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Glucose-derived AGE
specific antibody.

Glc-AGE bond. 

Detect (enzymatic reaction) 

Substrate Substrate

Measurement principle

The Glucose-derived AGEs ELISA Kit is a solid phase 

enzyme-linked immunosorbent assay (ELISA) based on sandwich 

principle. 

The microtiter wells are coated with a monoclonal antibody 

directed towards a unique antigenic site on Glucose-derived AGEs

(Glc-AGEs). 

When the sample diluted to an arbitrary density is added to 

well, Glc-AGEs is bonded.

In the use of HRP- anti AGE antibody, it is measured by the 
enzyme reaction of HRP. 

Kit Contents

(1) Antibody coated microtiter plate,96 wells 1 plate 
(2) Glucose-derived AGEs standard 250 L  × 2 
(3) Reference standard and sample diluent     15 mL  × 1 
(4) HRP- anti AGEs antibody concentrate(×100)  60 L  × 1 

(mouse monoclonal antibody) 
(5) OPD (o-phenylendiamine) tablets 2 tab. 
(6) Substrate solution 30 mL  × 1 
(7) Stop solution 15 mL  × 1 
(8) Wash buffer concentrate(×20) 30 mL  × 1 
(9) Dilution plate  1 plate 

Equipments to be supplied by the user

(1) A microplate reader 
(2) A micropipet 
(3) A microplate washer 

Assay Method

(1) Preparation of working solution 
Wash solution  
Make sure that wash buffer concentrate does not contain any crystallized material 
prior to use. Working solution is prepared by dilution 30 mL of wash buffer concentrate 
with 570 mL of distilled deionized water. For convenience this solution can be kept at 
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2-8  up t o 14 days. 
Antibody dilution solution 

 Please dilute "Reference standard and sample diluent" with Wash solution by ten 
times and use it as an antibody dilution solution. 

Standard solution 
"Glucose-derived AGEs standard" (500 ng/mL) is diluted with "Reference standard and 
sample diluent" by the twice, and each density of 250, 125, 62.5, 31.25, 15.63, and 7.82 
ng/mL is made. 

HRP-anti AGEs antibody ( 100)
Dilute 50 L of "HRP-anti AGEs antibody" with 5 mL of Antibody dilution solution for 
96 well reaction. Diluted antibody should not be stored. 
Coloring solution 
Add one "OPD tablet" to 13 mL of "Substrate solution" to reconstitute the coloring 
solution just before use. This solution should not be stored. 

(2) Dilution of sample 
When use the serum, please dilute to 30 times or more with the Reference standard and 
sample diluent. 
Please dilute the sample made with in vitro to enter the base range. 
In the case of high concentration sample, please pre-dilute with PBS and finally adjust 
to 100 times or more. 

(3) Assay procedure 
Preparation for plate 

-1  Add wash solution 300 L to each well and hold 30 minutes. 
-2 Discard the Wash solution from the wells completely and wash with 300 L wash 

solution.
Repeat this step another 2 times 
Primary reaction 

-1  Apply 50 L/well×2 (In the case of measuring double wells) Standard solutions 
(see(1)- ) dilution samples and incubate for 1 hour. 

-2 After the incubation, discard the reaction solution and wash with 300 L wash 
solution. Repeat this step another 2 times. 
Secondary reaction 

-1  Apply 50 L/well "HRP- anti AGEs antibody" (see(1)- ) and incubate for 1 hour. 
-2 After the incubation, discard the reaction solution and wash with 300 L wash 

solution. Repeat this step another 2 times. 
Coloring 

500 250 125 62.5 31.25 15.63 7.82

Glucose-derived 
AGEs standard 
250 µL

Reference standard
and sample diluent

130 µL 130 µL 130 µL 130 µL 130 µL 130 µL

Conc. (ng/mL)

STD1 STD2 STD3 STD4 STD5 STD6 STD7

130 µL 130 µL 130 µL 130 µL 130 µL

500 250 125 62.5 31.25 15.63 7.82

Glucose-derived 
AGEs standard 
250 µL

Reference standard
and sample diluent

130 µL 130 µL 130 µL 130 µL 130 µL 130 µL

Conc. (ng/mL)

STD1 STD2 STD3 STD4 STD5 STD6 STD7

130 µL 130 µL 130 µL 130 µL 130 µL



Code No.KAL-KG452 

3/4

Apply 100 L Coloring solution to each well and incubate for 10 minutes. 
Stop reaction 

Apply 100 L of "Stop solution" to stop the enzymatic reaction. 
Read absorbance 

Read absorbance of 490nm with a microplate reader. 
Calculation

Calculate the AGEs concentration using standard curve. 
Please use and calculate 4Parameter Logistic Model. 

Standard curve

Reproducibility

Domain of standard curve : 7.8125 500 ng/mL 

Within-run (n=7, 2 concentration) : CV(%)= 6.7, 1.8 

Between-run (n=10, 2 concentration) :CV(%)= 3.6, 7.8 
Recovery test : In the recovery study, recoveries between 96% and 108% were obtained 
for 30 times dilutions of the sample sera (already-known AGEs conc. 300 ng/mL) 
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Usage notes

The Reagents should be stored at recommended temperature, -30 .
The dryness of the plate causes the data error. 
Do not use the reagents which is expired the date of usage. 
Serum sample should be diluted more than 30 times with Dilution solution. 
Do not leave the standard and Antibody for long time under room temperature. 
The glassware for making coloring solution should be clean. 
Since OPD (o-phenylendiamine) is harmful, handle with care. 
Avoid contact with Stop Solution containing 1N H2SO4. It may cause skin irritation and 
burns.

Never pipet by mouth and avoid contact of reagents and samples with skin and mucous  
membranes. 

Do not smoke, eat, drink or apply cosmetics in areas where samples or kit reagents are  
handled.

Wear disposable latex gloves when handling samples and reagents. Microbial  
contamination of reagents or samples may give false results. 

If the reagents happen to get into eye or mouth, wash out them and consult a doctor. 
After using the kit, wash your hands. 
The kit is constructed with well-adjusted combination in each lot. Replaced combination  
among different lots may cause unexpected results. 

This kit is only for research use. Do not use for diagnostic purposes. 
When the packages of the reagents are broken or something wrong, do not use them. 
After using the reagents, the packages should be discarded under the established rule. 
We do not guarantee the quality of the packages and accompaniments if not used according  
this direction. 

Storage

All reagents: -30

          Manufactured by 

®

       TOYO 2CHOME, KOTO-KU, TOKYO, 135-0016, JAPAN
    http://www.cosmobio.co.jp     e-mail : export@cosmobio.co.jp
         Phone : +81-3-5632-9617       FAX : +81-3-5632-9618
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