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C5b-8 AN F o7 53 .
C5b-8 HAGKHIZE T2 C8 ¥ 7=y b DRE

SRKEFAMERDFRER (5% AEENBER)

N 5 2% A
(HZF584F 5 A 13 B Z 1)

b SRS (C8) 13, @, B yHEOIAFDLSHERENTLS, a il y HEVANVT 4
REEEIZE 5T a-y BERL, a-y 813 S B LERERE L > THAEL TV 2. SEC8IINT S Y
8 7 SMHERERDIER %, free ® C8 & C5b-8 HAEICHAR ZNIRED C8 & THEL 72, free D
C8TI a-y b BRLTH L b, § >/ SRR (M) Ty yBIUFENY 7V Y) ko TR
ANt BY T2y FOMERER NS L, SEIB a-y BB PV TV IBIUFEN) T D
ERES TR T hol. LSRN 7Y OfEFIZ LD, HF8 54,000 5 X U 44,000 07 2 7 A~ b
BT, BTIREETI, HTFE54,000 0757 Ay MiZHFE 38,000 £ 18,0007 77 A ¥ MiZ, &
FEAM000D7FTAY MZSTE26,000 & 18,0007 77 AV bz, ThEhMEshiz, P )Ty
VMBI Lo TET BTS2V, BLLERTRECIVRZZLI505, SHICEHEHNY AN
74 FEEDEET S Z LSRR ENL, Co5b-THAAC C8BESTL L, AHII MY Y BLUF
TP FULTREHEENGE T, —F, a-y HIZINS 2EED S V8 HEER TR
hizas, free D C8 L i34 < B 2 A TEHIN S hiz, S5 KHEEETOBE LT, C5b-8 #®EHD b
Y Ay VB LD, C5b-8 EEHIKEET 5 CORBAHES & CEMFESIIH S iz, &>/ 3y HifE
FOVEREMISEE S > OAFEETH> T, BREEORIIRAEE S Jic<veThid, BED
FEEIZC5b-THAKE C8 EOREITIZC8 D g#nBAS L, C5b-8a% L CO LOREITILCED
a-y BHEEL TR 2 2FRRLTWS,
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Proteolysis of the C5b-8 Complex: The Role of the Subunits of C8 in the C5b-8 Complex.
Takanori Kawashima, Department of Molecular Immunology, Cancer Research Institute,

Kanazawa University.
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LB, I TR AT 5 2 L 25, C8 ASIEE
EEERMEEL TLEEELSRAMY,

MAC OEFEER 28T 2012, VRV —LA
TEAHVE ZEEERICERTH S, EHRECHY
LA RS ey oY) OREERAT
23, ALIEETHI2hoEOERE ARV, L
o T, MAC OEEER %, MAC & #7213 0%
ITHEIETERDTH S,

VR LB MACHERK S8BT, C8
ML TR EE 2T D, SEOEREB
Hot, #ZT, C8IIXT 25 7 REERDOIER
onT, BRLLC8 LEARICHEARAENTZCS
LTHEL, CSPEEHICHEARENE I ITE -
ThETLHBENELE LS 27:. £/ C5b-88&
ke s o MEBERTAET A2 L1k D, C5b-8
Hetke CO LOMFREHEG ML, ZORKE, C8
DEVHEE L CS5b-9EBERTIT BT 3 C8DRE %
TET 2 ERERERS LN TEL.

wH e A&

1. H¥8

FY 7y, ¥% MY 7Y, soybean trypsin in-
hibitor (LA SBTI £ B8) (LAL 3%, PL Biochemi-
cals, Inc., Milwaukee, WI) ; dimyristoyl phosphati-
dyl choline (IAF DMPC & #) (Sigma Chemical CO.,
St. Louis, CA) ; glucose oxidase, lactoperoxidase

