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Introduction

1. AutoPure HbA1c is a reagent kit for direct quantitative
determination of haemoglobin A1c (HbA1c) in whole blood.

2. AutoPure HbA1cis aready-to-use, two liquid reagent system.

3. With AutoPure HbA1c, the assay is linear upto 16 % (NGSP).

Principle

AutoPure HbA1c assay is based on antigen — antibody interaction to
directly determine the HbA1c concentration in whole blood. Total
haemoglobin and HbA1c have the same unspecific absorption rate to
latex particles. When mouse antihuman HbA1c monoclonal antibody
is added, latex-HbA1c-mouse antihuman HbA1c antibody complex is
formed. Agglutination is formed when goat anti-mouse IgG polyclonal
antibody interacts with the monoclonal antibody. The amount of
agglutination is proportional to the concentration of HbA1c in the
specimen and is measured photometrically.

Reagent Storage, Stability & Handling

AutoPure HbA1cis a ready-to-use, two liquid reagent system.

Shelflife
Stable till expiry date indicated on the label when stored at 2°-8°C.

On - Board Reagent Stability

R1: 4 weeksat2’-8°C after opening.

R2: 4 weeks at2’-8°C after opening.

Protect the reagent from light and contamination.

Do notfreeze the reagent.
Components & Concentration of Working Solution

Component Concentration

Latex 0.13%

Mouse anti-human HbA1c monoclonal
antibody

Goat anti-Mouse IgG polyclonal antibody
R3

Haemolysis reagent

>0.04 mg/ml

>0.06 mg/d|

Specimen Collection & Preservation

Collect sample using standard sampling tube. Whole blood with EDTA
is the specimen of choice. HbA1c in whole blood collected with EDTA
is stable for one week at 2°-8°C.

To determine HbA1c, a haemolysate must be prepared for each

sample as follows:

1. Dispense 0.5 ml Haemolysis reagent into appropriately labeled tube.

2.Add 10 pl of well mixed whole blood.

3. Mix well and allow to stand for 5 minutes or until complete lysis is evident.
(AutoPure HbA1c calibrators and AutoPure HbA1c Controls should also be treated
for haemolysate preparation in the same manner.)

Procedure

AutoPure HbA1c can be used on various automated analyzers. General procedure
is as described below.
300 Sec. 600 Sec.
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R1 =180 pl R2 =60 pl
Sample =5 pl

Measurement at 650 nm

PROCEDURE FOR SEMI-AUTOMATED ANALYZERS

REACHONTYPE ..o s End Point
Reaction direction... Increasing
Wavelength............ ....650 nm.
FIOWCEIHEMPETAtUIE ..ot 37°C
Zerosettingwith.......... Reagent Blank
SAMPIEVOIUME. ... 10l
Reagent1(R1)volume..............covrnnn .360 pl
Reagent2 (R2) volume... 120l
LINBAMEY vt e 16 %

Manual assay procedure:
Perform the assay as given below:

Blank Calibrator ~ Sample

R1 360 pl 360 pl 360 ul
Haemolysate - 10ul 10l

Mix and incubate for 5 minutes at 37°C.

R2 120 pl 120 ul 120 pl

Mix and incubate for 5 minutes at 37°C. Measure the absorbance of assay
mixture against the reagent blank at 650 nm.

Calculation :

% HbA1c in sample is calculated using the calibration curve generated by
plotting absorbance versus concentration of each calibrator.

Calculations

Fully automated systems automatically calculate the HbA1c concentration of each
sample.

Application Sheet
For system applications, contact our local Accurex representative.
Calibration

For calibration, itis recommended to use AutoPure HbA1c calibrator from Accurex.

Generate 5 point non-linear calibration curve .(Use saline as first calibrator with
concentration ‘0") . Other commercially available HbA1c calibrators have not
been tested with this assay and may not be supported by AutoPure HbA1c. Refer
to the AutoPure HbA1c calibrator kit package insert for a description of
assignment procedures and instructions.

Calibration frequency
Re - calibration is recommended

+ Whenever the reagentlotis changed.
+ Asperthe requirementof quality control procedures.

Quality Control

Each batch of AutoPure HbA1c is assayed with multiple quality control material
priortorelease.

To ensure adequate quality control, it is recommended that the laboratory should
use a normal and an abnormal commercial reference control material. It should
be realized that the use of quality control material checks both reagent and the
instrument functions together. The value of these controls should fall within the
specified limits. If control values fall outside specified limits, each of the below
criteria should be cross-checked and corrected:

+ Proper instrument function — wavelength setting, light source and temperature
control.

+ Cleanliness of probes and cuvettes.

+ Bacterial contamination of wash water used by the instrument.

+ Expiry date of the reagent kit.

Expected Values

According to NGSP:
Non-diabetic :Lessthan6 %
Good Control :Lessthan7 %

Note:

Expected range varies from population to population. It is therefore
recommended that each laboratory should establish its own reference range. For
diagnostic purposes, the HbA1c results should always be assessed in
conjunction with the patient's medical history, clinical examinations and other
findings.

Performance Characteristics

Linearity

With AutoPure HbA1c, the assay is linear upto 16 % (NGSP). Determine samples
with higher concentrations via the rerun function.

Interference

There is no significant interference from samples containing upto 7.5 mmol/L of
carbamylated Hb, 5.0 mmol/L of acetylated Hb, 50 mg/d| of bilirubin, 50 mg/d! of
ascorbic acid and 2000 mg/d| of triglycerides. Labile intermediates (Schiff base)
and Haemoglobin variants (HbA2, HbC & HbS) do not interfere with this assay.
Elevated levels of HbF may lead to underestimation of HbA1c. Results may be
inconsistent in patients with conditions of opiate addiction, lead poisoning,
alcoholism and large dose of aspirin ingestion.




Precision

Reproducibility was determined using two levels of sample as shown

below:
Within run Between run
Sample Mean SD %CV Mean SD %CV
% % % %
Low 548 0.078 143 548 0.152 217
High 10.28 0.176 112 10.28 0275 268

Co-Relation Studies

A comparison of HbA1c determination using AutoPure HbA1c and an
automated HPLC method gave the following co-relation (%):
Linear Regression

y=

1.050x — 0.481

r=0.988
Syx=0.332
No. of samples measured : 40
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