
INTENDED USE

This reagent is intended for in vitro quantitative determination of total protein in urine.

- Pyrogallol Red method.

- Linear up to 500 mg/dL

- Sensitivity of  5 mg/dL

CLINICAL SIGNIFICANCE

The presence of protein in urine is a very sensitive indicator of renal disorders.  There
are four ways by which increased amounts of protein can occur:increased glomerular
permeability; defective tubular re-absorption; increased plasma concentration of an
abnormal, low molecular weight protein; and abnormal secretion of protein into the
urinary tract.

Albuminuria, increased amounts of albumin in urine, has been recognized as an early
indicator of renal damage in diabetes that can be reversed if detected and treated early.

PRINCIPLE

Proteins,in an acidic medium, combine with Pyrogallol Red and molybdate to form a
blue purple coloured complex. The intensity of colour formed is directly proportional
to the amount of proteins present in the sample.

Proteins + Pyrogallol Red + Molybdate ----------> Blue purple coloured  Complex

REAGENT COMPOSITION

MICROPROTEIN REAGENT 1 x 50 mL, 2 x 50 mL

Succinate buffer, pH 2.5 0.05 mmol/L

Sodium dodecylsulphate 0.07 mmol/L

Sodium molybdate 0.04 mmol/L

Pyrogallol-Red 0.06 mmol/L

MICROPROTEIN  STANDARD 1 x 3 mL

Stabilized protein solution 100 mg/dL

Verified against NIST reference material.

STORAGE AND STABILITY

The sealed reagents are stable up to the expiry date stated on the label, when stored
at 15 - 250C.

LINEARITY

This reagent is linear up to 500 mg/dL with a sensitivity of 5mg/dL.

If the concentration is greater than linearity (500 mg/dL), dilute the sample with
normal saline and repeat the assay. Multiply the result with dilution factor.

NORMAL RANGE

It is recommended that each laboratory establish its own reference values.

The following value may be used as guide line.

Urine < 24 mg/dL

Urine 24 hour < 120 mg /24 hour

CSF < 40 mg/dL

PREPARATION AND STABILITY OF REAGENT

Reagents are ready to use.

PRECAUTION

To avoid contamination, use clean laboratory wares.

Avoid direct exposure of reagent to light.

SAMPLE

Urine & CSF

Note: For haemolized or turbid samples it is suggested to carry out a sample blank:
add 10 µL of sample to 1 mL of DI water and read the absorbance at 600 nm against
DI water.

GENERAL SYSTEM PARAMETER

Mode of Reaction         End point

Slope of reaction        Increasing

Wavelength           600 nm

Temperature              370C

Blank          Reagent

Standard concentration        100 mg/dL

Linearity       500 mg/dL

Incubation Time           5 minutes

Sample volume              10 µL

Reagent volume           1000 µL

Cuvette 1 cm light path

LABORATORY PROCEDURE

Blank Standard Sample

Reagent 1000 µL 1000 µL 1000 µL

Distilled water 10 µL - -

Standard - 10 µL -

Sample - - 10 µL

Accurately mix and, after 5 minutes, read the absorbance of standard and sample
against blank at 600 nm. The colour is stable for 30 minutes.

CALCULATION

urine:

A sample

Proteins, mg/dL = -------------- x 100

A standard

Urine 24hrs:

Proteins, mg/24 hrs = A sample x1000 x T.V in litres

-----------

A standard

T.V = Total volume of 24 hr urine in milliitres
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