(LA L 2 %&, Calbiochem, La Jolla, CA) ; ¥4 ¥ ¥
a—NEJ b Y 7 A (sodium deoxycholate, LLF
DOC t#), ¥ F4 AL 4 b—)u (dithiothreitol, LA
TFTDTT &B&) (LAl 258, HALF) | 57 ) LFiEE
MU 7 4 (sodium dodecyl sulfate, LATF SDS & #),
LFL YT 2 rEE# (ethylenediaminetetra-
acetic acid, LA F EDTA »B%) (Db 2 %8, FIe#t
) Fy U7 7)—0OREEa vE (Nal: 1] B
& ['1]) (New England Nuclear) Zh & D
BHRENZEIACEA LTRSS ZAV .

2. & FEERED DR

C5b-6 ik Yamamoto & O K #2119, C7ik
Podack » @ /", C813 Kolb & M A ¥, C9i
Biesecker 5 D HFEIC LD, b M =L MiE» S F
NENFER L 72, C5b-9 —8kId Biesecker 5D 5
ENCAE, & MM & DRI L 7z v Y F IR Bk
DoHEEEL 2. C5b-9 #E ki3 Yamamoto & D
EOZfEn, <A CI(30 ug/ml) #ED CIK
B MIFE (2 BAEF) RIS L v F R (2 X
10°/ml) S BEEEL 72, ZORMETIR Y F Rk
BEACEME T, FROBE I3 C5b-9 Bk ks

RSN Tuaizo,

3. BRI TRCL A2 0BR

lactoperoxidase i # AV THB CS 2131 T, &
B CORBITENENERL 2.

4. VRV —LIZKEE L 1= C5b-8 HEHORAE

UKV =243 Littman 51 k> THE SR T3S
FESH#V, DMPC W THRI L7, DMPC D >
OO RIVABEEFORFATINEY— L, BE
121 %DOC &% 20mM b Y A-FEEREEW (0.1 M
NaCl, 0.1mM EDTA, 0.01%NaN,, pH8.1) #fn
Z, DMPC DBENRK 10mM ic2 53 k3 L7,
Branson B-12 sonifier # A\, 40 mW T 15 4f4
sonicate L, FATIZ &L D DOC ZBr\vai-1%, £ 51254
[ 40 mW T sonicate L T DMPC U ¥V — 4 % #54
L.

FRL 72U ®Y— L% C5b-6(23.2 4g), C7(16.1
#g) & EHIZ ITCT 10 SRR L 728, ] TEML
72 C8(#I-C8) #Mx, & 5210 2M 37CTHRIRL
fz. ZOWEIR (0.5ml) 2 66% (wt/wt) 3 =%
0.55mlinz, K aBBE240%L L.
Yamamoto 12 & o TH#&E SN TW 3 HFEIZHEY, #
o bV A -BEEEETE (pH 8.1) TIERIL 72 35% & 2
PEEIR (3.0ml) £ & S KAL MY R -FelsEE R (1.0
ml) E®EBL 2%, BeckmanSW50.1 2—%—%
R REREREAREROE B 220 (4°C, 45,000
rpm, 16 B, VRV —LAES 2B,

5. ¥ afEEREEAORBECEC & 5 HBRERD

RHT

10% (wt/v) 5 50% (wt/v) D 2 §EIC & 5 ER
FERQEL%, 0.1M NaCl, 0.1mM EDTA, 0.01%
NaN;, 1%DOC %2 &t 20mM bV A-FrER#E @8

(pH8.1) W THABL . 8i&E.(X Beckman SW
50.1 @ —%—%f\vy, 4°CT 16 KRG, 36,000 rpm T
fTote, ELE, BLF2—7OBERREDHT, 58
TO777vavFa—TIHo0, OMEEEY
Auto-Gamma Scintillation Spectrometer (Packerd)
THIZE L7, C5b-9 “&&(33S), C5b-9 B EK(23
S), C7 (5.68) RUBEFRHFO~v—H—L LT,

