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0828 ISOLATION OF A CROSSLINKED PEPTIDE FROM HUMAN FIBRIN AND DEVELOPMENT OF A 
RADIOIMMUNOASSAY 

R.Canfield*, B.Lahiri, R.DtAlisa, V.Butler,Jr., H.Nossel and S.Birken, Department of 
Medicine , College o f Physic ians & Surgeons of Columbia University, New York, N.Y. 10032. 
Factor Xllla introduces up to six crosslinking bonds per molecule of fibrin; the bonds 
between the y chains on adjacent fibrin molecules form most rapidly. Since cross linking 
i s es s ential for no rmal hemostasis' and is likely to be important in tests to detect 
thrombosis, we have attempted to develop a radioimmunoassay that exhibits specificity for 
the y chain c rosslinks. The immunogen consisted of a 54 amino acid, crosslinked peptide, 
isolated from purified human y-y chains following CNBr cleavage, gel filtration on Sepha­
dex G-50 and ion-exchange chromatography on SP-Sephadex. Amino ac id analysis and Edman 
degradation through step 2.4 confirmed the sequence of Chen and Doolittle (Biochemistry 10: 
4486,1971), and the two 'degradation steps that failed to liberate the expected PTH-amino 
acids matched the reported location of the Gln-Lys crosslinks. Antisera were obtained 
against this immunogen coupled either to bovine thyroglobulin or bovine serum albumin. 
All an,isera elicited bound immunogen that was covalently coupled to ribonuclease radio­
labeled with 12 51 as a tracer. The unlabeled y-y crosslinked peptide effectively inhibi­
ted binding (0.03-0.08 picomoles for 50% inhibition), while with some antisera up to 500 
times more of the 27 amino acid y monomer peptide was required for the same degree of in­
hibition. Fibrinogen and fragment D also were poor inhibitors. The results indicate 
that it is possible by radioimmunoassay to distinguish the COOH-terminal region of the 
y-y dimer from that of uncrosslinked molecules. 
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0829 BIOPHYSICAL FA (fORS OF THROMBOSIS 
J. F. S:toUz,GJtoupe d' hemoJtheol og-U., Cerl:ttte Reg.i.o rlo..f. de TlllUt.6 6tL6 .i.orl Sanguirle, 
Bhdbo~, 54500 Varldoeuvlle l eo Narlcy, FJtarlce. 

:rI adcLUi.orl :to pcvUw.l. arid blood 6ae.toit.6 , Vhtcf:ow ' 0 c.f.aM.i.co..f. tJUad .i.rlc.f.udu .6ta-
6A.A wlUch cOrlb.i.lted wUJi orle 06 :the o:theJL6 nae.tOit.6 , may catL6 e verlotL6 OIL aM:eJt.i.o..f. :thltombooA.A . 
The a.u:thoJt ouccuo.i.vef.y cOrl6.i.deJt hemodYrla.m.i.c b.i.ophyo.i.co..f. 6ae.toit.6 arid Ilheol og.i.co..f. 6ae.toit.6 
Jtela:ted t o blood. 
W.i.:th Jtega.Jtd :to hemodYrla.m.i.c 6ac1&it.6 a..t:tert:t.i.orl ,u., dJtawrt to :the .i.rluderlce 06 thltombM,u., 6"om 
loeo..f. mod.i.6.i.ca:t.i.orl 06 blood 6low. The type 06 6low ohouRd a.f..6 0 be cOrl6.i.deJted arid t he Il.i.ok 
06 :thltomb06A.A .i.rlCJtea..l u .i. rI the pJtuerlce 06 :tuJtbu.l'.erlce , a.Jtea..l 06 llee..Utcu.l'.a.:t.i.orl OIL VolL:tex: 
w.i.:th llega.Jtd to blood 6ae.toit.6, hypeJtvA.Acoo.i.:ty mtL6t be takerl .i.rLto accourLt arid pllJt.Ucu.l'.a.Jt a.:t ­
t ert:t.i.orl 6hou.l'.d be piU.d :to .i.rleM.a..I U · 06 Mema.:toCJtd , .i.n.tJto.Va..l cu.l'.all aggllega:t.i.orl 06 blood . 
ce.l..i'.6 (6.tudge) globu.l'.a.Jt 6ae.toit.6 ImembJtarle ef.a.o:Uwy arid .i. rLteJtrlo..f. V,u.,co6.i.:ty) arid .i.rLteJW.C­
:UOrl 06 blood ce.l..i'.6 Orl p.ta.:tef.w. 
A:theJtoma.:totL6 depoo.i.:to OIL wh.i.:te :thltomb.i. may a.f..6 0 obey ceJttiU.rI Ilheolog.i.co..f. pa.Jtame:teJL6 (ht­
Jtegu.ta..JU.t.i.u .i.rI :the va..I cu.l'.a!t «XIU , eMrlgu .i.rI :the jux:tapcvUe:to..f. layeJt , m<.CJto:tuJtbu.l'.e rlce , 
6tarllt.t.i.rlg a.Jtea..l . • . ) La..I:t.e.y, wdh Jtega.Jtd :to VM cffia.Jt wa..U , .i.rI adcLUi.o rl :to b.i.ochem<.co..f. arid 
hema.:tolog.i.c changu , accourLt mtL6:t be. takerl c6 pcvUe:t.o..f. v,u., coet M:Uwy, ef.ec..tiU.co..f. chall-
91'. 06 :the VMCu.l'.a.Jt «XIU ... 
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