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Urea  Enzymatic  Assay Kit

RNF91006
Product Description

REAGEN™ Urea Enzymatic Assay Kit is a icolorimetric assay for the determination of urea in liquid samples. Urea Enzymatic Assay Kit provides rapid, accurate, proven results even in complex liquid mixtures. The limit of detection for the test is 20 ppm urea for milk. The linear range of the assay is 20 – 1000 ppm analyte.
The unique features of the kit are:

· Rapid  and simple method

· Minimal sample prep

· High  accurate  and  reproducible

Procedure Overview

REAGEN™ Urea Enzymatic Assay Kit measures the concentration of urea using the urease enzyme, which converts urea to ammonia.

                                              urease
                    CO(NH2)2 + H2O [image: image1.jpg]


CO2 + 2 NH3 

The ammonia produced from the urea is then directly detected by a colorimetric chemical reaction.

Kit Contents, Storage and Shelf Life

REAGEN™ Urea Assay Kit has the capacity for 96 determinations in duplicate. Store the kit at 4°C. The shelf life of the kit is 6 months,  when the kit is properly stored. 
	Kit Contents
	Amount
	Storage

	Microtiter Plate
	96-well
	Room temp

	Urease standards

0ppm

8ppm

25ppm

50ppm

100pm

200ppm
	 0.2ml
0.2ml

0.2ml

0.2ml

0.2ml

0.2ml
	4ºC

	Urease  Mix
	1 vial
	4ºC

	Alkaline Hypochlorite Solution
	20ml
	4ºC


  Required Materials Not Provided With the Kit
· Microtiter plate reader (with 620 nm absorbance filter) 

· Microcentrifuge 

· Microcentrifuge tubes 

· Multichannel pipet (recommended) 

Warnings and Precautions
· Do not use the kit past the expiration date.
· Do not intermix reagents from different kits or different lots.

· Try to maintain a laboratory temperature of 20°–25°C (68°–77°F). Avoid running assays under or near air vents, as this may cause excessive cooling, heating and/or evaporation. Also, do not run assays  in  direct sunlight,  as this may cause excessive  heat and evaporation. Cold  bench tops should be avoided by placing several layers of paper towel or some other insulate material under the assay plates during incubation.
· Make sure you are using only distilled or deionized water since water quality is very important.
· When pipetting samples or reagents  into an empty microtiter plate, place the pipette tips in the lower corner of the well, making contact with the plastic.
SAMPLE PREPARATION

Milk and Other Liquid Dairy Samples 

1. Liquid samples can be tested directly without sample processing. 

2. Be sure samples are properly stored. In general, samples should be refrigerated at 2-4°C for no more than 1-2 days.

Water samples

Water samples can be tested directly without sample processing
Seruum

1. Allow 0.2 – 1 mL blood sample to coagulate in a microfuge tube for 20 min at 37° C and then centrifuge for 5 in at 9,000 rpm. 

2. Transfer the supernatant (serum) to clean tube. It is best to test the serum immediately; however if the sample is not be tested right away (within 6 hours of  collection), store the serum samples at 4°C and test no later than 3 days after collection. 

UREA DETECTION TEST PROTOCOL
Reagent Preparation

Preparation of Urease Mix

To reconstitute the Urease Mix, add exactly 20 mL of deionized or distilled water to the Urease Mix powder. Mix by swirling or inverting the bottle 10 times. Allow contents to dissolve for 10 minutes at room temperature. The Urease Mix is stable for 4 months after reconstitution with water. 

IMPORTANT: The reconstituted Urease Mix can be left at room temperature for short periods (30 – 60 min) prior to use. Between uses, the reconstituted Urease Mix should be stored at 4  months after reconstitution.

 Testing Protocol

1. Add 5 uL of each standard in duplicate in the microplate wells,then add 150 uL of Urease Mix solution into the wells.Tap plate gently 3-4 times to mix sample and enzyme. Incubate 15 min at room temperature.

2. Add 150 uL Alkaline Hypochlorite to each well. Incubate for 10 min at room temperature.

3. Measure the absorbance of each sample in duplicate at 620 nm.

Note: A plot of average absorbance at 620 nm as a function of urea concentration should provide a tight linear curve. Each of the standard points should be resolved from the other neighboring points.
Calculation of Urea concentration
A standard curve can be constructed by plotting the average corrected absorbance obtained from each reference standard against its concentration in ppm. 

Calculate the slope and the y-intercept for the line which fits the standard curve data. 

The urea concentration in the well can be determined using the equation: Urea concentration = (Average absorbance – y-intercept)/slope 

Urea concentration in starting sample = Concentration x dilution factor (e.g. 5 for dairy samples; 1 for serum samples). 
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