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(FBFI514F 1 A12 A %A

WFLAR O B I (2, RIS £
NTVWIEEMECHELL 2BEE L tomat Ry
VRS, RUBERRSECELSATVWS. B
FHRE2Ho0EHE Tiibb classical pathway &
alternate pathway ic &k » TiEHfbzhciE L2 0
FEEYENRE, AIZEREERERY, WIEER
%2, AmMBREHEY. conglutination KIGY. ana-
phylatoxin®™, lymphocytotoxicity?, 05 MK
INELEBIT. LT LRBERRIEREES
SRR L. ZOBRECCEAMEERRKY ) v
NERMROBRERRCEET 2MEL 7 V2N L
TRIET 2. COBBRREDRBEFINTCEELE
RAFT260LLTEIONTEY, Y vy %l
RS LR « ik - BEEAM . kgL D

"DEMRM, LLTELLALNTVS.

—FHEEFEEEL, AROBEOBEMEZREY
TOBBEBGRERE 2B SHELMIShTRE.
FERLERT, BESZT OB & » THkO RS
P BEELGEHERTRE, HERERBICSET
HBRECHBOMIEE > REORILKMELTVWS
FERRFISHE S MESNT WS, HIX IZ Bk
SIEBERIG, BAOTLAX—HER, S S5kci3ED
FFRBLETHD, CNORHEOEZOEE LS
WL LTELASNTVAS. U EOBOKERICHT 28
B, EAHRERINENHT 2B ETBsBrhTE
TW3. Llo#ss 54K, EEFEEED 1-T
HIMEZOMBIORB b EN TV S, FBERSD
C1.C2,C5.C6, CT, BES% kLiES# 3 Cu-chloro-
phyllin' 45 passive anaphylaxis
Rt Prausnitz-Kustner RIGOEE?, Tic ik C3
H/He =w zic&i3 3 CFW < v 20 BEE O ER
RIGOME"Y & & 72 59 & &L MEEA S NTH 0 BRI
H~oafitE Rl Tv 5.

## 513, Cunningham-Szenberg " 12 & »
CHIMBEEAEMA  (plaque forming cell + LIF
PFC LBET) OFEE¥NEHELZBNELT. BB

cutaneous

EEDBCEYS F v 2EALTHET 2, —FEg
PlEn €57 vyEMoBe, GHALTVEEI S~
T PFC HDETFTT AL EM V. ¥550uH
WMEERDa5 -7y k0ESH3 5 F & 15.000~
250,000 SRR 2 REA—METH D . BEOH KGO
ERICE, BEERCREMERRIC L 5 HHRE
KBLT, by JRIMRO BAREMAEBLLE LIRS
ARESEILDI, 0.1% €557 2865 2 8%
BO—EICHAVSATVWS . &2 AT Jerne [Fik"
TO PFC #Ho#tiEss Cunningham &% o H~
THI/ZEEVDIE, Jerne BREILBWTHEB s
REEOESIEEED cERT 3 L HEShTVWE
M, EESR E5FrDIBARLELEEMECL
DEEAI. £ LTEy RINFRO MO ZELR
FE5 7y HBEOHEINC > N T REETIR IS % M
TRLVIBREBLOTETOEELZMA THRET
3.

(BBE) CITABEORBRIHLNBBEE 5L T
Y.

C, complement ; Fi&L 5

Cl, complement 1 ; ®{EE 1 &5

C2,C3, «--v-e C9; BRIz B2 Wik 25057, &3
s S 9 sy

C1®, guinea pig complement 1 ; € € 5
&5 1By

CI™, human complement 1 ; & b#I&SE 1 K45
GPC, guinea pig complement ; €L € ., F§{k
25
GPS, guinea pig serum ; €& € . b
E M

BSA, bovine serum albumin ;

HuS, human serum ;
v vMET N T
v
EA, erythrocyte-antibody ; & v & RMMBKIZ @
H+FH b v JIRMRGUAE A S € o BROERMEK
EACL, erythrocyte-antibody complement 1 ;
BIEE 1 RSO ABEEA L TV B BAERMK

Anticomplementary effects of gelatin. Kunimi Tanaka, Department of Internal Me-

dicine(Il), (Director :

Prof. K. Hattori), School of Medicine, Kanazawa University.
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PFC. plaque forming cell ; 7 B A S

VB, veronal buffer ; ~ o+ — L&k

GVB'", gelatin VB'" ; 0.1% ¥ 5 5 v & B @K
» Ca ", Mg'™ 28U ~o+ - LViEEK

GVB*' " Ca’ 2&8L¥5F v « NoF - VERK
i

gl-GVB'", glucose GVB'" ; 2.5% glucose %
&t GVB'

EDTA ; ethylene diamine tetraacetate Na i

EGTA ; ethylene glycole tetraacetate Na #

C-EDTA, complement EDTA ; 0.04M EDTA-G
VB THR&anrze L, r 17

CHso + 509 1M 734

IAHA, immune adherence hemagglutination :
i & B RIS

S.F.U., site forming unit ; %457
DFP ; diisopropyl fluorophosphate

# ¥

. €5 F 0B mMEE SRR HiE IRy

L. ) v RIS i o (e Y

Hanks 1T 3 @IZEHE L 72 £ v YRIMEK, #5 x 10°
il % Wistar R#ES » b (EE200gLL L) o fgp:
Micd BESICEH 4EEs L, SRds®4~58H
WWEGDERIRY v o8 2 ~3 WAL Y v 8 b
EHTHOHL, TNo%2 v+ —LRHTA » v ad
SO LicEb R L, 2N~ FUTERLTY vy
HROMRE S5 NS oS¢ 3. BEHAEE RS
Hanks T #% 10mloF4t82icHy,
HEBLT v~ VRIKBWECRE ST, Wlan
—o—oHMxEs. EURELIBREL
%, FAorF-EE2ELTERBREMACHEBL, 1000
rpm. 5 SyfEEL L . LEE# T Hanks T # % 0 &
THETIBELIEROEL, THERTL ro
chamber N® PFC #2380 10~100BA1ICE 2 & 5 12
L CBREBEOREE A ERT 3.

2. kv JRMERER K

WERENE (AR 1 452 bR % Han-
ks T & <2000rpm. 10438 & OMRIET 3 EEcA%
125x 10/ml& 85 & 512, Hanks [ o /el s &
fo. WBAERTIE, Ok v SHRMBREHKIC €S
FrEg 2.5, 5.0, 0Bt s &5 ciimmL t.

a2 B IV

3. Wik

S~GILDELE , bOMEET— L L T-80°C
UFiREELLbDEH V. 72 LIRMH% 2 #» LU
ADEDICR- 7.

