
  

 

 
 

Klickmer® Assembly Protocol 

 

Products Klickmer® Cat. No. DX01K [fluorochrome] [size] 

 

Recommended 

Use 

 

Customization of Klickmer® with any mono-biotinylated ligand for 

profiling and quantitation of specific cell subsets based on receptor 

recognition of the ligand. 

 

Materials 

Provided 

 

Klickmer® BV421, FITC [FI], PE, APC [AP] or NONE [NO] 

Materials required 

(not provided) 

Mono-biotinylated ligand to be assembled with Klickmer® must: 

▪ be prepared in aqueous buffer pH 7.0-7.5. 

▪ have a biotinylation level > 75%. 

▪ be free of excess biotin. 

Dilution buffer: PBS containing 1% BSA, pH 7. 

 

Procedure Klickmer® must be assembled freshly for each experiment.  

 

During preliminary assessment, it is recommended to test at least 3 

different ratios of mono-biotinylated ligand per Klickmer® (low, 

medium, and high loading capacity) to optimize the reagent valency 

for the specific application. Too low valency may result in too low 

avidity to detect the target while too high valency may generate 

unwanted background staining. 

 

1. Calculate the volume of assembled Klickmer® required for the 

experiment. For flow cytometry experiments, see Procedural 

Notes for calculation example. 

2. Calculate the volume of mono-biotinylated ligand required to 

produce the desired volume of assembled Klickmer® using the 

equation below. See Appendix 1 for calculation example.  

 

 Your mono-biotinylated ligand volume (µL) = 

 

Stock Klickmer® volume (µL) * Stock Klickmer® concentration 

(nM) * Number of ligands per dextran 
 

Mono-biotinylated ligand concentration (nM) 

 

 3. In the dark, add the calculated amount of mono-biotinylated 

ligand into a light protected reaction tube. 
4. Add Klickmer® to the mono-biotinylated ligand and mix 

immediately by pipetting (avoid the formation of bubbles). 
5. Incubate at room temperature in the dark, for 30 min. 

6. Add dilution buffer to reach the desired concentration. Reagents 

needs to be pre-diluted for flow cytometry. See Procedural notes. 
7. Proceed to profiling and quantitation.  

 

Procedural notes 1. Protocol step 6: Dilute assembled Klickmer® in aqueous buffer to 

a final concentration of 32 nM before staining cells for analysis 

using flow cytometry.  



  

 

2. To analyze cells in flow cytometry using assembled Klickmer® 

reagents, follow the protocol “MHC Dextramer® Staining 

Protocol” (https://www.immudex.com/resources/protocols/) 

3. To analyze SARS-CoV-2 Spike-specific B cells by flow cytometry 

using Spike Klickmer® reagents, follow the protocol “Application 

Protocol Klickmer® for Detection of SARS-CoV-2 Spike-specific B 

cells” (https://www.immudex.com/resources/protocols/)  

4. For using Klickmer® reagents in flow cytometry, see the table 

below to see how the starting volume of Klickmer® correlates in 

test sizes: 

 

Volume stock 

Klickmer® (160 

nM) 

Total volume of 

assembled 

diluted Klickmer® 

(32 nM) 

Number of tests* 

10 µL 50 µL 5 

20 µL 100 µL 10 

50 µL 250 µL 25 

100 µL 500 µL 50 

200 µL 1000 µL 100 

1000 µL 5000 µL 500 

2000 µL 10,000 µL 1000 

*Each test is enough to stain 1-3 million PBMCs or 100-300 

thousand clonal T cells. 

 

5. Always keep Klickmer® reagents stored at 2-8°C in the dark – 

the plastic vial only partially protects the reagents against light. 

 

Technical Support For additional Tips & Tricks, FAQs and protocols, please visit 

https://www.immudex.com/resources/ or contact our support team 

at customer@immudex.com  

Telephone: +45 3110 9292 (Denmark) 

 

Trademarks BV421 is equivalent to Brilliant VioletTM 421, which  is a trademark 

or registered trademark of Becton, Dickinson and Company or its 

affiliates, and is used under license. Powered by BD Innovation. 

 

Label License Klickmer® BV421 is provided under an intellectual property license 

from Becton, Dickinson, and Company. The purchase of this product 

conveys to the buyer the non-transferable right to use the 

purchased product and components of the product only in research 

conducted by the buyer (whether the buyer is an academic or for-

profit entity). The sale of this product is expressly conditioned on the 

buyer not using the product or its components, or any materials 

made using the product or its components, in activity to generate 

revenue including (a) in manufacturing other than limited to quality 

control; (b) for therapeutic, diagnostic, or prophylactic purposes; or 

(c) for resale, regardless of whether they are resold for use in 

research. For information on purchasing a license to this product for 

purposes other than research, contact Becton, Dickinson, and 

Company, 10975 Torreyana Road, San Diego, California 92121 USA 

or bdblicensing@bd.com. 
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Appendix 1 
 
 

Calculation 

Example 
 

Example to calculate the volume of mono-biotinylated ligand to assemble 20 

µL Klickmer® (160 nM) with n mono-biotinylated ligands per dextran and a 

mono-biotinylated ligand concentration of (2000 nM): 

 
Your mono-biotinylated ligand volume (µL) = 

 

(20 µL) * (160 nM) * (n mono-biotinylated ligands) 

 

(2000 nM)  

 

Table 1. Klickmer® PE or BV421 Assembly (biotin acceptor sites ~20) 

Ex. 
Klickmer® 

vol. (µL) 

Klickmer® 

conc. (nM) 

n 
(ligands) 

Ligand 
conc. (nM) 

Ligand 
vol. (µL) 

1 20 160 5 2000 8 

2 20  160 10 2000 16 

3 20  160 15 2000 24 

 

Table 2. Klickmer® APC Assembly (biotin acceptor sites ~10) 

Ex. 
Klickmer® 

vol. (µL) 

Klickmer® 

conc. (nM) 

n 
(ligands) 

Ligand 
conc. (nM) 

Ligand 
vol. (µL) 

1 20 160 3 2000 4.8 

2 20  160 5 2000 8 

3 20  160 7 2000 11.2 

 

Table 3. Klickmer® FITC Assembly (biotin acceptor sites ~40) 

Ex. 
Klickmer® 

vol. (µL) 

Klickmer® 

conc. (nM) 

n 
(ligands) 

Ligand 
conc. (nM) 

Ligand 
vol. (µL) 

1 20 160 10 2000 16 

2 20  160 20 2000 32 

3 20  160 30 2000 48 

 

 

 
 
 
 
 
 
 
 
 

 


