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conglutinin solid-phase radioimmunoassay
(LLF Cong. RIA k8&)i3, 197748, Casali %V,
Eisenberg %2 |z L 1), . soluble immune com-
plex (LLF soluble IC L E& ) diEHEN 1D &
LCEEE /. FEIZ7 > conglutinin (5F
#7575 @ euglobulin [ )& ¥ 5 & Q&) 45, imm-
une complex (LA IC & B%) %o & h 72 AR M ER
ICEEA LR E 37 (C3d) LERMICHE
BT 5Y, BRENCILIIHALLVEVIHE
#FALZ- L TH 5, conglutinin RIA 3,
% ¥ conglutinin # solid-phase (2 {1 X4,
WTICIZ#4 L 72 C3d»*, conglutinin |24 E
BicHEE L, Ricke L zICHnHk(IgG) %
12514234 anti-IgG & UG &%, BUGL 72 15148
#anti-IgG 2 roeh v s —CRIET A L
CEoT, ICELTEEBTR2INTHS, BE
CEKEIC conglutinin RSB ERCEMERIE L &
URICERBBICEL W EXFALNENT, &
[al, Zymosan ¢ Sephadex G-200 & DEAE-cell-
ulose N=FE N A A bHIC L 5 conglutinin 7
MR L, EAC3 # AW iEENHIE, S>w
T in vitro TYESL L 72 soluble IC THORE % 1T
v, bhelinttiikTdh 5 Clg solid-phase
radioimmunoassay (LA TF Clq RIA »B%) TRE
2T 12,
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1. 4 conglutinin o)

Conglutinin ¥l #5813, Eisenberg?< La-
chmann®% 2 WL Tt -7z, F3ELNE
72108 &b b 2 L 0fEE SERERL, 56
C 305 i #IEEL L /2. 5w T100°C 105 R
#MFE /- Zymosan 40 g & Fil T 1 BN
i &, 1000G X 2053#:%-[» L T Zymosan % Ik
EE L THRML, Ca*#£0.0002M & Mg* %0.0
0016 M & ¢» phosphate buffered saline (PH7.2,
«=0.15) T 4 Bl #eiEE L F1T- 2. KiZ Zymo-
san iz 54 L CTv % conglutinin %, 0.02MEDT
A-3Na # &1 PBS500me T 1 B¥RE#EFEL, &0
L7z EFicER 3, 2o EiF%100n8ic BAE
L, 0.01M phosphate buffer (PH5.5) 2485
T L, #ridiL 7 euglobulin # 1772 FG x30
aMEGL, iEE L TRIL A, IiE£0.1M
Tris-Hcl buffer, PH7.2(0.01M EDTA-3Na,
0.1M 2-ME # &4 )icigd L, 37C 1 Refijns
%, RIER&LLEMZ, euglobulin # T4
L7218, 1000G X 54 EELLILEEZREL
72. Z o Li&#% Sephadex G-200 % F 4lc T4
EL, $1Y—7%%EHH conglutinin % 3RE
L7z, ZoBER L 72 buffer iz, 0.01M EDT-
A-3Na ¥ 0.025M 2-ME # & %:0.1M Tris-Hcl
buffer (PH7.2) T#& » 72, DT D# conglu-
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tinin # DEAE 19— 2 # 7 A CHBI%1T-
7. £ L 7z buffer iz, 0.01M EDTA-3Na #
4170.03M phosphate buffer (PH8.0) ¢, Na-
ClisEE#0.03M 4 50.4M F TER S THEWD
L7,
2 . conglutinin & §IlE