4. 57 v b+ 1gG £RMBZB

SRBHA T REREHBNHTL V HESESL D
7.

5. €3 # v : Bacto-gelatin (Difco, Lot No
501915, 588691, 590470)

6. & : HanksI ik

7. MEHF A o A- ¥ FEHSY o Hkc it
WIERIL /2.

8 . Cunningham-Szenberg #® chamber &

BHO P OHECRE—KDZ5 1 F ki, 290
BEFELVERE b2 chamber %#iirzzb o e
8L

9. NS T4 veg B LEBRAY

chamber OUBED BAM & LT, {&HED 2 7 &
LTHWE.

I. 8OREICL?E5F v ORBEERDR

1. & rME

ERER & 0 BECL - M5 | B e s
th, B 1 EFRDKEARTHE L. 3000rpm. 155 R85
L TMFEENEEL 72, AVBEL 72 IMAE I ~ 80°C 1o [
gL,

2. MEHEMOER

D BmMs%E (e v SRIMRE RiME)

BERBISFRER, SBTFEDKELEESSE
Zii.

2) bv OMBRBRERO FE

MERFEME (BARSA 472 FIER) £0.01M
EDTA-GVB T3 [E., £EMNAKKTIE, GVB''
T 3 Bl¥cH%k, GVB'' TH S %0 MR ik % /&
D, COMIKEEE | mlERGAUmLc A » LT
MiED A+ v ~Esok B4 Beckman N NE
it EERSMImuTRIE L T DI 2187, HRN R
Di 2o Vi=VixDi/Ds ichTir»T, FREI
1 x10¥mlo & v SHBEBEKEE S 2L 51 L. (8
L Ds GIEBGSMBAEOHR]L x10/mlic &b ¢
o MERIEHER | mlZRERIAMUC AT & ¢ 72 B o 1%
KETHD, £ SIMBRDEAIR54Imuc0.6800 @&
TH5. Vi W5 BOMREHROBTH v, VI
1 x10YmEE Y0 MREBEORTS 2 .

3) BfFE v YRMEK (EA)

GVB"" Tl x10¥mlUcieLiey SMRBHE
W, pob Ll GVB'' TEARAME+ R+ BRI
MIRLcAMFZOSEREMA TIT°C, 604 a1 &
ATELICHRBLO>RIGS T, 5 x10/mlo EA
=8

4) MEOWRIES & 0 1 ISR O B & ik
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i) 5 xVB (RERHK ; H{k+ + Y »£85.0g,5.5
JIFAUNNEY—NEEY — % 3.752, 5.5Y = F 0
NN E S — L EED . T5gIc 3B /K 1500ml% hn i miE
LTEh T, iR EKEMATLEE2000ml &
T5. '

i) GVB™" ; 5 xVB {£#&E#200ml, 0.03Mi&
fbanveoa (CaCl) 5ml, 0.IMEEfbk= 7% v o &
(MgCl) 5ml, 2%+35F »50mic#YGk%:mA T
1000mlic 43 . GVB** 0.15Ma NaCl, 0.00015M
@ CaCly,, 0.0005Mo MgCl, 2 & ~o + — LEF
HTH3.

iii) gl-GVB** ; 5 xVB {##&Ei#&100ml, 0.03M
CaCl, 5ml, 0.1M MgCl, 5ml. 2% ¥ 355 »50ml,
glucose 25gIC R EKEMA TL2E%1000mlé 43 .

iv) GVB®** ; 5 xVB {#EE#200ml, 2%+
5 ¥ »50ml, 0.03M CaCl, 5mlicZZRE K% It T4
% 1000ml& 4 5.

v) 0.1M EDTA #%E# . EDTA (E#41{k2)
3.72g, KEBMEF+ + U v £3.73g5 YK TLEE1000
ml&d 3,

vi) 0.0IM EDTA-GVB ;: 5 xVB £ &EE#%200
mi, 0.1M EDTA {#£&E#100ml, 2% ¥ 35 ¥ »50ml
WEHKEMZ T000ml& 4 5.

vii) 0.04M EDTA-GVB ; 5 xVB {£&E#200
ml, 0.IM EDTA &#EE#400ml, 2%+ 5 F ~50ml
THRFEAEMATI000mlE 5.

5) 3 3—4"~ ; [SIGMA]} Lot No53C-8140

6) EGTA (EHLEER) ’

0. trMOFBEAOER

1. #HME (&8 IRL 30D HINFE)

W77 Vi, i 12G HIMAE, 1t [gA i
m#&. 0 12G; LM, i CY MME & EHaS T
RER, FRENMEBLOHESESY. BDSE
DHIMFEFFR (~NF2 b)) k- 1.

2. ¥ bt o vEEEEE

3. ~Nor— LEEK (pHB.6. ©=0.05); 5.5
TFSNE Y- AEEY — #103.0g, 5.58 x F N
ey — V18 40gic R KE A TREX5000m!
EL, Co~oF— LBHK  BEK=1:1EA
LCHRBIL /2.

4. THO—REKR, THo—-2 (EH) 2%
W&~ o+ - VEEE (DHB.6. u=0.05)THH L
7.

V. &8RS C1,C4,C2,C3,. C9LRIETES

FUOMBRIERAORE
1.CI™ CA™ SEO/ES ; 2.5mld k& + [iFT7.5

mi D20% B8 v — 5 (Na,SO) %2mMA THEET04
s, 20°C, 6000rpmusEzbi%. KR Smin%
BkEmMACTCI™ DEEB/L. LI Na,SO, (|
& 1mlc>&50me) %204 . FET205 B L,
20°C, 6000rpm. 1543 FLE Tk L b B 2. 5mld & 7k
EMABRLTEOSALLONCA JETH 3 .

2.C1*® HEOEE ; 2.5mid GPS 127.5mlo %
FkEMA, 4°C, 2057 RS9 H4% 0 °C. 3043F. 10000
rom. TEILL ., #hR%E0.3M NaCl A lc A LT
/1.

