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The first cmmpaﬁem of ﬁﬁmplemﬁnt C; isa C-a
;_ﬂependen’t complex of a molecular weight of about
10% daltons {1} and can be dissocizted into three .

sufbcnmponems €I, Clr and Cls, by treatment thh '_ -
"VEDTA [2]+ It 3s weli known that Clg has a bmﬂmg '

Actvity to mmmune cmmp}exes [3]. and the active:

- form of Clf converts enzymatically Cls into aetive
_‘ Cls: {4} which is an ¢stero-protease and represcnts
me Ppiclogical activities of the activated CT [53.

~ Howeryer, tittie is known how these sabcompo- -
' nen‘ls are interacted 1o unite the Cl'macromolecnle. =
. of 0.02 M Tris-HCl buffer, pH 8.5, containing | .

0.I5M MNaCl and allowed 15 giot by the addizion o -
A eld M CaCls x:!vsrgigl;lt 21470, The defibrinated
 fraction was used as Ihe sifanmg m=:lfffiﬂll for mrtther ;

< p}mﬁcatmﬁ ﬂ:}f {?l

<+ ‘This paper presents svidence indicating that CIf -

_and Ci5 were isolated a5 a Ca® “-dependert complex
‘\_form by polyetkylene y,iy;:ml fractiopation of ACID*- BT

~husran plasma followed by chmmanmgrap]nem with -

1gG-Sepharose 6B and DEAE-Sephadex A5G, This

‘_Tesuit suggested that the mie:ns.‘x"bcompomem bonds

in the CT macromoleculz are not equivatent, and CIF

and CI5 have a high affinity via Cs*~ for'zach other =

- b\}t ‘not. fm Clg. In démnon, s 1solatmn pxocemue' S
By °emed te be pradwa] Ior rapid ami coneomitant - -
punﬁcahon Df G]r end Cls frumm A{:D humaﬂ p]'asma, e

S ST : : p meﬂmdnf Naff .anﬂ Rami’)ff “'4] Wwith slight r‘:oﬂlﬁca- -
SRR b’aﬁs }ﬁ ‘Ehem st Cdse, amqum-

7-"2 Matenzﬂs aud mthuda

A ‘D anﬂ hepanmzmad }mman blooﬁs wer’* i

- Bbmmeﬁ f:mm 1.he blomd bzmk cf .T sapzmese Red S
- Cross S : ‘- :

L2 Pmmpzranon of & ﬁam AC’D—kunwn piﬂmza

with pofyzi};ylene Elveol ;o
‘One hundred ! of ACD-hunan pﬂasma were.

“mixed with 10 il of 50% (Wi V) of pwlyﬂhy]ene s

- glyedl (# 4000) under stirring at’ 4°C. After 30 min,
.. the precipitate was collected by centrifugation a1 -
3000 rpm for. 15 3min and extrasted with 50mi of

0.05 M NaCJ Thz insohible miaterials which 'con- = -
tamea Cl ﬁnmmgen and mher mam@m@]emiar '

 weight plasma proteins were then dissolved in 20 ml

,d 2 Determ)nanom @fL; L :
Cl activity was rdeiermmf:d ‘by measamng emhe:r

| C]s ‘esterase aclivity wﬂh ATEE a5 substrate [(51or -
. hemoiytzc activity with EAGH ﬁ:E’BS 76]. A funciional

activity-of CIT to activate: €18 was. -determined by the

m JBM m f*:a:cﬂ@ns

B NaCl'and 5 mM EDTA-3Na at 37°C for 10 i, and
" ihe gsterase‘acimt_‘, mf El”s ‘t}m_, .a_cnvaied Wns ﬁet@l"
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= i;he pre:»;en_ e Df sodnum &odecyl su‘f‘dze exh;blteﬁ
- two protein componems of the molecul: ar weln‘ﬁs of:

lhe pmtem components sorre'spord,ng to Clq itself

" or its non-covalent subunit of the rrolecular weight wo.f S
7% 10° daltens [16] were not detected in theelec- -~ -

- twphoret:agr_am {fig. 2d): In addition, EDTA-treat-
. ment of the peak fraction resulted in. ihe dlSSDf‘l;ahﬂn
into two protein components {fig. 2b), and CIf angd

CIF activitiss eluted from the vastained sectioned.
gels were found to be associated with the protein
- compaonents in the 8- and a-globulin regions, respecti-
vely, The dissociated two components were found 10
- be complexed ngam with u:ax.h Dthe:r by the addltmn
of Ca*” (fig. 2¢). :
- From these Tesulis, it was proposed that iHe CJ
thus 150!.&&2& ‘was a Ca?.de: pﬁndeni L.Dmplax of CIF -
-.'and Lls : -

- 4. Discussion

. As.presented above, the C1 thus isolated from -

- ACD-human plasma-was fmmﬂ to be lackin g m Clq
. su"bcompuncm cnd was. pmposed to be 2 Ca
dependem comp]ex of CIf and G5, ~ - L
©7 o As an additional mformatm;n io fcuppmt 'ﬁns @mn»
tlus,on ex;aenmems in progress indicats that ihe

- purified TIFCIE can not bind 1o the | IgG-Sepharose
-6B and needs the addition of Clg for its binding to’

. the 15G-Sepharose 6B. In ihe present experiment, Clg

‘was fonnd to be recovered in the unadscfbed Fraction

] graphy evenin the: presence of Ca2” may mgoest ‘the .
:j?afﬁmty of C‘]q for the C]r—-C}s com;:lex to be: Very
~weak. -

B parily wﬁlssoelaieﬂ by he cheIatmg acLDn of antt:— e
. "-j’.-‘_;:oagulam citrate into Clg and ’ihe Clr - Cls. complex e
. gnd ther zctivated . during po;ycthvlene glveol frac- - -
tionation. Activation.of Cl by polyethyléne giyccﬂ T
-zyas not nnexpf:ﬂed ‘matter, since poiyeth} leme |

E3X 105 daltons: and 1.1 X 180°% Galtons, frespetiwc]y: -

" (8] Polsom, A5 Porgistes, G."_

glycol was known as a non-irmmimn mlogma] feffecmr

Uf nz:@mp}e:ment 5331-3m in-human serum [1 8}

-.1x relation to the present. wuhservaiuon, "v’alei amﬂ o

oL Cooper haya reca'lﬂy observed the affinity DI Cir - :
- for Cls to be so high as 1o form a sia“blz €a*”
de;}enﬂﬂm mmp]ex [[’19] -
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