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| oss of t h&ChpP@riRiateiprcael pnalysigdn o%mtfr%armsmfrr@z thg_VilsDackivity was initiallys46ripitssnl Shis
on the amolifhd dé‘bﬁﬂ!‘aéfmﬁf’@é‘?%l At units/ml i) FaptpraYIllG Rufter (2R ingigdzple, AkiB.g7 150
ant | body® c® %19 m Clg jgnd mr?i’rﬁ%ﬁf%erﬁ? fina), eqneqnisatiop: gt rgmbiywes 812\a s
apph-ed t o, Gill EOT mggrf’ 1° Pagaiatgn wta%l}%dh& sulfs|showg that thejcosgulation

gg: é;’ epEI_lhd\?aIu %om% rﬁ wrtﬁa srmllar mcrms ] Fa t gcom 'E?/gb( ﬁE?rs‘g%}teg lag{]g ¢

Speci es, T I%d&l o a‘raerrre u e
pol ycl Onsal puipbisé %nﬁﬁhr&ﬂb a&&%n én?li mrar HarﬁL ItlII' &?ﬁ&iy Q % drhrg; Etz? tl::n

denat ur i NowasOlddéi b She Surifibd FabtBy VAR ABBHiR (ol 7.4 AH'E RS ot dbS& 186Y- ulat units of
respect i veraitor VAMEREH uhi 8Nthiakabin.actvide b albdal t6- rdast oilériy£ Short eh d 'Tn in,
resul ts sugperifingtoh ate HeRRfiI%dmple)k thedultingl frodRY wddheApBiiel &f £ %ﬂs&vﬁe%i a¥d t O
the 77/ 80 #elpaptitisalwete sepaiatéd KydeldatraopH@rBsis, the Gelibaktisllitidaf anaiéfebthﬁﬂtéd appears to

I nteract di r $hbh thrambinydigestioh is dadied outlidreait shord tirfe, e @Moint 6128504 | spéciesRardbY doase S
(of 115 kdor tdfled; e leaime 1iH6) thal y7/80r kel goublbinis | opily [pasiallyr @OVeRedDinto%62/70 K pecRtS. To

i ndi cat ed epjimiztdheadondifiony fayfinet iselatiom nbthe GAA0 kdildbublnnckylonber @oé eclrseg@iorssthari @)
92.5 kd pofippbintdiadetion is earriod Suk indlbis cadet the 9RE kd BBecle is fUAiBr kidavad tb fir6dick smaller
pol ypep#d dEegmenty dwp apwaeapiides2,§ kd and 4y doappeas pitsr évqmbsv@emm Thedhkd beptided foaats t y
col um wasw'thetm) Aspqciepa @niibody directeg ﬁ@a}yrswp ;ﬂ215d1d| spﬁc-qsf wh-qbdrlmthe@forepm # Cleavdge
Fact or VI |Rredugh The S35ddepfidais aisetderisd fras t ceonRyated by & eomparisendf of
G Kohl er '°ﬁ a“i/le?’é’f“é;fjgﬁ P pa‘??’"so'fe %?25 '“B "1’955?5‘ kdcspacjes whan pybieciad te

wer

cel | [err W gy %%gﬂ t(leyrs FAGE)- Sleen
B e
) Mﬂﬁdr

visible frtﬂgﬂaﬁh@m Aaadjgb‘um@ 6
days usigng an low hg |ayers were e Fact or

VITIC el ut@crhrfoﬁu&mdda&.oamGBDlsh&&d’Vm@ﬂal&Ebarmﬁé?nsﬂrB col umm, as described in
Section | above; ZndT hybridona cefl 55 supernatant; 3rd: horseradi sh

per oxi dase ( WRIRYer kcadndtiradthg p@tursdRprodutDisBBonk!fHf tHésh peﬂtﬁ’% S hDmbdr 3t e baRl Nodd -

cl asses ofisaateddey pemmratiensh$ geli siEstraphoresis, @ietttobliied dnd bubfbcied toVinkoaibini digbsivnt B
Fact or &l |restitxwaaged fallowsn act i VI ty: Cass | antibodies reacted with the