3. FEE C2%, C3™, C2™, C3™; L&AEWSFR
B SBESEDEBIHES S VA vk,

4. MCIKRMA. 4 C4 RRMAB, He
C3-activator RRMMAE, B L BEFEUHE L p
wmESEZ .

a3 &

1. €57 voRMBEEBBERECRITIY

1. €55 v® PFC ~op®

Cunningham-Szenberg ® 75 — 7 &6 |z # |;
THi-7:. BESS - 7E0BaIE, NRBENI:
Hanks 1 i THREBEICHRL 5 » + 126 ¥R
M#0.05ml, 2% 5 F~38% Hanks 1 #1223
S by UFRIMER (125% 10Yml) 0.2ml. Y v g
0. 2ml, #ER0.05ml% £ 37°C T F43R
%, o LHITCicE stz chamber Ric &
Ny bTHEMLTINER L, TAEKERSE 5
74V e ¥) VERBAEMTHLTH, 37°C, 30
~B60> IR @K . PFC 2 BELL. HEF5 -4
HBoBEicl}, ¥5FvEABELHEY Hanks [ iz
1td2%¥5F &% Hanks I e v okl
BR (125%10%ml) %0.25ml, Y v <iigmpaeEin .2
ml, #{&0.05mi%iBf%. R PFC #2®EE L
1.

2. ¥5 75 vBEL PFC &M%

HanksTigic b v SRMBRZE125% 10/ml o & g 1o
BlESE, oz, ¥5F VBENERENS.0%.
4.0%. 3.0%, 2.0%. 1.5%ic 2 X5 ciEmLEG
DEEBIL, ChoxfEELTE>S -2k @8
75— s komikicT PFC MARIE L. L
L.

3. MRk ofIB"Y s hi¥55 v & PFC

& OB '
4.0%¥7F &% Hanks Il ii& GPS & %+ =8
BFL45°C, 04MRIGS &, DWW T56°C, 3040
THEERELL TR, HCLRELTE v SR
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BHEREED, B CLTHETS - 7L PR
CHEHEELL.

I. REFORGICL3 ESF v ORBREROS

Bl

L. MR O A E v R E ek
MERMEOBEMEE Mayer 050% 7 Mk /14
REED 120~ 1. HRMEE GVB'® T + [F
DFEICIE 1760, B E ., OFETIER 176001 IR
L, RLCHE->TRIEET-71. COMOBRERE
0 COKRKBTITOIRIERTH. 37°C, 608BKIG
%, BOKKPICRLTRIEE&EE LY, 2500rp
m. 7ToEELE, FEoBlt~t o v EE
Beckman 4 ¥EEM OB ESAImuTRIE L 7. i
MR, MECEIC L 2BEEEHELLKIC, B4R
Micxdd 2AMB (v) 2L, MBEORRE 4
BEEC, v/ 1 -y M DK A BE L7
o0y bLTESNIEEECZOBEEN v/ 1 -y =
1.0 %413 S0 MRS B o S8 sk M7 0 50%
EIMAEESME (CH/ml) &3, b, AME LS
B L DBFZIE, von Krogh o X=K(y/ 1 -y
K—EL., NETREE log X =log K+1/n log
(y/1-y) &, CORMICHBESBESKTT 3 .
X AR, Y 3AMETH 5.

2. €7 F v ORKEMEECRETRHE
HEHHAEKT10.0%, 5.0%. 2.5%. 05 5 v
BikEfED 115°C, IS MEEmE T, L.

DEsFv0ELE, VAFERT e H MiE RIE

THE

ELEy P T VIIERCESBEBANE (6 6)
KEBEOEYS F vk ZRBESL. 37°C. 304
B RER, GVB'® TEL Ty FOBORKIC 121/
0. & FMEOCEA /000 RRERE LTk,
CHymlZRIE LA, 4B, £ rFEOESIE. BA
BILL P EROBRFT L ER O EME 4B 2 BT
ZElEI L,

) ¥35Fvore pFckiFdT e

177

BE—AXDEEI~~Y Y RUFE~ Y v 2M L,
MERCMTLE Lizkic 1) &EBC CHw/ml %3
ELT.

D BBEY S F v IEEOIRIEER

FEHMME HEESNTS GVB” 0¥ 35 v
BEE0IZTHE. BEEDOES 5w BEEHEI
BETHEBLRNTALDIC, ¥5F ViIEEOBES
0.25%. 0.5%., 1.0%. 2.5% & LT, BBEDO ¥ 5
FUrEBICEROE FMERC  MIEEE3TC. 30
PERIGE #TH% CHwml 2RIEL .

4) BRKEDO X5 F v RU 35— 5 v ORkAND

EHECRIET RS

ERYS F kb crigme 270, Bk
TRUEHTHEBLT/LEN S, 31°C, 03T,
€5 F YR ABAVEEEL RETEBS, a5-4>
LbELANEUTH 2. £+ MBECSEBOEHNAEK
EMA, BAXDESF U EBEMS0%. 2.5%, 1.25%
I BRICHRBBIRECO S TS+ 2 A 12 .
IT-5yOBAIE, T3 -4 (SIGMA)% 4
ORETE24.0%. 2.0%, 1.0%08BE L3 L5
iinA 7z, £ L37°C, 3043 MIniRiRE % L&D CHs
/ml ZHIE L.

5) B €7 F ¥ OMIKBMEE I RIFT HE

3.0% €35 7 vy EEEBNAEKE Visking tub-
e L7 T 2 DABNAEKTITC, UM B
%, C03.0% €35 F viEHE2.5mle & b M#E0.5ml &
#37°C, /MRS ¥ THIC, CHml % RI5E L
.

6) €3 F v OHMEERCRETEEORE

0% EsF BB LERO e VB EDBA T+
Fig (18°C) RUIT°Cicff» T CHwml % B8589
HEL K.

) €5 F yOHMBIERCRES L~ RO

&
i) EDTA, EGTA o4
b ~I0.9ml, 0.1M EDTA #30.1M EGTA

Table 1 Titration of Hemolytic Activity. (Mayer's Method)

No. of tube 1 2 3 4 5 6 I 7 8
GvB " 50| 45|40 /35(30|55]65
serum $85 VO 15|20 25 (30|35 20
EA (5x108/ml) 1L0[10|10|L0O[L0O! — ] 10|10
Adq. | 6.5
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0.1ml, 5.0% %> 5 v g l.0mIEZBAL3TC. 604
RiRB%, 0.1M CaCly, 0.1M MgCl, @ A H I3 —
#%40.1mlg> A T CHa/ml ZRIEL 7.
ii) Ca'", Mg' " BEiRc X 2828

b M. 8mlic0. 1M EGTA, 5.0% €35 ¥ v A
#, 0.1M CaCl,, 0.1M MgCl, #& 21~ TmMA .
37°C, 603fmE%, g4 Rl 2 B 1 A+ v %
A T# CHwml ZRIEL /.

