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Factor IX (FIX) activity assay methodology falls into two To develop and validate a new chromogenic All studies were performed according to applicable CLSI guidelines The assay total precision was <10% CV for the four plasma
primary categories: one-stage clot-based assays using assay for the quantitative determination on ILACLTOP series instruments. samples with a FIX activity >10% and a standard deviation of o |
an activated partial thromboplastin time (APTT) and of FIX activity in citrated plasma samples. recicion was determined through a 20-dav x 2 run x 2 replicate <1% FIX for the two low plasma samples with a FIX activity Our findings suggest that our chromogenic FIX assay
chromogenic activity assays. The kit consists of bovine/human based o 5 oy P of <10% FIX (Figure 1 and Table 1). performs comparably to a clinical LDT chromogenic
. . study measuring six plasma samples with three reagent lots. FIX for th tification of FIXin ol
Unlike APTT-based assays, the chromogenic method offers frozen reagents packaged into a multiple vial The linearity of the assay was 0 to 230% FIX with a 0.5% FIX limit A>>dy 7 HIE AUALITIEAUDI 1 FA T Prastnd
>, 5 set configuration. The linearity of the assay was evaluated by measuring four replicates Y Y ’ S samples while providing a wide measurement range

the advantage of being less prone to interference from of detection and a 0.5% FIX limit of quantification (Figure 2).

lipids or traces of heparin in samples and pre-activation
of FVIII during sample collection. The limits of detection and quantification of the assay were determined
by quantifying plasma samples from eight donors with severe
congenital hemophilia B in a three replicate x five-day study design.

and low detection and quantification limits, and a

The chromogenic FIX and ROX FIX test results were similar frozen format that expedites reagent preparation.
with a correlation (r?) of >0.98, a slope of 1.1 and an intercept
of 0.1 (Figure 3 and Table 2).

Predicted biases were very low (<1%) at medical decision levels
for hemophilia B of 1 and 5% FIX activity, <6% at 50% FIX activity
and 11% at 100% FIX activity (Figure 4 and Table 3).

of fourteen sample dilutions in the range of 0 to 230% FIX.

There are a limited number of commercially available
chromogenic FIX kits and there is a need for a fully
validated FDA-cleared chromogenic FIX assay. Three hundred and fifty human plasma samples from normal,
ostensibly healthy individuals and from patients with congenital
or acquired hemophilia B were distributed across three sites and
tested for FIX activity using our Chromogenic Factor [X assay and a
ROX Factor IX validated laboratory developed test (LDT).
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