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 For Research Use Only.   

Not for use in diagnostic procedures. 

ExoDiluent for Immunoassay 
Code No.                  Quantity  

MEX1001                   50 mL 

 

PRODUCT DESCRIPTION 
"ExoDiluent for Immunoassay" is an optimized dilution buffer to efficiently measure the microvesicle 

or exosome (sometimes called Extracellular Vesicle (EV)) levels in blood samples, especially serum. This reagent 

could result in improvement of the signal, signal-to-noise ratio and dilution linearity by attenuating the influence 

of blood-derived inhibitory components when the exosome/EV levels in serum are measured by 

immunoassay-based techniques such as sandwich ELISA (enzyme-linked immunosorbent assay) and CLEIA 

(chemiluminescence enzyme immunoassay) in combination with this diluent. 

 

PRODUCT CONTENT 
ExoDiluent for Immunoassay (50 mL) 

Note: This reagent does not contain any detergents, such as Triton X-100 and Tween 20. 

 

STORAGE 
ExoDiluent for Immunoassay is stable for two years from the date of manufacture when stored at 2-8°C. 

 

INTENDED USE 
For Research Use Only. Not for use in diagnostic procedures. 
 

RECOMMENDED APPLICATION 
 Certification:  Sandwich CLEIA (chemiluminescence enzyme immunoassay) with serum sample 

 Sandwich ELISA (enzyme-linked immunosorbent assay) with serum sample 

 Important Notice: ExoDiluent for Immunoassay sometimes does not work well against plasma sample.  

  

EXAMPLE OF EXPERIMENT (sandwich CLEIA) 

Materials Required But Not Provided 
Equipments 

1. Freezer (-4°C to 8°C, and below -20°C) 

2. Microcentrifuge capable of 12,000 × g 

3. Microcentrifuge tubes (1.5 mL or 2 mL) [Recommendation; use low-adhesion tube] 

4. Pipette tips (10 µL, 20-100 µL, 200 µL, and 1,000 µL) [Recommendation; use low-adhesion pipette tip] 

5. Pipettes (Micropipettes) and Multi-pipette
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6. Vortex mixer 

7. Gloves 

8. Microplate for fluorescence-based immunoassay, capable of physical adsorption of protein  

(e.g., FluoroNunc white polystyrene (PS) standard module) 

9. Microplate reader (e.g., Infinite M200, TECAN) 

Reagents 

10. Phosphate buffered saline (PBS) 

11. Antibodies of interest, especially capture antibody (non-labeled) and detection antibody (biotin-labeled) 

12. 0.1 M bicarbonate buffer, pH 9.6 

13. Bovine serum albumin (BSA) 

14. Tris-buffered saline (TBS) 

15. Blocking buffer (TBS containing 1% BSA, pH 7.4) 

16. Standard material / Calibrator (e.g., cell line-derived exosomes/EVs prepared by ultracentrifugation) 

17. Reaction buffer (20 mM HEPES containing 1% BSA and 150 mM NaCl, pH 7.2) 

18. Streptavidin-Alkaline phosphatase conjugate (SAv-AP conjugate) [See below] 

19. Chemiluminescent substrate for alkaline phosphatase (e.g., CDP-Star®) 

 

Recommended Protocol (for sandwich CLEIA on 96-well microplate) 
・All the solutions should be equilibrated to room temperature before use. 

1) Dilute the capture antibody solution to 5 µg/mL† in 0.1 M bicarbonate buffer, pH 9.6. 

† The concentration of antibody can be changed if desired because the suitable protocol depends on each 

detection system. 

2) Coat the microplate-well with 50 µL of capture antibody solution, prepared in above step-1, rock the plate 

briefly but thoroughly and incubate over night at 4°C. 

3) Wash the plate 2 times with PBS. 

4) Add 250 µL Blocking buffer (TBS containing 1% BSA, pH 7.4) to decrease the binding of non-specific 

proteins. 

5) Incubate for 1 hour at room temperature. 

6) During the blocking step, prepare the analyte and/or standard/calibrator to be measured using ExoDiluent 

for Immunoassay with optimal dilution (See below). 

 Analyte (serum, plasma or cultured supernatant): 

 5-fold dilution or more is recommended to use. 

 Standard/Calibrator:  

  Serial dilution should be required in order to calculate the EV of interest levels in analyte. 

7) Wash the plate 3 times with PBS. 
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8) Add 50 µL of analyte and/or standard/calibrator diluted with ExoDiluent for Immunoassay to each well, 

and rock the plate briefly but thoroughly. 

9) Incubate for 1 hour at room temperature. 

‡ During the incubation step, prepare the detection antibody solution by diluting the biotin-labeled 

antibody to 0.5 µg/mL in Reaction buffer (20 mM HEPES containing 1% BSA and 150 mM NaCl, pH 

7.2). The concentration of antibody can be changed if desired because the suitable protocol depends on 

each detection system. 

