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ABSTRACT

GROUND

Bovine reagent bazed chromogenic Factor VI (chFVII is based on
two-stage assay used for FVII measurement of selected extended
hatf-Iife (EHL) FW1Il concentrates, inhibidors in hemophilia A patients
on emicizumat, and to avald interfersnces in the clot-based assay. = Clinical use requires either batching of samples (~200 tests)
The avallable commercial chFWIHI kit o folowing limitations: 1) ¢ stitutic o freezing as aliguots; «
lack of an FDA aparoval on the existing instrumentation, 7} kit Al f 16 testing (-15 lests per
components ara desig high valume of tasting [(~200 lesls ) over aliquot} -

a shart stability life, which is undesirable for the laboratories that : _ .

perform <10 tests in the same time span, 3{ = FDA clearance obtained with manual and ACL 5000
(human ve. bovire) vary and can affect r chromagenic methadology

Background [nformation = Chromegenix
= Cembination of lyophilized and liguid reagents
»  Reagent contains boving factors 1Xa and X,

The Chromogenix kit was previously assessed and validated
within the Mavo Clinic Special Coagulation Laboratory: with
discussion in a previous abstract.

2l calibrations

The Precision BioLagic kit and protocol was provided by fhe
han company.

v of reagents ar
1 diluition ¢

Lyophilizad & Liquid in
large volumes {~200
Tesults) -quI ing

recang
aligueting

Frazen ligquid in volumes

All methad comparison patient samples were de-identified -
that allow —15 resulis

waste samples thawed in a 37 C waterbath, mixed and tested
for both assays.

Reag

+ Calibration (Figure 1) an TOP aptimized by completing two e yiabi v s . e | T Eh once thawed
inliwtes) for low samplar Esu“h |u |d=n fify a gUDd & ll.a il individus] calibrations with separate sample dilutions and Linea .l?u' samples w.ere L.JH.[JII‘;E(;. of a .:I_J‘h p.Jrl\en‘l dlﬂd Reagent Stability 4 haurs once thawed o & Fiazayitai
address mast of the shortcomings of chFVIIl assay, we compared a ncubation fimes; 125 — 200% (high) &nd 1 — 30% (low) normal pool (NPP) serlally diluted with factor VI deflcient i

recelving FDA clearance:, S : i _ i plasma, Resulling Ranpe 1 200 1 — 200%
ving = Minimum assay times are 12 and 17 minutes for the high and | amdl e i
low calibrations, respactively Analylical Sensilivily was performad by diluting NPP with FVIIl | Anal ylical Time R ; o
& Lth’\ kit (Pracision BioLogic, Dartmouth, NS, CAN) was deficient plasma down to 1%. |t Result gL e
evaluated for assay charactenstics and comparsd to the BV -’I'\ kn I
(Chromagenix, Instrumentation Laboratory (IL), Bedford, MA, U Background information - Precision BioL.ogic ® | Accurata
bath =ssays ware performad on the ACL T"‘I" family af |'|s"u'r|er\r=. = Al liguld reagents In frozen format. Reporting w! Yes Yes

Bedford, M&, USA) and contaln bovine reagents. Evaluation

o comparisens, linearily, kit stabilily

od comparison studies were performed

on "om’ne ially available factor deficient plasmas, callorators,

profiiancy festing sampies. pu ad rFVIII EHL products (BAX
skan, (FYI-single chaln, (FYI-HSP 70, and human

and splked in PV deficiant plasma (FBOP) and

Iytical sensitivity,

Reagents contain combingtion of bovine factor X and humen
factors [Xa and lia

Reagents are ready for use after thawing
FDA approved on the ACL TOP Family of instruments.

Single celibration (Figure 1) on TOP

200%,

RESULTS

+ Resulting Range for both assays: 1 - 200%

« Method Comparison {Accuracy) {Figure 2}

| emicizumaly

Manual and ACL 2000

| FDA Clearance CL TOP Family

CONCLUSIONS

=d patient samples {including four known emicizumab = Minimum asssy time is 7 minutes., * All Dat 32 -
patisnts). Linsarity was performed on ona commerrial nomal paol = R?=0.084
SRR A b1 e eniiea Indlvidel pefient ssmple wiiy eleialod * Slope = 1.07 + Chromogenic FVIIl resulls are comparable at both the

chFYII (in duplicats at a minimum of nine different dilutlons with
FBOP). Kit stability was evalualed over bwo days with bot!

+ Average % Difference = 6.0%
+ Known Assigned and Patient Samples

FIGURE 3: Lineanty

)and higher (200%) ranges.

reagent by perfoming thres levels of qua . W r . RZ< 0082 = Precislon BloLoglc's reagent stability is more amenable (o
Every twa hours for eight hours. Analytical sensitivity (limit o H e =09 random access/all day testing.
aut on FEDP and a contral material diluted o = w8 s + Slope=1.06 - e ) )
sach assayed 20 times. S F w e * Average % Difference = 8.2% * Precision BioLogic’s test setup and analytical time
5 5 m =T 3 facilitates a shert turn around time.
RESLLTS g % G L + Extended Half-Life Spiked Samples
An li:ipal&j reporiable range was | - 200%. Results of melhad a + RE=0.968
ope: 5 * Slope=1.08
Samples = Average % Difference = 3.1% REFERENCES
_FHI qr ked Samples | 84, : ; ab Patients all freport & Bl activi
smicizumab patients all reported <1%. ) Emilzumab Patients all reported <1% FyIII activity
rd average = 0.95 for all 5 y " ; i i . p / Chrome ctar Wil package inser.
s with resulis ranging from 0.4 — 232,873, Analytical T Lingarity. (Figure 3) Preciston Blologlc s Erecision BioLogic In., Dartmouth, NS, Canada
by lcllahly dus.tl_ au sh:d_rc e civani tr 116 [ensficlant § E + Imprecision Studies Precision BioLogic and Chromogenix . Chromagenix COATEST? SP FVIIl package insert.
an [CV] of 4.0%). Kit stability results indicated the ra % & : dnteell Sttt et f =
5 4 5 4 » Level 1 61.8/95.0): CV% = 4.5% and 3.6% Instrumentation Lsboratory Company, Bediord, WA
were reliable for 8 hours as well as after ane additional freeze! £ Level 2 (5 2811 CV% = 5.5% and 3.3% 2.0 e
cycle. e : E‘m_ [i_ e % x il ':\'," il st : 3. Muller J, Pekrul |, Patzsch B, Beming B, Oldenburg J, Spannagl
CONCLUSIONS “ relesl Sie =R {E0Y GV =S and 10.5% e M. Laboratory Ko vy In Emigizumab-Trealed Parsons with
g . i iti itative Limi i Hemophilia A. Thromb Haemost, 2019 Sep;118(8):1384-1393,
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superlor with the Precision BloLogle it. hawever cost effect == armiat pool diltited witl deficient piasmato 13 st 31203578
has nat yat bean svalustad. Ovarall, the dsta demcnstrates the e » CV% = 14% Chromagenix
Precision BioLogic chFWII assay can be used to provide reliable P\l El = CV% = 4% Precision BioLogic 4, Kitchen 5, Tiefenhacher 5, Gosselin . Factor Activity Assays for
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