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Tracing Thrombosis...
...from phenotype to genotype

Resistance to activated protein C (APC) is the most common inherited risk
factor for venous thrombosis [1-2]. Since APC resistance was first detected
in 1993 [3], Chromogenix has been the leading company in APC resistance
diagnostics.

Our Coatest APC Resistance test was a revolution in coagulation testing.
Today, it is known that over 90% of cases of APC resistance are explained
by a single point mutation in coagulation factor V (termed FV:Q5%% or factor V
Leiden [4-5]). Therefore, in addition to our original test we have also developed
the factor V mutation screening test Coatest APC Resistance V.

With these tests, Chromogenix can offer the optimal combination of phenotypic
and genotypic information for clinical decision making.

Coatest® APC™ Resistance

The original Coatest APC Resistance test detects the APC resistance
phenotype regardless of its cause. The test principle is to perform two
activated partial thromboplastin time (APTT)-reactions, one in the presence
of exogenous APC and the other in its absence. The relationship between
the two clotting times is expressed as an APC ratio.

In case of a normal APC response the clotting time is significantly prolonged
in the presence of APC due to the down-regulation of thrombin formation.
This is indicated by APC ratios in the range 2-5. However, in individuals with
the APC resistance phenotype the APC ratios are below or equal to about 2
(dependent upon instrumentation [6]).

The APC ratio, as measured with Coatest APC Resistance, gives an overall
estimation of the anticoagulant effect of APC and thus provides information
on the thrombotic risk associated with both inherited and acquired APC
resistance.

Test limitations: abnormal APTT, vitamin K antagonist therapy, heparin therapy.



BIF

FV:Q506 mutation screening

3571 R
3.0+
Qo
% & o Normal
5 25+ 3 & genotype
= 8
& 2041 ° o Heterozygotes
s & o FV:Q506
i 8 i 8 °
& L5 ® k) *© o O Homozygotes
FV:Q506
B o
1.0
Untreated OAC Heparin Fragmin® Fraxiparin®

The Coatest APC Resistance V method was used for analysis of plasma from various sample categories.
A complete discrimination was obtained between normal and mutated factor V genotypes:
OAC= Oral Anticoagulant Therapy.

Coatest® APC™ Resistance V

In order to allow for APC resistance analysis of plasma from patients on oral
anticoagulant or heparin therapy, a modification of the original APC resistance
test has been developed [7-10]. The modification is incorporated into the
Coatest APC Resistance V kit and involves a 1+4 predilution of samples with
Chromogenix unique V-DEF Plasma reagent [11]. This assay variant not only
gives a 100% sensitivity* for the FV:Q5% mutation, but also strongly reduces
the influence of pre-analytical variations such as plasma handling and stora-
ge [12,13]. In addition, Coatest APC Resistance V detects the FV:T3% mutation,
a recently discovered although rare cause of APC Resistance [14].

Test results are expressed as a factor V related APC ratio (APC-V ratio),
calculated as in the original test. APC-V ratios are generally lower than APC
ratios obtained with the original APC resistance test.Typical median values
are 2.6 (normal genotype), 1.7 (heterozygous FV:Q5%%) and 1.2 (homozygous
FV:Q506),

Coatest APC Resistance V exclusively detects inherited APC resistance due
to mutations in the factor V gene.

*Determined on Thrombolyzer (n=447), ACL (n=295), ST-4 (n=248) and MLA/Electra (n=50).

APC resistance

« Blood coagulation abnormality characterised by poor anticoagulant
response to activated protein C.

* Major risk factor for thrombosis.

= Over 90% of cases explained by a point mutation in the factor V gene
(Args% to GIn) which causes an impaired APC inactivation of factor Va.

 Autosomal dominant mode of inheritance.

« Trait is found approximately:
- 5% of the general population,
- 20% of unselected DVT patients,
- 30% of patients with thrombosis occurring during
oral contraceptive use,
- 30% of patients developing DVT postoperatively,
- 50% of patients with familial thrombophilia,
- 60% of patients with thrombosis during pregnancy.




Coatest®

Coatest® APC™ Resistance

» Detects acquired and inherited APC resistance

S=small, C=with control plasma

Coatest® APC™ Resistance V

e Low APC ratio indicates an increased thrombotic risk
Assay Kits CaClz APTT APC/CaClz Control Plasma Art. No.
[mL] [mL] [mL] L1+1L2
Coatest® APC™ Resistance 1x8 1x16 4x2 82 26 43
Coatest® APC™ Resistance-C 1x8 1x16 4x2 1+1 82 29 08
Coatest® APC™ Resistance-S 2Xx2 2x4 2Xx2 82 29 16
Coatest® APC™ Resistance-SC 2X2 2x4 2X2 1+1 82 29 24

* 100% sensitivity for the FV:Q® mutation

» Applicabl

e to oral anticoagulant and heparin

treated patients

Assay Kits V-DEF CacClz APTT APC/CaCl2z  Control Plasma  Art. No.
[mL] [mL] [mL] [mL] L1+L2
Coatest® APC™ Resistance V 4x4 1x8 1x16 4x2 1+1 82 31 20
Coatest® APC™ Resistance V-S 2x4 2x2 2x4 2x2 1+1 82 31 38
Reagent kit
V-DEF Plasma 5x4 82 31 46
S=small
Controls
Kits Control Plasma [mL] Art. No.
Control Plasma Level 1 (Normal) 5x1 82 26 50
Control Plasma Level 2 (Abnormal) 5x 1 82 26 68
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