80/ 77 kd doudbThet24¢ kdiprotsi® pkoduged impliplp bande includimgi16Q] 18,115,192 &1kt bitadthieg smatlascthand
with protei 83564, ie4® 7788 64 °f1610° kd daiblegIn agditicri, a timenaomiep foediggstianartas omriasfout with

t hr onbi n- di §@s34@ §d Fagmentmdgnalyzed fop gel psieckapharesis Pfter. goagwlatinzastivity, and Faatdr YHIS!
ant i bodi es raﬁ@?'hfa@é@ aﬂr&t Theygel ?*G?W%M@%‘F were flesame axkbpye, ensiassentiplly poeho
77/ 80 kB do?b@é@‘gﬁ ";Bﬁr?:’m" PRty recr gsr tation with Cass Il nonocl onal

ant i bodi es el TB'Oted ?L XPogtides o1 80t ppep tBtbP&lé%s"%I?sef°b§"@E‘Bﬁ"§8?'s
of the 92.5.R nal

reacted with & 'ﬁcaiz;' ¢ avespged%??:'es%atsig% 'ﬁf%‘ﬁt?lﬁ%d ‘?eﬁgiﬁ’l R "‘fﬁ "E’E"I‘Pé’}"B?ﬂi #88i ed
Factor VIIIC materi aI An experinent simlar to that described above,
using EGTA to |nvest|gate the role of [8rr] ion in the Factor VIIIC

conpl ex, was also perfornmed utilizing a nonocl onal antibody-based ELI SA
assay with the follow ng | ayers: 1st: nonospecific anti(nouse 1gQ; 2nd:
C.ass |11 nonocl onal antibody (anti-92.5 kd); 3rd: purified Factor VIIIC
material ; 4th: HRP- human | nh| b| tor antr body to 77/ 80 kd Addl t | on of EGTA

1N~



B. .Thronbin Activation of Factor VIIIC 15 Am nohexyl - concentr at ed,
affinity-purified Factor VIIIC hgp dotserrsa®ii vat ed by thronmbi n (Boehri nger,

| ot no.1072302) ‘using two different sets of pH conditions (6.8 and 7.4).

Ali quots were assayed for coagulation activity and, in addition, sanples
(about 2. f Bifkd and Qdﬁ)“’w@?‘lﬁ!"'ﬂ'@ﬂ“ @P‘bl"ﬁﬁ'ﬁ‘% 'P%‘F‘c"ﬁ'é'l angihodies, ofi ass Il Aregipater  r ot
experi mentnst ontyrie RF(EP keEdoybier, fitiaizo 67179 709 $pediss- units/m . This was dil uted

to a fin conce rati o of 11.5 units/m in Factor VIIIC buffer (20 nmM
|mdazol %—g—ﬂﬁﬂ&i—-ﬁw 100 nM | ysi ne, 25 mvl[err] and 10 %
gl yce Ol ) Pa | amm%%cmc ﬁgn% ruﬂ tﬂmo\xast &)ta%@?' er (oP\rL(é‘}%”éd
pe ratw
[ddits b ﬁa?t‘n

uni t of F;

that th g@ﬂ%ﬁlana ar{arwh th ma%a .-. H)
decr eas% ahH“s § StRIgs! bra @t>°9%6§£ dsl?éil 9alod! &lirity. The gel
coi nciglagdiald bépiﬁdets IWe\% a6l aaeﬁaea%teﬁn&qdas&qmd aostyﬁ\ananﬁté THmiddhe
92.5 kd £188WbeSpplidl toantHPEC Selurk (BN BRA6, 28 cinf; ahdHié brfiAd SduehSe R detefhinddiRm
acti ve Ra&ilesulinychrbhatégedaig. ex. 25 Addi tional experinents with nore