6. SDS-sR1y 7o YLT I FFALVERAE (SDS-
polyacrylamide gel electrophoresis, LLT
SDS-PAGE ¢ #g)

VKENER (8 > 7 B8 25 pg) 13, FEBITOHEIC
2%SDS £ 1I5mM 2 —R72 73 FENZ, B
LT AH\E WX 2 %SDS & 20mM DTT 0%z, *
hEN100°CT 2 3B Uiz, Weber 5D FE I
fEvy, 0.1%SDS & 0.1 M V VEEEE R (pH 7.2)
TUEIRARER E L, v VIBREE 7.5% 2o, kB
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T, ¥ % Coomasie Brilliant Blue G 250 12T
Fefh, %7203 2 mm BIZEIHT L T 2 OREHEE 2 WE
L7z,

7. BOEEONE

~NEY VY (BIERIAE), Cl, CAboES LY
YHRIMEk (EAC14) i, FRHES KL VHEESA TS
FHEOTER L 72, C8 MiBImiE (C 8 depleted serum,
LITC8dS LB 1Z, it P CB A T LAICTEHE b
WMELEL, C8RT AT ARREREERS T
LIk DL, EAC1-7 &, EACTA (4 X108/
ml) 10ml & C8dS0.5ml %, 37°CT 20 ARMREL
TIERIL 2,

C8 o ¥ On ¥ M #l & = 1%, EAC1-7 i limiting
factor £ LT C8 2FRLTMZ, BEDOCIL LB
2 37°C, 20 AHRE L 72, KIGEIEIZIE 0.15 M NaCl
EMATREBELL, REMORIMER 2 53HEL 12
%, EETROAES O % 412 nm OBNE THE
L7z,

CODEMBEHRAEIZIZ, EAC1I-8 £ & i limit-
ing factor £ LT C9 &L TH, C8 DyEMmiEHE

Fig.1. Sodium dodecyl sulfate (SDS)-polyacrylamide gel electrophoresis of C8 fragments produced

FIE D% S b FRORIEEIT 72,

51 T

1. 8RR RBR L 558 C8 DD

PO UBIUFEN) S LB CR D
B EL % SDS-PAGE TH#iL, ZORRE2H1
EE2wmRL e, B13FERT, K2 3ETOSDS
~-PAGE TH 5, C8(EH) 25 ug &5 /37 5rEEES
0.5pug &% 37°C (pH 7.5) TREL, —ERM%E
F0D 2880 SBTI (soybean trypsin inhibitor) %
Mz TRG%EIE &%, SDS-PAGE OukEEHE & L
7o, BMEHEI VETHEBLZC8E2HRTOSDS
~-PAGE CTH#TL B8, B BICHEAN a-y HOMENE
MBI E» - 722 (K 3, Control). Ly ER
LT affit y#HEEZIEELUREE, a-yHIIBT2
HEEERE AL yBHECEEL TV (B2,
Control). L7z23> T C8 2k 2 3 KD 6,1
I VRTERINZ2DE L HEE v HT, « HidE
EAYEBRENZ S IDT, a-y L g HOIEE
BEXBTAZENTER.

 ~— 19000

by trypsin and chymotrypsin. C8 was digested with trypsin (A) or chymotrypsin (B) at 37°C
(enzyme/substrate=1/50, wt/wt) : lane 1, control ; lane 2, 10 min; lane 3, 20 min ; lane 4, 40 min;
lane5, 60 min. After the indicated incubation time, the reaction was stopped by addition of SBTI,

and analyzed under nonreducing condition.
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Fig. 2. Cleavage by proteolytic enzymes of 3 ]1.-C8. The incubation conditions
were the same as in Fig. 1. The samples were analyzed by SDS-polyacr-
ylamide gel electrophoresis under reducing conditions. The gels were cut
into 2mm segments, and counted its radioactivities. Control shows the

radioiodinated 8- and y-chians of C8.