I. t+OFEAOEE

£ bRAELD AR RE T €5 F v OMmBsh RS E
REMTELRLD (H4) Hic, BERESLED
T FMBEFEAOEREE— CREILBIC & 3
Becker ™ ICHEL TIT» 12

N. ¥SF U/ ORBEMSICRIEITESR

1. BRSO AN ERE

AEL LD ETIMEERSRISCLELL inte
rmediate cells EE O D Ak 4 % reagents &

H

LTHRABRIESEnE, BIEMRIGAEL LS &7
ZWERSOBIIELTE T 3. Z0ENEH S50%
A LELHESRS O BMERNRNES NS . #§
k4> C1, C4,C2, C3, C3-9 @il T 1= L E S inter-
mediate cells & reagents &id#& 3 ZidL -,

1) intermediate cells @ {E&Y

DEACI® ; gl-GVB'" T 1 x10¥mlc B L -
EA o1 x10"%s.F.u/ml oCl A2 ZER&ESL., ( °C,
604 REB % l-GVB' ™ T 3 [E#kHEL TEL. (iF)
s.Fu : Mayer 5 ® one hit theory i & g,
» LIRS Cx POREESMBENICELET S
SETTHERLAEE, CxAS 1 3 bfER L& UMk
IS IS\ BRI BB % T RUG LT BRI
£33 & ¢ TMREBMS & 5 b ICHMER
Li-@EmS CxOBNF0 T EE2HMSFEMES. Cx
L REEMLER & @ KIS &, Poisson 43fmicstvy, M
Hladblkoie m HoBMATHERLLLET S

Table 2 Effects of Ca’* and Mg'’ on Inhibition of Immune
Hemolysis by Gelatin.
NO |HuS (E)ZGl’II\flA saline | gelatine | Mg |Ca Mg“r Ca'"| saline
A1 08] 01 - 0.9 0.1 0.1 - - 0.1
B 08 01 0.9 - 0.1 0.1 - - 0.1
C |08] 01 - 1.0 0.1 - - 0.1 -
D | 08| 01 1.0 - 0.1 - - 0.1 -
E | 08| 01 - 1.0 - 0.1 37°C 0.1 - -
F |08 0.1 | L0 - - ol 60’ o1 | - -
G |08 01 - 1.0 - - 0.1 0.1 -
H 08| 01 1.0 - - - 0.1 0.1 -
I {08 - 0.2 1.0 - - - - 0.1
J 108 - 1.2 - - - - - 0.1
Table 3 Intermediate Cells and Reagents for Titration of Each
Component of Complement.
%);[t)o?gnge Orfnggs??éz' intermediate cells reagents
C1 C4 C2, C—EDTA
C4 C1 C2 C—-EDTA
C2 Cl4 C—-EDTA
C3 C142 C5-9
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E.Cx DL abEHLTORWMROE A1 e
LB, BIERE y B &, BB
FEE 1 -y &30, 1 ~y=e™ BEITE. m=
“In(l -y) ERVKRAE vy LOEDHDFHE m A
RHoNd., AT —In(l —y)=1.0 OWHEE S
OBRETTIRMK] 567 b il 1 c0FHSTA
{ERALTHL, ZOMIciE Cx @ site A% 1 site
ERENTOWELEEL, 1BHSFE2 ] sFud b
9.

ii) EACI®°C4"™; gl-GVB"* <1 x10¥ml = i
L7 EACI® 2 1 x10"s.F.u/mloCa™ %inz ¢ 0°
C. 1659MIRIG%. g-GVB " T 2 El#& L Tis.

iii) EACI®CA™C2%: 1 x10Ymid EACI®C4™):
2 x10"~ 1 x10%.Fu/mloC2% %z ¢37°C, 20
RE% ¢l-GVB'" <1 EstEw L TiEk.

iv) EAC4™ : EACI®C4™C2*® #%(0.01M EDTA-GV
B b:?‘%‘iﬁé'lif'CB?"C.ZO&}FaE}B—LJFET&O.OlM EDTA-GV
B ©2[E, gl-GVB'* < 3 @sk#HEL TE:.

2) FEERS D EMIE MO REE

gl-GVB™* TEEERR S Nz 8R40, 5mlic fll 52 L
KIETBHIEM D 1 1 5 o intermediate cell
(1x10%ml) 0.5mlé& reagents % % 4} ®hnz ¢ 37
CT—ERHIRIGS € THRICRRHT.5mlcis 2 Kz
0.0IM EDTA-GVB %% T2500rpm. 7 43t %
L#EOB{L~E o v B4 Beckman 4333 ar it
BRALZMuTAEL . BB MAT, reagents T
HBLLHMELLK, SBRBEModd3AME (v)
RS, 1-y 0BAOBERME -1In(l —y) ko
fo. MEOMREE LIS, ~In(1 ~y) 288
BXEABE LIc 7o 5 b LTES N BEYS ~ 1n
(1 -v)=0.693 2402 S0 MBERIRIEH O A h =
DHFERMED CHy/ml &1 3.

D Cl ORlE : EHEMR SN ERIME). Smls
EAC4M™( 1 x10%ml) 0.5ml% N4 37°C, 2045y Rl n |
% C2(2 x10"~ 1 x 10"s.F.u/ml)0.5ml % fjn 2
T37°C, G0N X ¢ T#%1/12.5 C-EDTA 1.5ml
EMAC3T°C, 60MRIEE &, - &i20.01M EDT
A-GVB 4.5miZ A TRIG&EIE s - % & L.
E#ED ODunmERE LT CHo/ml ZRIEL 7-.

1) C4 DRIE ; EEEMRS o sRimiB0.5mlc
EACL® (1 x10¥ml) 0.5ml% /& TLlF CloflE
EEIRDBIEETT-> T CHswml £3Rah7-.

) C2 oflE . HEEMRs AR ME0 . 5m!
& EACI®C4™( 5 x 10"/ml) 1.0mi%#nz37°C, 205
fmERE% C-EDTA (1/12.5) L.bmlznz ., L

T CLORIE & ERRDRAET CHyml &R,

iv)C3-9#ilE (C-EDTA &LTHEIE) : 0.01M
C-EDTA vESEMRE 8RB 5ml0.5m]
@ EACI®C4™C2% (1 x 10/ ml) %/mZ37°C, 60 7> sl
& E#E#0.01M EDTA-GVB 5.5mi% 0z T#%, [5
BRiZ CHa/ml Z2HUEL 72

2. ¥7F v OESRHERASBEN NG RIETHE

ErAEEERDO5 %Y 5 7 v AEEBHAEKE
BELITC, 80HMRIGs € TRz, &HERSCl,
C4,C2, C3-9 DIEMAM%E Bl ic B~ 7z HHETRIE L
1.