concent r at &b bid@ing sequ/érick Wagdemiraindd fortis6AVOIkE daublet atdtsl amind tefntliiust he pur pose of
using thronbin activation in a preparative manner. To generate 92.5 kd

pol ypepti de, thronmbin was added to the purified Factor VIIIC nmaterial (pH
7.4) at a ratio of abgut HK000-L2000s coagul ayi ongunitg ofjgfacipr VIIICto 1
unit of thronbin i and allowed to react_for only a short period of
tinme (5-15 nin, deper%anGIGn e Hetofhy Sxgpifdp. Hite ¥‘é¢suﬂ? ng product was
t hen %ppl i ed to a 7.5 %preparative gel, and 30 the peptides were separated
by el ctrophore3| t,Re | bands, cut .out .gnd .el eci{ oel ut ed,., When t hronbi n
di g-estl on is carrlied léut gj?’or gglsh(l)gt 9 lgt heﬁarm%dnt o) 922% kd species
can be doubl ed OIAlérlﬂéhedfalattheAwnéem Fep tAse 7Wyr80CGkd Meubl et is only
partially converted into 67/70 kd species. To optim ze the conditions for

the i 501 at £ QhheQb st Brdiof, MhicH gle.wp i&w, ok RB95h i 8 GQHIEHE Y6 G og SR 1 1)

t hr onDi nyedisgéiahde@hinb R-t6rinkd & délé min hi's case d species Is
further cleaved to produce smal | er 35 fragrrents Two new peptides, 52.5 kd

and 40 kd, ear ,aft eat 40 kd p t| cts with
t he monocl ona]P anti bo§y di rectéed aé)al nst tﬁe 9 kﬁ’ ggwhl(i h nust
t her e§or e be &lx| Bawadeg pracguclyr Tiyer SRebd Icalype!ptal Mal sGJai sbedesered from

the 92.5 kd protein as denonstrated by a conparison of chem cal and

enzymatic cleavage patterns, i.e., both the 92.5 kd and 52.5 kd speci es
when subj ect et t 0 LENBAGOr léndokﬂ ot ¥ nade | ¢3 C23 ea®fge2shodba Aénber of
common fragienis fhy EpS- RAGE)q1ed0ser AsFOT 2€NdQPr W e bys Gafll gestion,
a wei@ht ratio of l'ys to protein of fromabout 1: 100 usual ly 1:10, is
used. In the subject di gestl on 20 prol (4.8 [err]) of lys C were conbi ned
with 200 gﬁ‘”&l a'(‘a'm af"é 8?2/ °Fd‘?éf F' %‘oeft th&d@' é‘f’ oujetowith |\
Tri s- HCIS 19 ""?ﬂ" 3"“9 ?%fel?ﬂfat ed

F%%k d uhle orﬁﬂl oe ré'f’@'d re
ge|§9‘gc 618? ﬁﬁ %z&e@%‘@eﬂcg’ rate gﬁgw pur ; ?% L am de
uen phe

d f werb ed b réverse f
use ISolr %‘5‘% Tﬁ e,sgi l:é?jeu%ﬁ: on o]

precursor pr od uc rel at| onsh |p of these pept| des a nunber of the bands
wer e jssol ated by preparative SDS gel el ect rophoreS| s, electroeluted and
subj ected to thgdnbizn disgest4 on.5 Theg50 pesulgts were gs fpl l oyws: 1. The 240
kd protein pro uce mul t.i pl baEds incl 3}d| ng_ 160, 140, 115, 92.5 kd but
not hing smalle agAla | IR Volgderd ™ 6¥9705%y HBEblet. In
addition, a time course for d| gestlon was carried out with the 240 kd
fragnent afhe secvad peptide Had thedellowied samtenophor esi s pattern, coagul ation
activity, and Factor VIII1C antigenic (cAg) activity. The gel chromatography
results were the sane as above, and essentially no cAg 55 or coagul ation
activity was redover@d. 2.3 The 460 K& andé 92. F kd del -i ol at éd pol ypepti des
do not appear &g 1be mgibsigiat esyfror ztﬂyorﬁm AT c1§pl 3fd 10N 1f gzsomthe gel .

