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CLINICAL SIGNIFICANCE : ASSAY CONDITIONS:
Urea is the final degradation product of protein and amino Wavelength @ ... 340 nm
acid metabolism. In protein catabolism the proteins are Cuvette: ..o, - 1cm light path

broken down to amino acids and deaminated. The ammonia
formed in this process is metabolized to urea in the liver.
This is the most important catabolic pathway for eliminating
excess nitrogen in the human body. The test is frequently
used for the differential diagnosis of prerenal hyperuremia
(cardiac decompensation, water depletion increased protein
catabolism), renal hyperuremia (glomerulonephritis, chronic
nephritis. polycystic kidney, nephrosclerosis, tubular
necrosis) and postrenal hyperuremia (obstructions of the
urinary tract).

TEST PRINCIPLE :

Urease
UREA+H,O0 — > 2NH, + CO,
GLDH o
NH, + ketoglutarate ﬁ\ glutamate + H,

NADPH NADP

The enzymatic method involves a series of coupled
enzymatic reactions, the endogenous is eliminated by
glutamate dehydrogenase (GLDH). Urea in the specimen is
converted to ammonium and carbon dioxide by urease, and
then the product ammonium is assayed by glutamate
dehydrogenase (GLDH). The substrate depletion of NADPH
is measured photometricaly at 340nm

REAGENTS COMPOSITION :
Working Reagent (R1 + R2)

Glutamate dehydrogenase ( GLDH ) : 20U/ml
NADPH : 0.3 mmol/l Ketoglutarate : >10 mmol/l
Urease 30U/ml Tris Buffer

All the components of the kit are stable until the expiration
date on the label when stored tightly closed at 2 -8 °C,
and contaminations prevented during their use. Do not use
reagents over the expiration date. Once opened the reagent
is stable for at least 1 months at 2 — 8 °C and 1 month on-
board the auto analyzer at approximately10°C.

KIT CONTENTS

CODE No. URO1 URO02 URO03
Pack size : 5x10ml  5x25ml 5x 100 ml
Reagent 1 4x10ml 5x20ml  5x80ml
Reagent 2 1x10ml 1x25ml 1x100 ml

Standard (50mg/dL) 1 x 1 ml 1x1ml  1x2ml
REAGENT PREPARATION

Working Reagent is prepared by mixing 4 part of Reagent 1
with 1 part of Reagent 2. The working reagent is stable upto
21 days at 2 - 8 °C . It is recommended to use by prepare of
a fresh WR based on its workload.

SAMPLES : Serum or Heparinised / EDTA Plasma

Serum should be separated from blood as soon as possible.
Urine sample to be diluted 1:50 with normal saline

MATERIALS REQUIRED BUT NOT PROVIDED :

Urea Control (Use of assayed QC sera is recommended to
validate test result).

INTERFERENCES

Gross haemolysed and lipemic sample should not be used
The following analytes were tested up to the levels indicated
and found not to interfere Hb 450 mg/dl, Total Bilirubin
40 mg/dl, Ascorbic Acid: 400 mg/dl

Constant temperature ..... ... 37°C
Reaction (Mode).........cccceveeneenn. Fixed Time
Standard Concentration.............. 50
Delay 30 sec
Read time 60sec
Linearity. 300 mg/dl
Unit..ooeeieee, mg/dl
Reaction Slope.........cccccevevevveeanns Decreasing
Blanking.........ccccoeeiiiiieiiiiieiieennn D. Water
PROCEDURE :
Pipette into test tubes labeled Standard (S) and Test (T) as follows:
S T
Reagent R1 800ul 800ul
Reagent R2 200ul 200ul
Mix well wait for 2 mint
Urea Standard 10ul
Specimen 10ul

Mix and read the change of absorption (AA) between 30 sec
and 60 sec at37°C

Assay Procedure summary:

R1:800ul +
Sample / Std. R2 o
210 4l 200 ul < 340 nm 37°C ,
Analyser Analyser
l i Delay timei Read time l
2 mints 0 30 Sec 60 Sec
Initial Abs. Final Abs.
CALCULATIONS :
A Abs of Test
Urea (mg/dL)= ——— x50
A Abs of Standard
REFERENCE RANGE :

Serum: 10 - 50mg/d| Urine: 15-35 gm/24h
The above reference range is guideline and all the laboratories

must establish their own normal reference range. Final diagnosis
should be made with correlation of clinical factors.

PRECAUTIONS :

1. Storage conditions as mentioned on the kit to be adhered.

2. Use clean glassware and microtips while pipetting Reagents

3. Avoid contamination of the reagent during the assay process.

4. Before the assay begins, bring all the reagents to room temperature.

5. If a larger volume of reagent is required for the absorbance reading, requisite volume can be taken in
multiples, keeping the same ratio of reagent to specimen/standard.

6. Do not freeze or expose the reagents to high temperature and protect from direct sunlight as it will
affect the performance of the kit.

7. Programmes for specific autoanalysers are available on request.

8. For accuracy of results, the assay procedure, reagent preparation and storage
has to be meticulously followed.

9. As with all the diagnostic procedures, the physician should evaluate data
obtained by the use of this kit in light of other clinical information.

LINEARITY AND DETECTION LIMIT :

The assay is linear up to Urea Conecntration upto 300 mg/dI.
The results of the performance characteristics depend on the
analyzer used. If the results obtained were greater than
linearity limit, dilute the sample 1 : 4 with Normal Saline and
multiply the result by 4.
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