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Intended use

Preparation

Automated chromogenic assay for the quantitative determination of Antithrombin in
human citrated plasma on the IL Coagulation Systems.

Summary and principle

Chromogenic substrate: Invert to mix before use.
Factor Xa reagent: Invert to mix before use.

Reagent storage and stability

Antithrombin (AT) or Heparin Cofactor | is the major inhibitor of blood coagulation

and is essential for effective heparin therapy. By inhibiting the coagulation proteases,

especially thrombin, FXa and FIXa, AT prevents uncontrolled coagulation and thrombosis.

Antithrombin deficiency is associated with a high risk of thromboembolic disorders."23

Liquid Antithrombin can be used to exclude or diagnose hereditary deficiency*s in

patients with a tendency toward thromboembolism, in pre-operative stages, before

prescription of oral contraceptives, DIC,® nephrotic syndromes, liver diseases” and in
therapy with heparin or antithrombin concentrates.®?

The Liquid Antithrombin kit is an assay based on a synthetic chromogenic substrate

and on FXa inactivation.'®' As a consequence, the method is specific and not
influenced by Heparin Cofactor II.
Antithrombin levels in patient plasma are measured automatically on IL Coagulation
Systems in two stages:
1. Incubation of the plasma with the Factor Xa reagent in the presence of an excess
of heparin.
2. Quantification of the residual FXa activity with a synthetic chromogenic substrate.
The paranitroaniline released is monitored kinetically at 405 nm and is inversely
proportional to the Antithrombin level in the test sample.
Composition
The Liquid Antithrombin kit consists of:
Chromogenic substrate (Cat. No. 0020300420): 2 x 2 mL vials of the chromogenic
substrate S-2765, N-a-Z-D-Arg-Gly-Arg-pNA2HCI (6 mg/vial), surfactant and buffer.

|E| Factor Xa reagent (Cat. No. 00203004 10): 2 x 2 mL vials of a solution containing
bovine Factor Xa (20 nkat/vial), heparin, buffer, bovine serum albumin and
preservatives.

PRECAUTIONS AND WARNINGS:

Contains bovine material. All donor animals were sourced from BSE-free herds. The

cattle received ante- and post mortem health inspection by a veterinarian, and they

were apparently free from infectious and contagious material. However, the material
should be treated as potentially infectious.

Factor Xa reagent:

Danger

Hazard class: Resp. Sens. 1, H334

Hazard statements: H334: May cause allergy or asthma symptoms or
breathing difficulties if inhaled.

Precautionary statements: P261: Avoid breathing vapors/spray. P284: [In case of

inadequate ventilation] wear respiratory protection. P304 + P340: IF INHALED: Remove

person to fresh air and keep comfortable for breathing. P342 + P311: If experiencing
respiratory symptoms: Call a POISON CENTER/doctor. P501: Dispose of contents/
container in accordance with local/regional/national/international regulation.

Supplemental hazard information: Contains Factor Xa. Up to 3.4% of the mixture

consists of component of unknown acute toxicity (oral, dermal, inhalation) for the

human health and unknown hazard to the aquatic environment.

Chromogenic Substrate:

Hazard class: none

Hazard statements: none

Precautionary statements: none

Supplemental hazard information: none

This product is For in vitro Diagnostic Use.

Bibliography

Unopened reagents are stable until the expiration date shown on the vial when stored
at 2-8°C.

Chromogenic substrate - Opened reagent is stable: 5 weeks at 2-8°C in the original
vial, 8 hours at 15°C on the ACL Classic (100-7000) or 48 hours at 15°C on the ACL

TOP®Family and ACL TOP Family 50 Series'. Do not freeze.

Factor Xa reagent - Opened reagent is stable 5 weeks at 2-8°C in the original vial,

8 hours at 15°C on the ACL Classic (100-7000) or 48 hours at 15°C on the ACL TOP

Family and ACL TOP Family 50 Series'. Do not freeze.

For optimal stability remove reagents from the system and store them at 2-8°C in the

original vial.

Instrument/test procedures

Refer to the IL instrument’s Operator’s Manual and/or Application Manual for the
complete assay procedure instructions.

Specimen collection and preparation

Nine parts of freshly drawn venous blood are collected into one part 3.2% trisodium
citrate. Refer to CLSI Document H21-A5 for further instructions on specimen collection,
handling and storage.'

Additional reagents and control plasmas

The following are not supplied with the kit and must be purchased separately.