d 7

3. Thifonbin speC|f| cally cleaves- the gel -1 sol ate kd and 80 kd species

to produc tlde 50. 7 7 kd r1

co sl e i e
pr eci pi t e n ot s ou I so ese

speci es. D. Ani no ACI d Sequence Anal ysis 5 Partl al am no acid sequence

i nformati on was obtained by standard ¥¥rocedures for the 67/ 70 kd pepti des,

the 77/ 80 kd peptides and the 52.5 kd peptide isolated by preparatlve SDS
el ectrophoresis. The



el ectrophoretic analysis, together wth the am no acid sequence results,

i ndicated that the gel-isolated 77/ &p ¢9s0 3689 kd, 92.5 kd and 52.5 kd

pol ypepti des were obtained at >95 % wusually 98 % purity. The gel 10

i sol ated pepti'des were applied to a gas phase protein sequencer (Applied

Bi osysit ens) at afgiineR TGHragonylationavas gerforreddysspgplendiy theopreteind-{Pla@enatiringrpufipl, BRldingzand,
25 ¢ n)\( and carbrxyragtivietings the gesnerslegharoteiia tand ftrbatingl with: eitracoriceanhizdride whilpgmaintaining a pH
chr omatogr ah@wesTh&S fapy] POWARRY ciiaepnulation. e Prafeinsevere rtiggsteh with trypsitly pIRD the resulting
doubl et at Pertides sepaataddiypvese phage HRLC. Thefractiong corresppnding %9 peaks gf absorbance at £80 nm
9 10 - & 1Yere sequpsiced, agphove.Tha sequepco wagigs followsyy s Tyr Phe Ile 20 12

13 14 15 16 17 18 19 20 21 22 Ala Ala Val du Arg
Leu Trp Asp Tyr ,dy, Mt 26 For the 52.5,kd protein, iC as
shown below, is derll vedzfro‘%nthé 92.55 kcf pr ot ei n? thg fol(i owi’ g a% no acid
sequence gt the N-MernfhusVahs Ldet @lyi gd: @lu APa G18 Asp4 Leu SIyr 6 7
8 9 10 11 12 13 30 Ala Thr Arg Arg Tyr Tyr

Leu Gy Aa W%ﬁlprocﬁulfés td-Gbrmims the NMAermindequends of thd 80 aniF7 kd dpcies wite carried out,
22 23 2{ was dand that Gheif 'aino RFRini wbYd block&i. Thefdidte, thaN-termfh Bequente wastidtermfbd!from
Leu Pro Veateddd oibifedayl dAQuitéiRdtite StfidaBsCAShdalwhichinclaadd imfh@Roafityadnrfidtoiphy and
di gest i ons Ofont ehafdd BRrokistodiaphp| b phédiuded MO PdeO biE pidpdiativd- \SBS-polyacrylamide gel elec-
( Boehr i nger trdgnonesie| Fyificatioheof cibd 80/ ke doubleh énvolvagic&ipiication\\si SFapieir WIIC nadokontrate to a
fol | ows. TheonoéloBd ahtitlodyaakine follovass bg Ickrormatagpdpby ers & chomn'S eatioraexchdngar This ntaditiciad)
gel , and banutdocikedrN-lesmu.nadicating that tthecblotRage detadiddsin gelepuidfiod IBRCT kdowds e @difactlagulting
separ at ed nfere theage! ajgglionheresis. Thelansinmiteningbssaeaticadetanmingrtfophotit the #fcand 77 kb Decienisl
the resul?¢i g fqewird des were separated by reverse phase HPLC. The fractions
corréspondi ng to peaks of "absorbance at 280 nm were sequenced using an

aut omat ed sequencer q( Applyi ed Ri osygt ens e Foster Gy, , el A#A) . The
first sequence was és foIZ: ows? 45 ? 25 t??e Zt ? N%d 9'00 8