conglutinin i&# (2, Lachmann®, Bienen-
stock? EnHEE SR TUTHHRETRHEL
7=, ¥# M2k # VBS-Ca*, Mg*(0.0002M Ca*x
0.00016M Mg* # & 1; veronal buffered saline,
PH7.2, 4=0.15) T3 Mk, 10%iFEm% 7E
B(10%E). #Mik%56C305MRIFEHLL, 2
m§OE R MRRTN2EYN, MRENE&E2n
HmiFic, 10%E #0.2089 202 FiRT1HR
&34, 4EWHRLEE CRESBELNT,
Forssman #ifkffi % (X 4 ) & L 72, >\ TForss-
man HUiKl O 5 EFHRME, T4 bbIEBLS
1 D 20E MR ML E % BRAERAHIAR(X20) L LT
AL 10%E 1t & BAERHLKRA (X 20)10me
#37C307MGERCEA L L, 3MmskEEk
BHIBE0.9%EA 2 E8L. 0.9%EA3.5mé & #7
HEME(C)0.5m( HAE <4 + 7 2 MR &
VBS-Ca®, Mg* 5.0m¢% /2, 37°C 305 RIR It
24T, EAC3(0.3%) #fFBL 2=, sk
L 7z conglutinin # VBS-Ca*, Mg* ¢0.2m¢§
DDERHWREFEZ2( N, 0.3%EAC3%0.2
m§ oz, 37C305 MG HEERIC# T
T, BENZDHLNIREMREH Y L-T
B EFfi (conglutinin {FH#E) & L7z, MBE LT
FEEMFN, b ) ICEBHLELE 2 H 2%
A&, VBS-Ca*, Mg*?# b i20.01M EDT-
A3Na#8U VBS #HVWIBA L T LIcHE
EBRENBI LW LB,
3. #i conglutinin M % /M

4 o) conglutinin N5 8 ELPE T, Sephadex G-
2004 7 L THEL T8 1 ©— 7 %, DEAE
e NO—RA AT LTHEL, 500ug/mE7) cong-
lutinin 2%, Ch #ME L L %S5 8 Freund’s
complete adjuvant » emulsion # "), R &L
APRICEHL, 2BMEEEHEL, ME%RE
& 0 4 EM#%R M L, $E conglutinin 1f i& % 1872,
4 . conglutinin @ %5 E R k)

#ith L 72 conglutinin( 1 mg/me) % 0.6% aga-

g #

rose &, veronal buffer (PH8.6, »=0.05, 0.01
M EDTA-3Na # §¥) 2 AL ¢, €EE(100
volt)4045rfiikEH L, 7EH L 724 conglutinin M
A8 G S 7z,
5. EHIgG nER

t b IgG iz Cohn Fraction I # AL 72, &
M 1gG i3, @ABEATC Cohn Fraction Il #63C
155 gk BE L CIERL 2,
6. FFEMFE + IgG REM T

RECTHERL AL FgGmiF L), 33%
WMEEIC Ty 727 ) > 2HBL, 2\ T im-
muno-absorbent T# 2 CNBr-Sepharose4 B
(Pharmacia##) 1 gict + IgG30mg % 4 X
L DICKERMICRESE,0.2M 7)) o iE
% buffer PH2.8(0.5M NaCl% &) TisHX
4, bt FgG tRBBRNIRETIEE 07
SRR,
7 . Nal'%5 o) radiolabelling

B R e b IgGix, chloramin T &
OBl 233, R He FIgG 1 mg/ml
PBS i 500.Ci 125INa/10.] (0.5M phosphate
buffer PH7.0) %z, ->v70.1méo chlolamin
T (600.g/mt H:0) %Mz Filt T1 HRIRGS
721, 0. 1mf sodium metabisulfite (1200.g/
mé H20) %0 2 €T RIE % %1k & 4, SephadexG-
1504 7 2@ L CHEL, #1E—7D%¥ER
FEERL,SIESME FgG e LTHERLL..
8 . conglutinin RIA

¥ conglutinin #2.5.g/mé NIRE X L, bu-
ffer ix VBS-Ca*, Mg*(0.02% NaN3% &4,
ZnENAPHS.5L¥5) #EAL, o4/ ¥
F 2 —712500 3D X, 37°C 3 B coating
L, SR TEIRICHRFL 22, AR VBS-
Ca*, Mg*, PH7.2(Z B %iFNHEANAL.S
% Tween-20=polyoxyethylene sorbitan mo-
nolaurate, sigma # 3 # &) T 3 @k L THE
ML 7. #Rmi#Es0.4 i VBS-Ca*, Mg*504
%10 2.37°C 205 P KU it 4%, VBS-Ca®, Mg*1000
A %Mz, %7450 3> % duplicate T conglu-
tinin Ccoat L 72 F 2 —7IcEE, FiBT1EKH
R & @724, VBS-Ca*, Mg* 3@k,
2V 4504 BRI L+ IgG 3 Tiepm MR,
Fik 4 BHERIGH, 3MKFL, yrehT
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F—CTRIEL 22, BRMFIZ-30CICREFL,
EHnE: EElRERAOE P IgG RS EL