3. RIEMEERSEEFIE L BEES 0 S RlE
RIUEE &Y & BEO EAMMBEER O RIMKY
BEBRBEOMMIICKIE ¢ 2B 4+ BERIEO Bic
JGALA®d immune adherence hemagglutina-
tion test (IAHA) T» 5. COHETRHELS 2 8
ERME CLLC4.C2.C3.TH Y, IBIMAEDLI0~20
fEOEHE SN 3. indicator cells i GVB'* <«
JEIMER% 2 x 10V mlici@E s hi-e FORFMBM T
&% . IAHA BETORMERSO N HRE 1 LK E s
intermediate cells JAMAEERETHD . reage
nts (FAEMEDIGEED S COLUTORMEBHKIEE V1=
WA TH . BERBRS 0 -HRIEN. Smlic EACL®
CA™C2*( 1 x10¥ml) 0.1ml&®B& L, 37°C, 20 53
RE%. £ OBIFRIMERD. Iml% A T37°C. 1043 RR4E
BEITC, 1 HEBBs e CMBLETE k0 %
F-T. BEBRLOBEOEEE 4+, 3+, 2+,
1+, 0 EHEL, ThERTMBERFREHOEKTS
> THfiE &b L. Bk ClAwml TRL .
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.5 2.0 2.5

concentration of gelatin (W/V).

Inhibiting Effect of Gelation on PFC

Counts in the Cunningham'’s Indirect Method.
Each point represents mean value with standard

deviation for 20 rats.
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Fig. 2 Inhibiting Effect of Gelatin on PFC

Counts.

Each point represents per cent of PFC counts.
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Fig. 3 Inhibiting Effect of Gelatin on Hemo-
lytic Activity of Complements.

Each point represents mean value with st-
andard deviation for 6 individual sera in
human and for 4 pooled sera in guinea pig,
except for that in 0.5% gelatin for 2 sera,

respectively.

ZDETOREIR, BRRED Y5 F v ic k 2 #IKE
DETOREL O Bicbisdh iz,

5. B €5 F v OMIKBMEEICRE TS

€55V ORMEERS €5 F VERICEET 3(&
DFHEC L DAREEE L, B ES T v OB
BRIR TOMEMIcRIZT E/E, £+ IEFD CHy/
ml OETRNLAE. BB RTLSi1c, BIF KD
¥5F v EEHSEBOMEMINT.6THD, BT
FOBEDORHEMIS 6L LhxEhcEDr - 1ehi, €35
F VAR SN VEOREMIS.0c k3 &, B
BB TOELREETH Y, ¥ 55 vic & 3HikEm
EHOBETHES 7 Y ERICBET A ESFHEICE
ZHDTRIEWT &ML 72,

6. €5 F vORBEERCRETEEOLE

EIFrESGELOE FMEDIC, IEKEMO 7
Bz, MowmRT Lo, Bkt LmdsoiEs
Bituh o1, 5.0%¥5 ¥ vinm#ETE . BE
OEENIEMcEH NS, BIRCTRHEEMD
BENLELIENITH I DOIRL, 37°CTI12304%
<29, 604325, 1804 C23 L FEHICET L, €5 F
Y OHBEERSBEEICKRBET A EMNESA L -
1.

7. €5 F vOFMBEERCRET L - A

(EDTA, EGTA) oi¥

QM A+ vDFL— +FTHBEDTAEMg ",

Ca** %L~ +#Hl, EGTA tF¥elLT Ca'' 0%




per cent complement activity.

per cent complement activity.

80

707

w £~y wv (=2}
o o o o
) 1 I

N
o
1

-
o

1

5 F v ODRMBEIEROBFEICET 2%

a0

604

50

404

3Q

204

104

1.0 2.0 3.0 4.0 5.0 %

concentration of gelatin. (W/V)

Fig. 4 Anticomplementary Effects of Gelatin
upon Individual Subjects.
Symbols represent individual sera.
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Fig. 5 Effect of Anticoagulants upon the
Anticomplementary Activity of Gelatin.
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per cent complement activity.

100 grm=<@=——g=——8,

90 1

80

70 4

507

40 4

30 A

per cent complement activity.

10 7

O——=0 PIlasma
.———. serum

100 ¢

o
o
1

70 -

60 -

50

40 A

30 +

20

10 A

0.25 0.5 0.75 1.0 1.25

I ¥ 1 T ¥
%

concentration of gelatin. (W/V).

Fig. 6 Inhibiting Effect of Lower Gelatin
Concentration on the Hemolytic Activity.

o—-a collagen.
4&———4& gelatin in powder.

o0 gelatin in solution

I 1 ! 1 T

-0 2.0 3.0 4.0 5.0 K

concentration of collagen or gelatin. (w/v)

Fig. 7 Inhibitory Actions of Gelatin and
Collagen on the Hemolytic Activity.
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incubation with saline.

N\N
D incubation with gelatin.

incubation with dialysed gelatin.

CHgg/ml
40
30 A
20
10 -
K\
407
|
504
204
v

=

Fig. § Effect of Dialysis of Gelatin Solution
on Anticomplementary Action.

18°C with celatin.

37°C with celatin.

T T T T
30! 60! 120" 180"

incubation time(min.) of numan serum with and without gelatin.
Fig. 9 Effect of Length of Incubation Period

at 37°C and 18°C on Gelatin-Induced Inhibi-
tion of Human Complement
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Fig. 10 Influences of EDTA and EGTA on
Anticomplementary Action of Gelatin.
The serum and gelatin with and without
EDTA or EGTA were incubated for 1 hour
at 37°C, and then added with Ca~ and‘or
Mg ", and tested for hemolytic activity.
40~ B P s ~ H J
c D @
csaline.
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MgTand Ca  and M¢™T and ca’?
Fig. 11 Effects of Ca’~ and Mg ~ on Antic-

omplementary Action of Gelatin.
The serum, gelatin and EGTA with and

without Ca™~

and/or Mg™~

were incubated for

1 hour at 37°C, and then tested for hemolytic

activity.
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T T ‘ T v rrr T
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dilution of Hu$§

5

Fig. 12 Effect of Gelatin on HuCl activity.
HuS was preincubated with equal volume

of 5% gelatin solution for 60 minutes at 37°C.