10 11 12 Tyr AGdua Flenr T8& G?n Val? Leu Leu o $dm Ly 50 ASP The
second péptide had the fald owiing saquenages lig 1% 183 19 40 5
6 7 Va Thr _  Thr

8 9 I Thr al A@n
dy Val Lys 55 *f';f‘/uSO%abl dddsi ep‘s\ﬁasgé%/rso i gedd3® st Tdsin. The
doubl et material was purified as described for digestion with
endoprot gjnase LysC, above. Lysines were blocked by citraconylation to
al | ow di gestki ghin®mdid/cohbositionEP 0150 735 Bl at arginines. Citraconylation was
performed by suspendinmg the proteins in a denaturing buffer, reducing and
car boxymet hyl ahé Bgind bed Sonsposiivie tbr the T80 KisdouBigtCheptidesiivérd Jetendinad G lamfai théthods
anhydri de whiteas ralidwst ai ni ng a pH between 8.5 and 9.0. After
citraconybation, the proteins were digested with trypsin, and the resulting
pepti des separated by reverse phase HPLC. The fractions corresponding to
peaks of absorbance at 280 nm5 were sequenced, as above. The sequence was
as follows: 1 2 3 4 5 6 7 8 9 10 11
12 et @y Val Leu dy Cs Gdu Ala dAn Asp Leu Tyr 10 Wen
procesur €& to determine the N-term nal sequences of the 80 and 77 kd
species were carried out, it was found that their amino termni were
bl ocked. Therefore, the N-termi ni sequence was determ ned from materi al
obtained by an alternative purification nmethod which included
i munoaffinity chromat ography and 15 i on exchange chromat ography and
precl uded the use of preparative SDS-pol yacryl am de gel elec- trophoresis.
Purification of the 80/77 kd doubl et involved application of Factor VIIIC
concentrate to a nonocl onal antibody colum foll owed by chromatography on a
nono S cation exchanger. This material had

50 .
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unbl.ocked N-termni, indicating that the bl ockage detected in gel purified
80/ 77 kd was an artifact resultingpfg @ssbgioel el ectrophoresis. The am no
term nal sequence determ ned for both the 80 and 77 kd species is 20 the
following 1 ° 2 3 4 5 6 7 8 9 10

AQu -lle Thr ? Amino A2id ? Leugp n ? uﬂ% 25 11 12
13 | 14 15 16 17 18 19 20 n Qu a | e Asp

Tyr ~ 9 Asp Asp 11 2580 E. Anino Acid nposi tion Thes"am' no acid
conpositions for the 77/ 80GR# doubl et pepti deF4were determ ne by standard
ER50 150 735 Bl 44 no Acid

met hod$ to be as follows: 35g40 45 50 55

80kd Asp 54 du

12 14 Sedy | 51 4T 46

44 dvy nis 51 - 46 10

Hs " S g . 8 15 ag *?

32 29 Thfrg . 32 35 29 29
Al a Th35 35 33 Pro 29

33 30 Ty 25 25
val 1 Alg 35 44 20 33

Met Proj7 33 17 1le 30

33 35 Lemyx 25 49 25 48
Phe 2 o 31 25 Lys

47 41 Tot‘lg? No. Anino Aci 48 44 434

608 Cafocul ated Mol ecul ar WEB§ht: 82kd 17 17 79kd 30

Clakmws Clainms for the foll gaeng Contracting Sgates: BE, CH, 485, FR GB, IT,
LI, LU NL,- SE 35 1. An isgplated protein conpqgition conprisjng a conplex
of a 77/80 kd doubl et pol yggﬁt | de fragnent ca?gi um bri dged V\)ﬁat h a 92.5 kd
pol ype%t i de fragnent, exhi Bheing a coagul ati od2activity simdlar to that of
human Factor VIIIC, and hayjgg a purity of at sheast 90 % bagged on conpl ex
| us precursor species, 2. The profgein conpostTion accordin o claim1l,
gbt ai Ir[:abl e by 40*° a?‘A °w6ﬁ“é€??’?®“ﬁ%nﬁn FacBdf Vi11Cto i osor bent
chromat ogr aphy uSiaigudapefiy¥bdechlantWeighlit: R828dphar ose coliskd, (B)
separagyi ng the resulting material on an am nohexyl - substituted agarose
colum, and (C) further chromatographic purification.

