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1. Introduction:

Persistent microalbuminuria, defined as an urinary excretion rate of 20 - 200 mg/L albumin, indicates 

a high probability of damage to the glomerular filter. 

2. Application:

The Microfluoral test offers a fast and quantitative method to screen large sample numbers for 

microalbuminuria with high accuracy. 

3. Test Principle:

The assay is based on Albumin Blue 580 (AB580), a reagent that shows minimal fluorescence when 

not bound to albumin. After binding to albumin, AB580 can be excited at 590-600 nm wavelength 

and will emit red fluorescence at 630-645 nm wavelength. The fluorescence intensity is directly 

proportional to the concentration of albumin in the sample. AB580 does not interfere with proteins 

or metabolites of frequently used drugs (e.g. oxacepam, diclofenac or aspirin, Tab.1). 

Sample and reagent are pipetted into the wells of a 96- well microplate. The plate is then measured 

with a microplate fluorometer without further incubation. The standard range is 0-200 mg/L, the 

detection limit is 2 mg/L albumin. 

Tab. 1: Interference by other proteins [from ref. 6] 

Material Required: 

- Precision pipettes 

- Sterile pipette tips 

- Microplate shaker or 8-channel multipipette 

- Microplate fluorometer with excitation filter 590-600 nm and emission filter 630-645 nm 

wavelength 
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4. Contents of Test Kit:

MTP: 12 x 8-well microplates, 5 pieces. 

P: Positive control, 500 μL (ready-to-use). Contains human albumin*, see label for 

concentration. 

S1: Human albumin* standard 200 mg/L, 500 μL (ready-to-use). 

S2: Human albumin* standard 100 mg/L, 500 μL (ready-to-use). 

S3: Human albumin* standard 30 mg/L, 500 μL (ready-to-use). 

S4:  Human albumin* standard 2 mg/L, 500 μL (ready-to-use). 

Dil:  Dilution buffer**, 1 x 100 mL (ready-touse). 

Dye 50x AB580 concentrate*** (50x), 2.5 mL 

* Human albumin was found negative for HIV I und II, Hepatitis B and C. Nevertheless,

standards and control should be handled as potentially infectious material. 

** Standards, control and buffer contain sodium azide as 

preservative. 

*** Contains isopropanol, flammable and irritant. 

5. Sample material:

Random urine could be used for analysis, but gives variable results. The preferred specimen is 24-hr 

urine without preservative. The measured albumin value is multiplied by the volume expressed in 

liter to obtain the amount of albumin (in mg) excreted in 24 hr. Refrigerated (2-8°C) samples are 

stable for up to two weeks. 

Samples may be stored at -20°C for up to 6 months. 
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6. Preparation:

Bring kit to room temperature. Prepare the required amount of AB580 reagent working solution just 

before use and mix well: 

For a 8-well microplate strip: use 30 μL AB580 concentrate and bring to 1500 μL with dilution buffer 

For a 96-well microplate: use 360 μL AB580 concentrate and bring to 18 mL with dilution buffer 

Attention: Use polypropylene vials only! 

7. Test Procedure:

1. Place 25 μL standard S1 to S4, positive control and specimen into wells of the microplate.

2. Add 150 μL AB580 working solution to each well.

3. Mix well, e.g. by suspending with an 8-channel multipipette or by mixing on a microplate

shaker.

4. Measure fluorescence with 590-600 nm excitation at 630-645 nm emission wavelengh in a

microplate fluorometer.

8. Calculation and Interpretation of Results:

Read Relative Fluorescence Counts (RFC) of specimen from the standard curve. Example of a standard curve: 

9. Limitations:

- Hemolytic specimen may show slightly lower relative fluorescent counts. 
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