1) B CBorY SR

BILO SDS-PAGE i & hiE, bV 7y »DIEBIC
&0 BHH(GFET, 0000251, 53F8 38,0007
77 A b (fragment, AT Fr &) & y 8 (9F
#18,000) L IZIFRICATFEE D Fr &34 U7 (K
2, Trypsin 10 min). $F# 38,000 @ Fr iZ & 529
FH 26,0000 Fricsfigs nuz (2, Trypsin 30
min), 53F& 38,000 % 7213 43F 4 26,000 O Fr &£ 4>
FH 18,000 D Fr & 28, YAL 7 4 FIEHICLOBS
LTwa e3iud, RO SDS-PAGE 128 TH
OB TE 54,000 B & 544,000 D Fr &, SFH
D—Enssnt: (M1, A).

L7t TIERITTIREET, g8z b Y 7y i & D
ETHTES,0000D FricHEsh, ZOFrikss
KHFR 44,0000 FriciMsha bEzons, L
Py Insd Friz, #hE#n0F&# 38,000 & 18,000
H Bk 5 F 26,000 & 18,000 D Fras, ¥ AL

74 FREBRE->THAELTWELEbNR3, 2D
FiBHEICRBEAYALT 4 ROBEDNV—TRE
EL, ZOVM—=FDREPIZL) 7T & BB
BHLIEERBELTWLS,

LAED g HONEMEBRA L TELD L, a-y#
(PR 104,000 bV 7y DERIIY £, &
FE 77,000 & 28,000 D Fr iz M@ ni (1, A).
L LSFE 77,000 O Fr i3 LEEEMIRE T, 6 #Ho5%
IR, BUDTH) 7Y CDEREITLH0
LEbhd, 2SI, STE 104,000 DN R
BEICRS L Tw3 Ity hrbsd, 2F8 77,000
DNy RIZ—REINLz 0B, BRACEI LTS5
5TH5(E1, A, ZhiE g #EPVERESCHE
ENTOIRWEHRI, SF& 77,0000 Fr »EHEL T
{BZEELD»TWAE(EL, A, lane 2, 3). E7
BOEH & LT, 8 #1300 2D bV 7y v lEic &
D, ZOREAMMMEENTLEI R bbb ST (K
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2, Trypsin 30 min), £F& 77,000 /3> F i 60 5
BTHVE-TwRk»s>TH2 (F1, A, lane 5).

BENREEANT DB, HFET7,000 D Fri3igAx
Yy rofEA% 5 iU, 5FE 50,000 &
28,000 ® Fric/ME &N, FF&E50,000 0 Frizs s
WAHEEINT, 5FE 28,000 & 19,500 D Frizic 3
LE260n3 (H1, A).

2) MY C8nEE ) TR

FEM) SV ICLBBEHCE DAEAREIERT
? SDS-PAGE TH L 7: 5 R, BHO DI a-y & D
b A HEOAEBREDHE, -2 (H 1, B). BT
SDS-PAGE D # &, g# o 5 1k o+ F & 54,000,
46,000, 38,000, 19,000 D HFra&£ U7 (H 2,
Chymotrypsin)., FERBITD SDS-PAGE IZHBWTH Z
NeDFrasohnlz0T(E]L B), O+ 7y
VAROBECTRE SN EAY AL T 4 FEAD
N—=7 DB, FE MY 7YX BYIMERIE
BBEEZOND, LEN->TREIRFENY VY
kY, FF2FE54,0000 FricofEsh, 20O Fr
BESRIRESNTHTFE 46,000 D Friz, HWTH
FEBIODOFrHRABENLTW E, FE
38,000 @ Fr i3 BB 272 DD HFE 19,000 D Fr
WHARES B LBbhs,