Claims

Claims for the following Contracting States : BE, CH, DE, FR, GB, IT, LI, LU, NL, SE

85 1. An isolated protein composition comprising a complex of a 77/80 kd doublst polypeptide fragment

calcium bridged with a 92.5 kd polypeptide fragment, exhibiting a coagulation activity similar to that of
human Factor VIIIC; and having a purity of at least 90 %, based on complex plus precursor species.

2. The protein composition according to claim 1, obtainable by

'k/ém (A) subjecting human Factor VIIIC to immunosorbent chromatography using a polyclonal anti-VIIR-
Sepharose column,
(B) separating the resulting material on an aminohexyl-substituted agarose column,
and
(C) further chromatographic purification.
45

3. A method for the preparation of the protein composition according to claim 1 or 2, characterized by
(A)subjecting human Factor VIIIC to immunosorbent chromatography using a polyclonal anti-VIIR-
Sepharose column,
{B) separating the resulting material on an aminohexyl-substituted agarose column,
50 and
(C) further chromatographic purification.

4. The method according to claim 3, characterized in that in step A one or more of the following measures
are applied:
55 - Human anti-hemophilic factor (AHF) is used as starting material, particularly in the form of a
cryoprecipitate;
- Factor VIIIC is dissolved for immunosorbent chromotography in a saline imidazole-lysine-HCI
buffer of pH 7.4; :

12



45 3. A nethod for the prepara&f ons®f3gBe protein conposition according to
claiml or 2,* characterized by (A)subjecting human Factor VIIIC to

i mmunosor bent chronmat ography using a polyclonal anti-VIII R Sepharose
colum, (B) separatisgidchaicidsul ting nat er8@keson an am nghligygyl - substitut ed
agar ose colum, 50 asp and (C) further garomatographi ggpurification. 4.
The met hod according to (ﬁai m 3, characterized in that in step A one or
more of the follow ng fldsures are applied’455 - - Pénan

anti - henmophilic factor qydHF) is used as stmeting materiallg particularly in
the formof a cryopreciégr_t ate; - Factor VI J,C i s dissol vgq for

i nmunosor bent chronotography in a saline imdazol e-l1ysine-HO buffer of pH

7.4;~t2~ EP 0 150 73513 Amino Acid - S1 4680k d

77k Asp His 58 8 . 54 Gyg

74 76 .5 Cys

12 1478, 32 4 # 44
Ay Thr 51 35 46 10 29

H s Ala 8 35 12 Arg 33

3215 29 _Thr 35 29
Al a _ Pro 35 33 33 pro 30

33 30 Tewr - 25 25 25 25
Val Vai 46 ) ‘ 46 44 20 44

Met - 17 17 Ile

33% 35 &k 17 49 17 48
Phe Ile 32 33 31 25 Lys35

47 41yt al No. Amino Acige - 48 634

608 Cal cul ated Mol ecul ar Wei ght: 82kc 79kd 30

Cgins Cains for the RS owi ng Contractin:§28tates: BE, é4 DE, FR GB, IT,
LI, LU, NL, SE 35 1. Adyissol ated protein cgnposition congtising a conpl ex
of a 77/ 80 ka4aubhgt mﬁ%geggkgg fragrrené galciumbridggd with a 92.5 kd
pol ypepti de fragnent,” exhibiting a coagul a%l on activity Sstmlar to that of
human Fact or SAjquaatedy Medecudas Waighy: 32k | east 90 %"w sed on conpl ex
pl &s precursor species. 2. The protein conposition according to claiml,
obt ai nabl e by 40 (A) subjecting human Factor VIIIC to inmunosorbent
chr or@ialogr aphy using a polyclonal anti-VIIIR Sepharose columm, (B)
separClaimsdon the followingtGontracting States : BE) CHDE TR &6 |, LLNIsSE t ut ed agar ose
colum, and (C) further chromatographic purification. 45 3. A nmethod for