10) Wash the plate 5 times with PBS. 

11) Add 50 µL of detection antibody solution‡, prepared in above step-9, and rock the plate briefly but 

thoroughly. 

12) Incubate for 1 hour at room temperature. 

13) During the above incubation step, prepare the next working solution (ready-to-use SAv-AP solution) by 

appropriate dilution of SAv-AP conjugate with Reaction buffer. 

 Description:  A 5,000-fold dilution can be applicable when Roche’s reagent (code. 11093266910) is 

used as a SAv-AP conjugate. Other commercially available product which has been 

confirmed to work for swCLEIA is Promega’s reagent (code. V559C). 

14) Wash the plate 5 times with PBS. 

15) Add 50 µL of ready-to-use SAv-AP solution, prepared in above step-13, and rock the plate briefly but 

thoroughly. 

16) Incubate for 30 minutes at room temperature. 

17) Wash the plate 5 times with TBS. 

18) Add 50 µL of commercially available chemiluminescent substrate, such as CDP-Star® (manufactured and 

distributed by several companies), and incubate for appropriate time (about 5 to 30 minutes) at room 

temperature to develop the reaction.  

19) Measure the chemiluminescence by using a microplate reader. 

 

 Standard/Calibration curve with HeLa-derived exosomes prepared by ultracentrifugation (UC) 

* This assay was done in duplicate and the data point represents mean and standard deviation 

Capture Ab:  Anti-CD9 mAb (MEX001-3) 
Detection Ab:  Anti-CD9 mAb-Biotin (MEX001-6) 

Capture Ab:  Anti-CD81 mAb (MEX003-3) 
Detection Ab:  Anti-CD63 mAb-Biotin (MEX002-6) 

0
500,000

1,000,000
1,500,000
2,000,000
2,500,000
3,000,000
3,500,000

0 1,000 2,000 3,000 4,000 5,000 6,000

Lu
m

in
es

ce
nc

e 
in

te
ns

ity
 

units/mL 

1% BSA in Tris-buffered saline

ExoDiluent for Immunoassay

CD9 × CD9-biotin 

0

100,000

200,000

300,000

400,000

500,000

0 1,000 2,000 3,000 4,000 5,000 6,000

Lu
m

in
es

ce
nc

e 
in

te
ns

ity
 

units/mL 

1% BSA in Tris-buffered saline
ExoDiluent for Immunoassay

CD81 × CD63-biotin 



 

 
 

MEX1001 
Page 4 of 4 
 

    
 

 Detection of circulating exosomes/EVs in pooled human serum from healthy 

volunteers 

* This assay was done in duplicate and the data point represents mean and standard deviation 

Conclusion of results:  

The signal and dilution linearity were obviously improved by using ExoDiluent for 

Immunoassay in comparison with TBS containing 1% BSA. 

 

RELATED PRODUCTS 
MEX001-3 Anti-CD9 mAb (A100-4) 
MEX002-3 Anti-CD63 (LAMP-3) mAb (C047-1) 
MEX003-3 Anti-CD81 (TAPA1) mAb (A103-10) 
MEX001-6 Anti-CD9 mAb-Biotin (A100-4) 
MEX002-6 Anti-CD63 (LAMP-3) mAb-Biotin (C047-1) 
MEX003-6 Anti-CD81 (TAPA1) mAb-Biotin (A103-10) 
MEX004-6 Anti-CD326 (EpCAM) mAb-Biotin (B8-4) 
M075-3 Mouse IgG1 (isotype control) (2E12) 
M076-3 Mouse IgG2a (isotype control) (6H3) 
M077-3 Mouse IgG2b (isotype control) (3D12) 
M078-3 Mouse IgG3 (isotype control) (6A3) 
M075-6 Mouse IgG1 (isotype control)-Biotin (2E12) 
M076-6 Mouse IgG2a (isotype control)-Biotin (6H3) 
M077-6 Mouse IgG2b (isotype control)-Biotin (3D12) 
M078-6 Mouse IgG3 (isotype control)-Biotin (6A3) 
EX-C9-SP ExoCap™ CD9 Kit for Serum Plasma 
EX-C63-SP ExoCap™ CD63 Kit for Serum Plasma 
EX-C81-SP ExoCap™ CD81 Kit for Serum Plasma 
EX-EPC-SP ExoCap™ EpCAM Kit for Serum Plasma 
EX-COM-SP ExoCap™ Composite Kit for Serum Plasma 
MEX-SA ExoCap™ Streptavidin Kit 
MEX-E ExoCap™ Nucleic Acid Elution Buffer  
3190 Magnetic Rack 

 
Manufacuturer 
 

Capture Ab:  Anti-CD9 mAb (MEX001-3) 
Detection Ab: Anti-CD9 mAb-Biotin (MEX001-6) 

Capture Ab:  Anti-CD81 mAb (MEX003-3) 
Detection Ab: Anti-CD63 mAb-Biotin (MEX002-6) 
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