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Dabigatran (Pradaxa) Testing 2 i Only From Aniara!

Worth Its Weight In Reliability & Accuracy: A True Measure Of Drug Sample Concentration.

Assay designed for the guantitative measurement of Dabigatran and other direct Thrombin Inhibitors in plasmaz centains highly purified human thrombin (same guality as HEMOCLOT Thrombin), and an optimized human
pooled plasma, used as substrate, The assay allow s specific measurement of Dabigatran or other Thrombin inhibitors by their direct antithrombin activity. K is insensitive to the Prothrombin and fibrinogen concentratons in
the tested patient plasma specimen, According to the posology used, and to the patient’s clinical conte:dt (antithrombin therapy, substitmtive antico agulantin presence of HIT or extra-corpereal circulation), the assay works with
different plasma dilutions, Assay dynamic ranges are usually from 0te 2 pg/mL (low range) for Dabigatran, Argatroban or from 0t 5 pg/mL (high range), when used for Hirudin testing (high range).

For more information, please vist wwaw.dabigatrantesting.com
Hemoclot Thrombin inhibitors* Dabigatran*

» ACKOOZK Hemecloet Thrombin Imhibor Kt 3x10 » A224701 Dabigatran Control Flasma
» ACKOOZL Hemoclot Thrombin Inhibiter Kt 3x25 » A222801 Dabigatran Plasma Calibrator

Direct Thrombin Inhibitors **
» A220202 BIOPHEN DTI (Direct Thrombin Inhibitors )

Introduction

In certain situations kmay be dinically helpful to assess the anticoagulant activity in patients. The Hema clot Thrombin
Thibitors (HTI) kit (improved thrambin time “like" cloting assay) is relable and accurate for this purpose (1, 2, and
needsto be calibrated with specific Dabigatran plasma calibrators at well defined concentrations,

Preparation and validation of freeze dried plasma calibrators and controls (2 lets) supplemented with dabigatran [active

moiety of the prodrug) at defined concentrations for dedicated assays, covering the expected plasma concentrations in
usual Pradaxa® applications,

Assay Principle

Plasma calibraters or diluted tested plasma [dilefion 1:8) are mixed with a normal human plasma posl (Reagent 1),
Clotting is then initiated by adding a constant and in excess ameunt of highly purified human e-thrombin (Reageat2), The
cletting time (CT) measured is directly related to the concentration of assayed Direct Thrombin Inhibitor (DT in plasma.

Materials and Methods

Preparafion ofPlasma C alibrators and contrals :
Dabigatran was added to plasma at 3 concentrations (0,05 0.25 and 0.50 pg/ml} for calbraters, and at 2 concentrations

(0,10 and 0,30 pg/ml) for contrals, and lvophilized.

Validation studies: These preparations were evaluated for
» Linearity of calibration curves
« Stahility following reconstitution
« Dabigatran concentration established against dabigatran spiked in various plasma pools using HTT assay, arby
HPLC-M5MS method (reference method) kindly run by Boehringer Ingelheim,

« Basic plasma values (without dabigatran) and matrizc effect (recovery study)
« Standardiz ation from lotto lot and comparisen with HPLC results,

Adaptations Available (More To Come)
« ACL 7000 «SYSMEX CAL1 500
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Calibration curve with Dablgatran Plzsma Siability of lyophilised cilibrators and controls
Calibrators on STAR (6 independent seres in duplicate’)
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# linear dose response curve is ebtained with the HTI assay using the STAR, and similar results can be generated with
various laboratery coagulation instruments [F*»0.99)
LLOQ is <0.05 pg.ml.
The lyophilised system is highly stable after reconstitrtion (aC<0.02pg/mi):
= 7 days at 2-B0C
» 4B howrs ak RT (18-25%C)
= At lesast ? months froeen st -20°C or Belons

Perfarmances maintained in owerheating stwdies (3 weeks at 309C), and in real time fallow up at 2-8 C {data not shown).

Basic values and recowvery (matrix effect):
N=56 mormals (untreated patients) vere t2sted for basic cloting Gme, and N=20 mormials spiked with tw o Dabigatran
concentrations o evaluate matrix effect

Normals untreated, N=56) Dabigatran added at(N=20):  +0.10 pgml H1.25 pg Al
Mean CT 30 sec Mean (pg/ml) 0.10 0.24
5D 0.3 sec 5D {pg/ml) <0.01 0.01
Dab. Conc. =0,02 pg/ml Min-Mazx (pg/ml) 005011 0. 22-0.26
R ecovery 100% S6%
Basic clotiing fines are wery and dabigatran well recowered with ne matrix effect
homogensous,

onciusimons

Standardization of Dabigatan concentrafion and El'tt isian:

Dabigatran concentrations of prototype lots of kephi
using HTL assay, or HPLC reference method:

sed calibrators and controls were measured over multiple runs

HTlassay HPLLC MS MS

Lot 1 Conc. (pganl) 5D Conc. (pgml) £5D
(5 =16) N=12)

Results for

(Cal. 0) 0 0

Cal.l 0.11 = 0,01 0.10 = Q.01
Cal.2 0,28 = 0.02 0,24 = 0,01
Cal.3 0,52 = 0.03 .43 = 0,01
(JC Lowr 0.14 = 001 012 = 001
(JC High 0.34 = 0.02 0.29 = 0.01

When measured using HTT assay against a fresh reference curve, kophilized reagents were 20 5 % lower than frozen
plasma before lyophilization, Tested by H PLC, the concentrations were 10t 15 % bower, This could be induced by the
slightly higher volume obtained with the recenstituted hpaphilized plasma.

Within run (in fer vials, N=20)5D was <001 pgnl, and inder assay SD N>10)was in the range 0.01-0.03 pgal for
determined concentrations using HTIkit, validating exccellentintra lst homogeneity, and rebustness of the assay.

Both lots were evaluated and concentrafions assigned by HPLC as the reference method, and homogeneous
resulls were obtained with the HTTassay.

Lot1was then used as the reference material, using the concentrations measured by HPLC, and used for
measuring lot2.

Inter lots hamogeneity and consistency with HPLL resulis:

W hen tested with HTI assay calibrated with lot 1 (STAR, considering HPLC reference values), concentrations
measured for lot 2 fully matched with those obtained by HPLC:

mMeasured Conc. pgaml

Expected Conc. mMeasured Conc. pg.aml

LT [HTLassay) (HPLC)

Cal1

Calz

Cal3
Lt Low
¢ #l High
Cil Low
C #l High

Measured values are consisientwith HPLC resulis, and homogeneous from latis bot Similar results were obtamed
with a chromogenic assay [ant-Ia 2 stages, Biophen® DTD {data not shawn).

w Lyophilized dabigatran plasmas:
+ can be used w cabbrate and control the quality of both clotting and chromegenic assays.
+ can serve as primary standards based on the values assigned by HPLC-M5MS.

» W hen required, the plasma of patients treated with Pradaxa@ can be assessed with the described rapid, fully awtematable and simple standardized system.

* These Prodwcts are CE Ma rhed
Hea lth Camada Licensed.
In US: For Research Use Only. Not for Use in Dageostc Procedures.
** Research Use Only.
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