To varied dilutions of such-treated serum was

added

1x 10%ml EAC4(0.5 ml),

incubated for

20 minutes at 37°C, and then added with 1.5
ml GPC-EDTA and incubated for 60 minutes
at 37°C. Cold EDTA-GVB as a stopper was

added to each tube,

and hemolytic activity

of the supernatant was determined spectrop-

hotometrically.
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Optical Density

Optical Density

® O——0 gelatin

0.6 4 \O\. @®—@® saline
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hY
<

dilution of Hus
5

TTRT T 2 T T T 5

5x10 1x10 5x10% ' 1x10° 2x10 T5x105 ' | 1x108
Fig. 13 Effect of Gelatin on HuC4 Activity.

HuS was preincubated with equal volume
of 5% gelatin solution for 60 minutes at 37°C.
To varied dilutions of such-treated serum was
added 1x10%ml EACI(0.5 ml), incubated for
20 minutes at 37°C, and then added with
C2(0.5 ml) in excess and incubated for 20
minutes at 37°C, and GPC-EDTA(l.5 ml) was
added and incubated for 60 minutes at 37°C.
Cold EDTA-GVB as a stopper was added to
each tube, and then hemolytic activity of the
supernatant was determind spectrophotometri-
cally.

._-———A\A A—-A gelatin
0.5
\ A——A saline
A\A

0.4 A A
\\A\ \A\
0.3 - A\A
T ——l T
0.2
oL T T T T T T T T T T
50 100 50C 1co0 2000

dilution of Hus

Fig. 14 Effect of Gelatin on HuC2 Activity.

HuS was incubated with equal volume of
5% gelatin solution for 60 minutes at 37°C.
To varied dilutions of such-treated serum was
added 1x10%ml EAC14(0.5 ml), incubated for
20 minutes at 37°C, and then added with 1.5
ml GPC-EDTA to each tube and incubated for
60 minutes at 37°C. Cold EDTA-GVB as a
stopper was added to each tube and hemolytic
activity of the supernatant was determined
spectrophotometrically.
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Optical Density
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10, €3 F @Dk b C3-proactivator ic K i¥ 4 &
%

REANGTEER KB LD C3™ C4™ e+ C3-
proactivator L RIET €5 F L ORBARE L 125
BT REATWS. C3 (Bicglobulin) 13 RiF
ftshs e Bu-globulin ~& £DBEHE?Y LA
AlEBHONTVED, €55 vHlLEe IET
&, C3 & B~ RU Bieglobulin oI &« #E L

&———A4 gelatin

A———4p saline

\Ah&————-_ﬂ
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Fig. 15 Effect of Gelatin on HuC3 Activity (as
HuC-EDTA).

HuS was preincubated with equal volume
of 5% gelatin solution for 60 minutes at 37°C.
To varied dilutions of such-treated HuS added
1x10°/ml EAC142 (0.5 ml), incubated for §(
minutes at 37°C, and then added with cold
EDTA-GVB as a stopper. Hemolytic activity
of the supernatant was determind spectroph-

otometrically.
Table 4 Effect of Gelatin on HuC3 Activity as measured by Co-
mplement Immunoadherence.
[T dilution |
1/960 | 1/2400 | 1/3200 | 1/3800 | 1/4800 | 1/6400 | 1/9600 | 1/19200
HuS with gelatin - 3 2 1 0 0 0
HuS with saline . - 4 3 2 0 0 0
HuS with gelatin 4 4 - 2 0 0 0
HuS with saline 4 4 - 4 3 2 0

HuS was preincubated with 2.5% gelatin solution at 37°C for
1 hour, to 0.8ml of varied dilutions of such-treated HuS, 0.lml
EAC142(1x 10%ml) was added and incubated for 20 minutes at 37°C.
To these mixtures, 0.1ml HuS (2x10%ml} was added, shaken at
37°C for 10 minutes. After making them to stand at 37°C for 1
hour, the degree of hemagglutination was read from the pattern

of agglutination of each tube. -
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Fig. 16 Direct Effect of Gelatin on Purified
C2 Activity.

After the mixtures of 2.5% gelatin solution
and either GPS, purified GPC2. HuS, or pur-
ified HuC2 had been preincubated at 37°C for
1 hour, to varied dilutions of such-treated
mixtures, 0.5 mlEAC14(1x10%ml) was added
and incubated at 37°C for 20 minutes. Then
to these mixtures, 1.5 ml of C-EDTA was
added and incubated at 37°C for 1 hour. Cold
EDTA-GVB was added to each tube as a
stopper. The supernatant of each tube obtained
by centrifgation was read spectrophotometri-
cally for hemolytic activity.
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EFEU~NoF - VA (VB) B—giL i - k.
ZED—AT, FRIMIRD BREMERS < HHYT19484E &

Table 5 Direct Effect of Gelatin on Purified C3 Activity as mea-
sured by Complement Immunoadherence.

\\\ dilution
— 1724 11/48 | 1/96 | 1/240 | 17480 | 1/960 | 1/2400 | 1/4800 | 1/9600 | 1/24000 | 1/48000 | 196000 | CIA 50/ ml

GPS with gelatin 4 4 4 4 4 4 3 3 3 1 0 0 16800
GPS without gelatin 4 4 4 4 4 4 4 4 2 1 0 0 9600
purified GPC3 7

with gelatin 3 3 3 3 4 2 1 0 0 0 0 0 960
purified GPC3

withoat erlatin s |33 33| 2] 1 0 0 0 0 0 960
HuS with gelatin 3 3 3 4 3 3 3 2 3 1 0 0 16800
HuS without gelatin 3 4 4 4 4 3 4 4 2 2 0 0 24000
puried A 2|22 2|2 | 2|1 0 0 0 0 0 960
P o Setatin a2z 3| 3| 2| 2 1 0 0 0 0 2400

After

the mixtures of 2.5% gelatin soltion and either purified

HuC3. HuS, purified GPC3. or GPS had been preincubated at 37°C
for 1 hour, to 0.8ml of varied dilutions of such-treated mixtures,
0.1ml of intermediate cell suspension (1x10® EAC142/ml) was added
and incubated at 37°C for 20 minutes. Then, to these mixtures,
0.1ml of 2x10*® HuE/ml was added, shaken in incubator of 37°C
for 10 minutes and made to stand for 1 hour. Thereafter the degree

of hemagglutination was read.
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anti-WHS
line.
HuS +saline anti-HuC3
HuS+gelatin.
Va4
HuS +saline.
n
anti-HuC4
HuS +saline.
n
HuS +gelatin.
"
HuS +saline.
"
anti-C3 activator
HuS +saline.

HuS +gelatin.

HuS +saline.

i i

Fig. 17 Conversions of C3,C4 and C3-proacti-
vator by Gelatin on Immunoelectrophoresis.

