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INTRODUCTION RESULTS

(recombinant)], a full length recombinant FVIII molecule with an established extensive safety and efficacy profile,

uses another hydrophilic polymer for modification, polysialic acid (PSA), that also aims to extend dosing intervals

* Extended FVIII circulation times would reduce the frequency of infusions, increase patient compliance, reduce the 350 ; 120 + unmodified rFVIIl (n=6)
number of bleeds, and allow higher trough levels of FVIII to be reached 300 - = ¢ BAX 826 preclinical BDS (n=3)
5 100 & BAX 826 clinical BDS (n=3)
= 950 | o + BAX 826 preclinical FDP (n=3)
= S 80 * BAX 826 clinical FDP (n=1)
S 2 60
* The aim of the presented studies was to describe the structural and functional characterization of preclinical and E 150 g "
clinical phase 1 batches of BAX 826 l 3 100, S
- | ‘ ©
< } 0 X 20
ik 1 | | | AR AL Al ] . mean + SD mean + SD o
BAX 826 . 01 - - - - - 0 - - - - =
. 0.0 0.2 0.4 0.6 0.8 1.0 0 10 20 30 40 2 £
| | \ . . . . g g
+ Base Protein: Full-length rFVIIl (ADVATE), albumin, plasma free I '. FVIIl (1U/mL) in Hemophilic Plasma Time (min) 8
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+ Study material: Three batches of BAX 826 preclinical bulk drug substance (BDS), three batches of BAX 826 clinical
phase 1 BDS, three lots of BAX 826 final drug product (FDP), and one lot of clinical phase 1 FDP. Six batches of
unmaodified rFVIIl as starting material for modification were used for comparative analysis.

* Thrombin generation assay: The assay was performed using the reagents of the Technothrombin TGA kit ‘ l characteristics
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» Compared with unmodified rFVIII, the binding of BAX 826 to VWF and LRP1 was reduced.
» BAX 826 batches from preclinical and clinical phase 1 manufacturing showed similar and consistent

increasing amounts of samples (0.01 to 1 IU/mL) and the reaction was started by adding a small amount of
recombinant human tissue factor complexed with phospholipid micelles.

* Activation/inactivation by thrombin: Samples were diluted to
1.0 IU/mL FVIII activity and incubated with 0.5 nM thrombin. Subsamples were withdrawn at intervals up to 40 min.
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The reaction was stopped by adding thrombin inhibitor, and the cofactor activity of FVIII/VIlla evaluated by measuring Domain Possible modification sites Detected PSA sites CONCLUSION
the amount of FXa after 3 min of incubation with FIXa, FX, PL, and CaCl,. Heavy chain : :
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dimension, the tryptic peptides were separated by size exclusion chromatography and fractionated. In the second el A 3 S
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dimension, the PSA modified peptides were separated by reversed phase chromatography and detected by mass
spectrometry.

* Two-dimensional chromatography of PSAylated peptides confirmed consistency of PSA binding sites of
preclinical and clinical phase 1 batches.

« 85% of the PSA-sites are located on the B-domain.
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