and Fctrl are the average fluorescence 
intensities in the presence and absence (vehicle control) 
of the test compound and Fo the averaged blank control 
fluorescence intensity. 
 
MATERIALS NEEDED BUT NOT SUPPLIED  
HDAC inhibitor; Nuclear extract; 96-well black flat 
plate; Fluorescence plate reader. 
 
RELATED PRODUCTS 

Protein Assay Kits (#TBS2005) 
Cell Nuclear Extract kit(#TBS6025) 
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