t h#s ph epariselategpresein ccAmPosition eomprisipgnacromplen af ad@/8? #q depblsh pelyrepide fragment

char act En¢iye friqged G”Jﬂ) 3 8By k¢ PolyRgriida frasmenh erhibiting|a) qorguiation; a¢tivitn Sederie Rt of

chr onmat Bﬂ?aé‘W’u\Q‘ % Qnddha&gg gy of|at lepst B0 %5y baspd on complex plus precursor species.

2. The protein composition according to claim 1, obtainable by
40 (A) subjecting human Factor VIIIC to immunosorbent chromatégraphy using a polyclonal anti-VIHIR-
Sepharose column,
(B) separating the resulting material on an aminohexyl-substituted agarose column,
and :
{C) further chromatographic purification. S
45
3. A method for the preparation of the protein composition according to claim 1 or 2, characterized by
(A)subjecting human Factor VIIIC to immunosorbent chromatography using. a polycional anti-VilIR-
Sepharose column, -
(B) separating the resulting material on an aminohexyl-substituted agarose column,
50 and :
{(C) further chromatographic purification.

4. The method according to claim 3, characterized in that in step A one or more of the following measures
are applied: »
55 = Human anti-hemophilic factor (AHF) is used as starting material, particularly in the form of a
cryoprecipitate; '
- Factor VIIIC is dissolved for immunosorbent chromotography in a saline imidazole-lysine-HCI
buffer of pH 7.4;
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Sephar ose col um, (B) separating the resulting material on an

am nohexyl - substi t ut ed agar ose col ugpo@ﬁ-, g1 and (C) further

chromat ographic purification. 4. The nmet according to claim3,
characterized in that in step A one or nore of the follow ng neasures are
applied: 55 - elutionHs IEaFlecBbLlit ismpiBYiRD4 combinafichCdf @rrelétiédy- high Toneematiansof Shleturt iiang
mat ei’i al , parti cwitaglygerdln the formof a cryoprecipitate; - Factor VII'NCis
di sso¥ved for immunosorbent chronotography in a saline imdazol e-|ysine-HCl
buf fer of BH Thedmeth® accordifg 0d SBim7 3%r B] charagletief i tiat aften istep ddangubefasgrpe B g a
conbi nat Bon ofractionsebiainbd, fedny thh icglkmc arp diehised ith & huftsf centeining @riew epRcapjratign of calcium

gl ycerol. 5. ®he nethod accordi ng to claim3 or 4, characterized in that

after step A and before step B, fractions obtained fromt
col unm ar e &l dMe/Sethod peeerding E’LH"Pé’F C'E' Pr"?r ng? 9‘1'28 %‘Bﬁd’éﬁtf"? gt ?"Hﬂ“b‘fcaﬁﬁf’ &tum

ion. 6. The nﬁ‘f‘ 8@!&6&9&6?%@%%9*’8% 5, characterized in that

i d
o e cohe i i o g 4 it e A

3 to 6, charagygr, teza% |e hi I?I t| ephar se

exchange on dextran a e or gt’ inity coI ums using |l ectins or
anti bodi gs é,gmgq&ttgg fo\(b‘bihgcaﬁ@acqppg{a@d Aror further chronatographic
purification. 15 Clainms for the following Contracting State: AT 1. A nethod