FERITD SDS-PAGE &2 & 2 M7 TI3, a-y BHiz &
T 4FE 82,000 & 19,000 @ Fr icMfEE h, HFE
82,000 @ Fr i3 53 F & 46,000 & 39,000 & Fr iz £ f&
Ehiz (K1, B), E5125FE 46,000 D Fr i3 5F
2 26,000 £ 19,000 ® Fr i, ¥£7-4FE 39,000 ® Fr
BAR1Tz2DHFE19,000 Fric s hEh 3B
i,

2. Lipo- C5b-8 g tkshon C8 noya&

DMPCY R Y — A& L 7:C5b-88 & 1% (Lipo-
C5b-8) DB -C8IxT 2, ¥ v 87 HERFEDE
B%HE~ (K3), Lipp-C5b-8 DT > /37 & 160
ng i3t L TEERK 16 ng OFEIE T, 37°C, 30 SHEHREL
1:#% (pH 7.5), 7272 B IERITD SDS-PAGE 2 T4
Lz,

C8 0 p#HiZ, C5b-8 HEWKBTIE, P TPy
SUFEMN) Y VOERERL S 3R M ok, a-y
i3 free DRBEICH 2 C8DHBE (M1) i, €<
BIOBAITYIMrE iz, DFD MY Py Uic kD a-y
#X 5> F & 87,0000 Fr #4£ U (M3, Trypsin), ¥
EPVFY Lo T a-yHE SH L BEELCLF
B0 Fr 2% U7 (E3, Chymotrypsin),

3. C5b-8 HABN CIBAMELCNTH M T

g2 -

C5b-8 &KX, BHFDCI LFESEL TMAC

B
er Control
qr m 5}
25 g
_ 6 i A N
- Trypsin
o
s 4f
(/I
)
o 2¢F
O 8TK
| a-r |
n A
6r Chymotrypsin
o
2t
a-r
W

020 30
SLICE NUMBER

Fig.3. Cleavage by proteolytic enzymes of **'1-C8
in the C5b-8 complex bound to DMPC liposomes.
The C5b-8 complex was proteolyzed at 37°C for
30min with trypsin or chymotrypsin at an
enzyme to substrate ratio of 1: 10 (wt/wt), and
analyzed by SDS-polyacrylamide gel electro-
phoresis under nonreducing condition. Control
shows that the -y subunit is less radioiodinated
than g-chain is.
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(membrane attack complex) ¥R ¥T 5. %I T,
DMPC YU RV —AiZHEELIC5b-8EAED LD
CORESRIZDWVT, NI TYy oD LI HET
ik, WI-C82fARAAN C5b-8AHE (C5b
-8 (M-C8) H&E) LI-C9 & &AW TH~NL.

413,C5b-8("I-C8) B & U C5b-9(*'I-C8, 125
I-C9) H&E %, DMPCY X V—24 5 5 1%DOC

(deoxycholate) THIFE(L L 7: % (Eik, 18§/, v =
EEE R E AR DRI & - THERRRECE AT L 72
HERETHD, AT, C5b-8(I-C8)HEHky Lk
HH18S, 5SS B L UBSOEAELTHHET S Z
reRELE. ZheOEzhzh, C5b-8 ek
DEEE, ZEEBIUEAUELOERBTHL LE
26N3, BTRI-C9 & C5b-8 (I-C8) &k
LEEELT, Co5b-9ERDHEEE (23S) BL U
TRk (33S) EMET AL ERLE.

R EERELT, CTRYRY—2HEEL
72 C5b-8 (*I-C8) &%, Ho50 L9 3TCT 30
AR Y Py AN (BER/EE=1/5, pHT7.5) L7,
SBTI #MA T ) 7 v DIEB#EL &%, 2]
-C9%MNA T 37CT 30 43ERIE L, DOC THELL
Ty s ERFEARBRE GO, bY Sy U
BLAWHEEEN (4, B), 33S C5b-9#EH&E
OFRBIHENTBY, 2LEEET»5DC8H
2WEC8DT7I T AV OB A T (K4,
C).