HuS and 2.5% gelatin solution were incu-
bated at 37°C for 1 hour. Immunoelectropho-
resis on the such-treated serum was performed
in 1% agalose using veronal buffer.
(pH=8.6, ©=0.05)
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Table 6 Human Serum Proteins in Individual Sera tested
‘] human serum proteins Con. 1 2 3 4 5 6
“prealbumin oo |00 | 76 | w04 100 | 80| @
albumin 100 | 100 | 132 | 95 | 115 | 8 | 9
a1 ~-antitrypsin 100 108 96 74 81 7 100
« 1-acidglycoprotein 100 61 61 - 104 87 95
a 1B -glycoprotein 100 85 85 100 105 94 94
@ -antichymotrypsin 100 95 58 80 100 86 95
inter-a-trypsin inhibitor 100 94 79 100 89 84 79
zn -binding a 2 -glycoprotein 100 78 78 94 88 88 57
@ 2 -HS -glycoprotein 100 113 100 124 100 100 124
haptoglobin 100 121 26 53 81 95 90
ceruloplasmin 100 95 70 1100 | 105 | 105 | 109
@ 2 ~macroglobulin 100 | 100 | 108 | 100 | 133 | 108 | 88
@ p-antithrombin [ 100 65 107 | 100 100 | 107 90
C 1-esterase inhibitor 100 68 83 93 119 94 74
C9 100 100 70 84 70 | 100 100
C5 ( B)p—globulin) 100 100 124 | 100 | 100 | 100 | 124
haemopexin 100 100 111 112 88 96 108
A2 -glycoprotein [ 100 1 75 100 100 101 100
plasminogen 100 106 82 100 100 106 | 77
transferrin 100 104 62 124 129 95 109
A -lipoprotein 100 - 137 147 147 114 92
C3 (fc-globulin) 100 | 141 | 136 | 109 | 114 | 136 | 100
C4 (Bys-globulin) 00 74| 520 100 94| 79| 73
C 3 -proactivator 100 100 81 100 71 90 90
A 2-glycoprotein [ 100 100 88 127 100 125 113
[gM -globulin 100 100 133 118 423 100 83
IgG —globulin 100 126 53 89 100 76 | 100
[gG3s-globulin 100 121 100 100 80 - 100
[gA —globulin 100 95 95 135 100 95 169
IgD - globulin | 100 | 100 | 100 | 100 | 100 | 100 9L

DBEC0. 1% EREMBET L7 v 00.1% 5 F v
EHsnTuRE?, Lhle bl TALT Y v &K
59 A E S AFBMO E L WERITOLEL WY
EWVD R 25~30% SRR O BSA A MRG0
RBEAEMSERESE Y T L1k » TREEN
IS0 BB AEE T2 WS &, ¥5+ 13
ZETH Y  stabilizing agent & LT EhbdTHN
TLWBELWIHENET. 0.1%¥5F v 4248 VB H
BEE LTHEHENS L D107 - -0 19604z

(unit : %)

HaThoThd., £3F vEEAEELO—HET
SO, WYOBERERICHE 35— v 0FBILFESTS
A4 ossein M HEONE, 37— vihs &
SFYERDHTICE, BERLy, 7oh ) okEE
T AlBEHWEE Y 7 F v EE2R . T ORIE
DiE s GIRAERE S0 BRE s n B . KebkER TN
L. BUKBGEICE > TS ncBEiRE, 0065
CORBTaS— 4wl LBESE% S LIk L.
DWTHBRLTEONZDONEIF v THL., 20OF
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HaFRI1315000~250000CH b, 71/ B I3 A
FyFal) v, xF VYV VEEGHBVRAFY, YRT
A VEESERLVOEBHET S, €5 F v BHEEE
BEFTALEVOIORERELESCOHLBOTHRS
51w, Mayer 0BT OE 7 ¥ v BE(. 1% T
R oL HIcHimiESs RO Y, 1% EicEn
BERLNWTEEEREUSED ONLDT, TTKED
fEREBEOhICLED EL .

LI AT, MERIMEMECIEREF BT 2HE
i3, R, BN —EoMERICROBITO—D D%
CCHh -7 . Fliid, DFPOMSENEDEFEORED
kD, HEE—-RACZ 75— EERDS B T
EMBEL EE N, EDTA o X 2HEMEIEE O F
2 c kb REANRIGHRICE, Mg, Ca'" Ol
AAVOEENLETHZ Z L ¥HEEL ., cobra
venon®, zymosan® ZoHBEEROWEIC & -
T, C34EM LT % new pathway BB altern-
ate pathway OEEMEShIcENic LS, i
ZEEAME ORI, MATHRED B2 > TW
fo. TOER, L ORMEERYESGONDZ LS
iKli»te. TOERR, BEOH 2N %2EEREL
T35, REWERSOBEEHRIETII LR
Hinz.

REH LR EERDE O MR > W Tl~3
L. ClOREMMAL L Tid, BE 126G, 1gM™,
cellulose-sulfate’”, chloroquine®, carrageenan
(CRG)®, aminocaproic acid®, Ca‘** @+ L — &

(EDTA, EGTA®, v = v &, oY vE, polyin-
osinic acid® MEISHhTWS . Cl esterase iE#
DMEHE S LTI, phosphonate ester'”, DFP*
8 N-acetyl-L-tyrosine ethyl ester (ATEE)™,
N-tosyl-L-arginine methyl ester (TAME)®*® <
H2ED7 /B, benzamidines FHEK'TD,
p-nitrophenylureoido phenoxypropoxy benza-
midine (NPUPPB)*, pentosan-polysulfoester™®,
heparin® s &b 5.

CARENMEI L ¥ v ED L K7 v,
7ve=79, polyinosinic acid", mercaptoeth-
anol®, chloroform®™, polyvinylalcohel sulfate
(PVSP1s Ehsdb b, C2 OREMEL L TIZ Cu-
chlorophyllin'®, polyvinylalcohol sulfate (PVS)®,
p-hydroxymercuribenzoate®,
MNHsb.

Clesterase /EHEEFIE T 2MHE T C4 & @I C2

DHEAGIEETS. Mg’ o+L— &b C2 2R
ELT 5, CYOMEMmE I, E NSOV, 7y

iodoacetate®™ 71 &

&

£=7%, mercaptoethanol®, lipopolysaccharid-
es (LPSY, cobra venom®, zymosan®, inulin®
dextran sulfate®™ 75 &b 3 .