Americas and Pacific Rim Europe

Cat. No. Cat. No.
Calibration plasma 0020003700 0020003700
Normal Control 0020003120/0020003110 0020003110
Special Test Control Level 1 0020011000 0020011000
Special Test Control Level 2 0020012000 0020012000
Low Abnormal Control 0020003220/0020003210 0020003210
Factor diluent 0009757600 0009757600
Cleaning solution 0009831700 0009831700
Cleaning agent 0009832700 0009832700

Quality control

Normal and abnormal controls are recommended for a complete quality control program.'®
Normal Control, Low Abnormal Control, and Special Test Control Level 1 and 2 are
designed for this program. Each laboratory should establish its own mean and standard
deviation and should establish a quality control program to monitor laboratory testing.
Controls should be analyzed at least once every 8 hour shift in accordance with good
laboratory practice. Refer to the instrument’s Operator's Manual for additional information.
Refer to Westgard et al for identification and resolution of out-of-control situtations.™

Antithrombin results on the ACL TOP Family and ACL TOP Family 50 Seriest are

not affected by heparin (UF heparin or LMW heparin) up to 4 U/mL, a;-Antitrypsin

up to 4 mg/mL, a,-macroglobulin up to 10 mg/mL, Heparin Cofactor Il up to 4 U/mL,
hemoglobin up to 500 mg/dL, bilirubin up to 40 mg/dL and triglycerides up to 2300 mg/dL.
Expected values

Antithrombin activity levels in healthy individuals are approximately in the range of 83 -128%.
Antithrombin levels are low in neonates/infants and increase to adult levels by approximately
1 year of age; levels are then slightly higher than in adults up to age 16 year.”

Due to many variables which may affect results, each laboratory should establish its
own normal range.

Performance characteristics

Precision:

Within run and total (run to run and day to day) precision was assessed over multiple
runs using both normal and abnormal samples.

ACL Classic (100-7000) Mean (% activity) CV % (Within run) CV % (Total)
Normal Control 102.6 2.54 3.51
Special Test Control Level 1 53.6 3.27 5.47
Special Test Control Level 2 221 7.54 11.52
ACL TOP Family Mean (% activity) CV % (Within run) CV % (Total)
Normal Control 104.4 22 3.1
Special Test Control Level 1 62.1 35 3.8
Special Test Control Level 2 31.4 7.4 8.6
ACL TOP Family 50 Seriest  Mean (% activity) CV % (Within run) CV % (Total)
Normal Control 98.7 1.6 2.2
Special Test Control Level 1 56.7 2.0 4.9
Special Test Control Level 2 26.7 6.6 7.4
Correlation:

System n slope intercept r Comparative method
ACL Classic (100-7000) 118 0.99 -2.35 0.995 HemoslIL Antithrombin
ACL TOP Family 118 1.06 0.443 0.986 HemoslL Antithrombin
ACL TOP Family 50 Seriest 122 0.97 -3.38 0.978 HemoslL Antithrombin on

ACLTOP 500 CTS
In an additional clinical study comparing Liquid Antithrombin to Antithrombin (Cat. No.
0020008900), samples from 64 patients (26 normals, 11 undergoing heparin therapy,
5 undergoing OAT, 4 undergoing antithrombin substitution therapy, 5 with congenital AT
deficiency, 5 with liver disease, 4 with DIC and 4 others with high AT) were evaluated.
The correlation (r) was 0.997 on the ACL Futura/ACL Advance.
The precision and correlation results were obtained using specific lots of reagents and
controls.

Detection limit:

Results System

Antithrombin results are reported in activity (%). Refer to the instrument’s Operator's ACL TOP Family / ACL TOP Family 50 Series’ 72%
Manual for additional information. Linearity:

Limitations/interfering substances System

Antithrombin results on the ACL Classic (100-7000) are not affected by heparin (UF ACL Classic (100-7000) 10 -150 (% activity)

heparin or LMW heparin) up to 4 U/mL, a,-Antitrypsin up to 4 mg/mL, a,-macroglobulin
up to 7 mg/mL, Heparin Cofactor Il up to 4 U/mL, hemoglobin up to 150 mg/dL, bilirubin
up to 40 mg/dL and triglycerides up to 500 mg/dL.

ACL TOP Family and ACL TOP Family 50 Seriest

1 ACL TOP Family 50 Series = ACL TOP 350 CTS; ACL TOP 550 CTS; ACL TOP 750; ACL
TOP 750 CTS; ACL TOP 750 LAS
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