4. BOFEHCHELET M) T roE

C5b-8 HEMEITXTT 2 + ) 7y v DFEL, HER
REMPZDICTRL, ZOEBEHCIBETLI L%
Ho7z, EAC1-8(1x10%/ml) 2mliztL, +Y 7y
> (1mg/ml) 20 pl 2H0Z, F7/WMMZBWTITCT
W oRMREL, MEEsEL ek CI RN TEOE
mEMEE b Lo, VY7o MEL EAC1-8 T
i, EAEOBE L 6T, BEIEEHISI v

(5, B), L»L EAC1-7 #FE# bV 7y L8
LTh, 2OBEMBERCIZEL BENE»-7:(F5,
A), Liedt> T, EACI-8 XBW T NY 7Y v D&
EI0DRC8/FREE LN,

= =

CRIZHT 25 v/ DEBERDIER %, free DIR
BOCB & C5b-8EBICIHARATNIZIRED CS
ETH#L 72,

free ® C8 Tl, ¥ >/ 7HfERRE (V) 7Y rEB
LURENY Fyy) OFFRIREY, ¥ 7229 D
ary b BELTH L b AMEI N, K6 &Y T2
= bOMEOKTF 2HAMTR L, YTy Y0

335 235 56S
| | A
12+
st
4..
S~ v e
[} °|‘ |2.
© o
> >
£ 2 st
O O
o ® 4F
O O
!
b } C
12+t
8-
4.
8 |6 249
FRACTION NUMBER

Fig.4. Analysis of the formation of C5b-9 dimer
(33S) by sucrose density gradient ultracentrifuga-
tion. (A) C5b-8 complex containing '*I-C8. (B)
C5b-9 complex containing '3'I-C8 and '**I-C9. (C)
C5b-8 complex bound to DMPC liposomes was
proteolyzed at 37°C for 30 min with trypsin at an
enzyme to substrate ratio of 1:5 (wt/wt). After
the addition of SBTI, the C5b-8 complex was
incubated at 37°C for 30 min with '#I-C9. These
C5b-8 and C5b~9 complexes were extracted from
DMPC liposomes with 196 DOC at room tempera-
ture for 1 hr. The arrows indicate the position of
reference proteins.
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Fig.5. Effect of trypsin on the hemolytic activity
of the membrane-bound C5b-8 complex. EAC1-7
cells (A) and EAC1-8 cells (B) were incubated at
37°C for 10 min with trypsin (©) or without
trypsin (®); 2 ml of the intermediated cells (1X
108/ml) were proteolyzed with 20 x1 of trypsin (1
mg/ml). The cells were washed three times and
analyzed for its hemolytic activity ; the EAC1-7
cells were incubated with various amounts of C8
and excess of C9, and the EACI1-8 cells were
incubated with various amounts of C9.

fERW & D, g#Hd 55 T8 54,000 38 & U 44,000 ©
TIGTRAVIBELT, Ldd, ZTheD7I37 4
FERBRT S L, TAFNSTRE 38,000 & 18,000 B
FU26,000 L 18,0000 77 AV NCABET B Z &
Bhrolz, TUeDERPS, FH#HICIIENY AL
74 REEDN—7HEEL, TOL—TFDEHITH
VY E BYINRINEET S L EZ 605, L
"L, HHRYALT 4 RESGOEREME, BLU
VY y, ¥ N YL BHOYIHTE & OFF
MR NMEBERITHETH 3.