for the pr epamataétm,e 16t thed prepicbbredl i§blafdGirdleirt EdiRpasiiidni COMPEMGTA dofplex ofa ZXBTHAE X
of a 77/ 80 kddélmisb peypepideyipgmbitdaiciumabigged witlacs2aTkd polgimetiievirdgiment, Bxdibling ck
pol ypepti de f eagiraidh actieiysiniiat fonigit 6f hoargkdciat VING) asdChaviug & purity ofiat least 900%1 baadd apf
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s0 2. Composition de protéines selon la revendication 1, pouvant &tre obtenue en:
(A) soumettant du Facteur VIIIC humain & une chromatographie par immunosorption en recourant &
une colonne de Sépharose comprenant des anticorps polyclonals anti-VIIIR,
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(C) en poursuivant la purification par chromatographie.

8. Procédé de préparation de la composition de protéines selon la revendication 1 ou 2, caractérisé en ce

qu'il consiste a:
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so0 4. Procédé selon I'une des revendications 1 3 3, caractérisé en ce qu'a I'étape B I'élution est effectuée en
recourant & un tampon & concentration élevée en chlorure de calcium ou de sodium.

5. Procédé selon I'une des revendications 1 & 4, caractérisé en ce qud I'étape C on utilise pour
poursuivre la purification chromatographique: gélatine Sépharose, HPLC, échange d'ions sur sulfate de
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5. Ver f ahr enysagnlcadnmppnstcdntndin.oder 4, dadurch ge ennzelchnet daO nach

Schritt A und vor Schritt B die aus der Siule gewonnenen Fr akt i onen mt
ei nem Pasf fear velfahley Siachr dinewe dall Maspritbhe 3ching dadech’ gelennkaichA@Ndagan Sthri@rB @ie Elution
Cal ci um onenusert ViarwéndurgSeings. Piflorsf mitreiner hateh Konzeewatiore an Aakjpmobe Sathuehibrid
dadur ch gekenwetge@trheird. daB in Schritt B die Elution unter Verwendung eines
Puffers mt einer hohen Konzentration an Cal cium oder Natriunchlorid
dur chgef alr Verghte nach eingeardepfyisprifcheathis &idadirshdiskenmsishnet. [dathia Sghrifj Gsfligdie weiteter ch
gekéﬂgzé’l chngiromaiegraphigeha Reinigung Qhramagooygphie gcSapharesegel. HPLG, lonentausch an Dextransulfat
chr omat ogr ap AfeE Mogo RAdRY g%at‘@fﬁpﬂﬁﬂ'f AYpIERuen ypterERHNAyYgR fectings) qder Antikdr-
| onent ausch Bf™ BR8P FalfRe Y 2oyt RE$b Q oder Chronmt ogr aphi e an
Affinitat u L tinen oder Antik6r- pem gegen
Fakt or )él ISPI'S% Hté%ﬁ”t&%a@'%&“& %Iﬁgg?ggg@anggr Uche fUr fol genden Vertragsstaat:
AT 1. Verfahren zur Herstellung einer isolierten Proteinzusammensetzung, die sinen Komplex aus einem
77/80 kd-Dublett-Polypeptidfragment, das mit einem 92,5 kd-Polypeptidfragment calciumverbriickt ist,
enth#lt, eine dem Human-Faktor VIIIC &hnliche Koagulationswirkung aufweist und sine Reinheit von
mindestens 90 %, bezogen auf den Komplex plus Vorlduferspezies, besitzt, gekennzsichnet durch
50 (A) Immunsorptionschromatographie von Human-Faktor VIIIC unter Verwendung einer Sepharose-
séule mit polyklonalen anti-VIIIR-Antikdrpermn,
(B) sdulenchromatographische Trennung des resullierenden Materials an aminohexylsubstituierter
Agarose :
und
55 (C) weitere chromatographische Reinigung.

2. Verfahren nach Anspruch 1, dadurch gekennzeichnet, daB in Schritt A eine oder mehrere der folgenden

Magnahmen angewandt werden: ///
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