C3 oiFEEe%MIEd 32 b D sz, salicylaldomine
(SALDOX)™, phlorizin i U» &4 2 glucosid
0.09M EDTA®™, N-acetyl-L-tyrosine
ethyl ester (ATEEM 7 &nhid 3. ATEE (3 C5 4
RS

C5, C6 o fEEME & LT Cu-chlorophy-
n

inulin®,

liin', p-nitrophenylureoido phenoxypropoxy
benzamidine (NPUPPB}) 72 & 938 5.
ophyllin™ & CT &M%+ 3.
EACI-9niEM%AMET S b Dic 0.09M EDTAW,

25% BSA™ #3% % . corticosteroid®, prednisolo-
ne'” b HHBGEASRE SN, TR Rk
BEEERT20TEN L, FROBE~OIERICL-T
REIh3EEZ SR TV RN, Gewurz® 3 hy-
drocortisone succinate ASEHHE AR S ICH L T
HEEREBT AL EHELL:.

%7 heparin 2@ U & 3 5 HEEME (polyv-
inylalcohol sulfate (PVS)®, cellulose sulfate®®,
diethylamine®, protamine®™, hyalouronic acid®,
chondroitin  sulfate®, sulfatef®™m
polysaccharides sulfonic ester™? & &) ASfikEE
{ER & BB i FURAIER AR C L RIE<HO AT
WEH, ERRMRELELYTHE. €5 7 OHH
EfERIcHET 28E S ORBTIE, €5 F v OHFE
{EME Cl,C2, C3, C3-proactivator ~E#ZEM\T
INLERFEIEIODOLEEIOND. ZOEAR
ROBPS>THS.

Mayer 5%, B o REEMRERICET 2
EBER, RISBERicoWT ol Lhid, BENE
BRRFELLEMEIZ, EACl & C4dkbh EACU #8
ks h 218, EAC142ak v Cabsfiit 2 BE S
& U EAC142a3bic C5b RIS 2@ TH 5. — 4
Ca™ Bt Mg'* OFRmIRiEIcBIL Tt Levine® ™
SO—ED MBS+ v OERMES. Holz44 Y
Rkt e £ L — rRlOMAIck-T Ca™t, Mg'!
OBREET LEMRIEHEIEEhB L, Ca™ H
Co™, Ni'" Ho 2fli4 4 v TRAEAZNL I &MLV
DIRRLT Mg** BRAEERZCE, Ca'' i3 C1a8

EA cRIhT 3 Bfgic@x Mg™ I EACl4ic Cla
BRIGT ABRMICEAT AL, THEEN Ca"’
T30.00015M, Mg'* Ti20.0000MTh 32 = &%
BT

€5 F YORFHEEANES FrOBE (R3).

Cu-chlor-

dextran
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RIGKEELCRECOEET S L (KY9)., *
L— MEITHIES N FUBEER Ca't ol
TOVBEUCRESshD LW & (R0, KID.Eicw
sFveik bR2MEERGSETHRICAIELE CLIE
HICETHSEH SNl & (K12) &, ¥5F voif
HBEERD CLORE itk 3 & %Rd. chni Cl
Xt AEEEATS 200, HEFBESEE &
- T classical pathway %L CHEERSTEREL,
MRENLERTH IOV TIE, SRS hA
F &R AR

5 FVEEFERBLREI O N T WM 1o
Maurer®-®, Graber®, Sela® 3 £¥5F v RU %20
FEESPIEMEET LI 4L L. 19158
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F KO EER,  Maurer™®, Graber® o o
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YRR GEADBEEaS — X RUBEICL S o
TV DRBEME SRIET B, iz 5 -5 ik
Was—FUvERIGTIABICEBELIESTIOK
LT, ¥5F Vifilkdi €5 5 v & AT 2 BRI L/t
REEBIEINWVWEOMEY bbb 3. FAMBICN
TEHELETFVOMBEES L k> TV SR
T5m (K4) 1, €35 vick 3 Cl o&iEHE
FEEAMICL 2 ClLOBRILEFCEbELZ LN
2H, RILBRIGE S E b s ELE , | IE
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¥5F VBB 1 %LU LEEZET IR (R1~T) &, #
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€5 F rOFiMEEO—o i, Cl Icxd 2 HiEEH
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B, FELOERME (KL &0, ¥35 4k
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fo, HESBERIERICH » TE D b alternate
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Abstract

o During a morphological study on antibody forming cells by the use of Cun-
ningham’'s plague method with the addition of gelatin, gelatin of over 1% was found
to decrease the number of plaque forming cells remarkably as compared with those
in the original method and preliminary work revealed that gelatin of such con-
centration possesed some inhibitory effects upon complement. In this present work,
anticomplementary effects of gelatin on human serum and guinea pig serum were
studied.

The gelatin, previously saturated with complements by the method of Milglom
et al., also reduced the number of plaque forming cells to the same extent as did
untreated gelatin.

Hemolytic total complement activity of the human and guinea pig serum, as
assayed by Mayer’s method, was significantly reduced in proportion to the gelatin
concentration added in the system. The critical concentration of gelatin was ap-
roximately 1% and less than 0.5% of gelatin was of no such effect.

Furthermore, an obvious difference in the degree of the anticomplementary effect
of the gelatin between the human and the guinea pig was noted, its effect upon
the guinea pig being much milder.

As far as the temperature and time in reaction were concerned, complement
depletion by gelatin at the room temperature was not so significant, whereas
complement activity at 37°C was reduced to 73% of the original value by the first
30 min. and to 67% by the 3 hrs.

Dialysed gelatin also showed anticomplementary activity to the same degree,
denying that the complement inhibition was due to any dialysable contaminants
of gelatin sample tested.

Although the inhibitory activity of gelatin was completely removed by the
presence of chelators, such as EDTA and EGTA in the reaction mixture, the addition
of Ca** completely recovered its activity, —an evidence of Ca‘'* requirement for
the gelatin effect.

Using the same technique, collagen, which is counted for protorype of gelatin,
was found to have the same anticomplementary effect.

With the addition of 2.5% gelatin, each hemolytic activity of Cl, C4, C2 and
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C3-9 was measured according to Nelson et al., and C3 activity was assayed by
immune adherence test. Each of complement component activities fell to nearly 50%.

As for the gelatin effects on purified complement components, guinea pig C?
and C3 were not inhibited at all, whereas human C2 and C3 fell to nearly 50%.

Electrophoretic study revealed that the human C3-proactivator had changed into
C3-activator after incubation of the human serum with gelatin at 37°C for 1 hr, —an
evidence for an involvement of gelatin in the alternate pathway.

In conclusion, gelatin of more than 1.0% possessed anticomplementary effects,
directly acting on a number of complement components via not only the classical,
but also the alternate pathway.