& Ry DEERIC L B C8 SEDERZEL %
BURRER, a-yH(BZ5<13 o )1 g #HITHN,
Iy HEBROERES Il wEBbiik, &
S AEMNABENTIRUDT, o (EHEICIE a1
FHOSFRETT,000 D757 A b) X500 R
BEOER2IT2L3THo7. 3725 freed
CBRZBWTIL, e HIZ L y HBER L > TEAAA
ENIIBEERRL - TWT, BlroBEs
REhbsE26n2([T7), TOI LW, freed
CB8TCit a HMIZ L A XS YRTEZ SN EV
eSS HEEEINZY (K2, 3, Control).

bbbl aHcFuyryBENDLZVLLHIZ, o
BERINTZVLOTERRL, BRRG6M), /7=
HEg 6M) Y 0oZEMEFEETEBLT, C8%
IODOGEN ¥ k> THE#T 2 &, o b s #HLHE
CRECERIN LS THZY, ERY7T2=v
D7/ BEREEEL AL, a .6 8EBIEE

5
T2 (I T*x
70,000 | B-chain ]
56.000 [ 38,000 [78.000]
| —
§——=3
T3 T2 T
104.000 | a-y subunit ]
[ 77,000 IL_28.000 |
N 50.000 [ 28.000 ]
[79.500]) 28.000 )
PR A
70,000 ( B-chain ]
[ 54,000 ]
Cs C2 C3 C1
104.000 | woy subunit J
{ 82.000 J19.000]
( 39.000 [ 46,000 ]

[19.000}{19.000][ 26.000 Jf19.000)

Fig.6. Schematic representation of proteolytic
cleavage of purified C8. The site of proteolytic
cleavage (| ) are tentative. T, T,..., and C;, Cy,..;
primary, secondary,.... trypsin and chymotrypsin
cleavage sites.

AERLS WO F oy vBERELTWED, o
DIET &/ EEEEEIT 568 BETH DA, 0I5 25
BENFOLUERETH o, 0 S HTE, BT
JEBERSEI LT, For o EEIZNEET
Hot:, free D C8IHIRO & S BEREBEEE LN
i, 275 HMEBRROERAE O D201, Bl
WCELTWD ST, BH#EMNMESNT o #HPBHE
N3EIUHT, alizy 7 MEBRROERED
DabnrBbhs,
C5b-THAFKICCE BB L L &, BLERTO
2 A#¥TH S, g #HIE Lipo-C5b-8 FuzswTid, ¥
Ry MERROER 2R T ro72(3). —
H, aBqR M IYUBLIUFEN) T ZEST
DEES NI, free DEPE L IX 2L Bl 5 A TN
&N7z. C5b-8 A BT B0 X 5% CEDER
s TR, MTFO LS hilemc s 2%k
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F-chain
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Fig.7. Schematic representation of the C8 struc-
ture,

2UEB I LT Lipo-C5b-8icxt3 3tV 7y 4L
HIZED, £TCIDCHL-8HAEADEEHINHI
ENdZedbbro7z(4), RICEACL-81ZxT 3
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Abstract

The eighth component of human complement (C8) consists of three subunits, o, B, and -
chains. The a- and v-chains are covalently linked to each other by a disulfide bond and form the
o~y subunit; the o~y subunit is noncovalently linked to the f-chain. Both subunits of purified C8
(o~y and B subunits) were found to be susceptible to trypsin and chymotrypsin. However, the -
chain was more sensitive to both enzymes than the a-~y subunit was, Trypsin cleavage of the B-
chain yielded fragments with molecular weights of 54,000 and 44, 000 daltons. Under reducing
conditions, the 54, 000-dalton fragment was dissociated to the 38, 000-dalton and 18, 000-dalton
fragments, and the 44,000-dalton fragment to the 26,000-dalton and 18, 000-dalton fragments.
These results indicate the presence of an intrachain disulfide bond in the f-chain, Upon binding
of C8 to the C5b-7 complex, the §-chain became completely resistant to trypsin and chymotryp-
sin. By contrast, the o~y subunit remained susceptible to both enzymes and cleaved at the sites
that were different from the cleavage sites in the uncomplexed C8. Trypsin cleavage of the
C5b-8 complex inhibited the C9-binding and hemolytic activity of the complex. Thus, the
results presented suggest that the binding of C8 to the C5b-7 complex is mediated by its f-chain,

while the binding of C9 to the C5b-8 complex is mediated by its a-y subunit.