T-NNCREL, EREBIIF—NLDEX
L7,

9. Clq solid-phase radioimmunoassay (LT

Clg RIA r#g)

Clg iz k¥ 6 nHHE? TIERE E + iFEH & i
#5301, Clq RIA 2 Hay 5 &8 o ¥ 10 T4T
- 72, ¥% Clq # Phosphate buffered saline (=
Tlmg/mNBEEL, >4/ X¥F2—7I1C 18
FoOuX, 4°C 2#H coating L, #&#(0.3
% Nacl, 1.5% Tween-20 & 0.5% bovine serum
albumin # &{:) C3EKSEL TELICHERLL,
HR M Ei, 0.3% NaCl ic T50fE#RmiE > L,
2N95bH1m%Clg#coating L7z 4/ ¥+
2 —7z duplicate Thnz, 4C1HENGER
#, 3MEEHEL, Kic SIEHHE F IgG (BE
0.14g/mé) % 1méiNz, Fig2kKEEREE, 30
HELTH A7 I—ICTRELR, BR
nENRFE LU, ERMEERANEE IgG
DFE%I: cong. RIA DBALEILETH 5.

10. in vitro ¢ immune complex 7 {E%Y

Bt b 77z e XMmiE (Hyland #8) %
VBS-Ca*, Mg* T100ul ¥ > 1E 2 HFRFI &
L, 2021251 e F P72 > 100u 3200
2 T3TC6045IRIE1%, 4 °C 5 HREE, 1500G
X305 fE.(L, L% conglutinin RIA % 7-
12 Clq RIAICERL, WERELICr>=h Y
=z TH > P& FAE L, insoluble IC &
LT&bL .

11. SLE BEMmiETHIC nikil

ARA FRZWiE % % i 7: 3 SLES65EFIc D .

WTREL, BRMEERDLHNEFEL b

Mm#50.1 & ZAE 1gG 0504 (MBEIZ100u/mes
t510ug/ub 3 T VBS-Ca®, Mg*ick 28

REF)EM2 2240, &1 SLE BEimi#50
4 EVBS-Ca*, Mg*50ud #mMz72L 0% &2
JTC27 MR &€, DT VBS-Ca*, Mg*
#1000, 2, %95 H450 3> duplicate ¢
conglutinin RIA 2R L 7=,

-] =
1 . Sephadex G-200 # J 4iz t % conglutinin

nEig (X1 A)

H1ADKERBIE—72RL2bDTH
3%, 1281% 1o conglutinin i (2 Fraction
3> 5173 TRH LN, FVRILERIE T,
#i conglutinin M i#% & Fraction 34 512% Tik
Bz EH1,

2. DEAE /v u—2# 7 Aic & 3 conglutinin
NisHlR(X1 B)

# conglutinin, ¥ % 4 % Sephadex G200 #
SLATELNE1E—7%, DEAE£Lo—
A H T LTHET 5 &, NaClitE»0.15MA» &
0.25M O T & i 3 2D A H¢ conglutinin
EHEER L, 728 conglutinin 7 & NEIC L
RO % BD I,

3. ¥4 conglutinin N B ERKEHTR(X2)
¥4584 | 7> conglutinin ¥ #{ conglutinin fi% &
DS, ST 1 R % Bz, Fmi
23 L € B RWIA conglutinin i SFIC 1
DTG 3 2 ¢, TilEOH 4 miF (Behring-
werke #:3) Tl3, 2ICHL T 2K 22
v T, Piconglutininfifk% FA T g
Zzhini,
4 . RIA |2 $ 2 conglutinin» 28 iR & (X
3)

conglutinin iR & % 10 ug/méh LMK L TW &,
EFN#Fhs 4/ ¥+ 2—7Ic coating L, 125 %
BEHEIEG 0. 2ug/mb & HikE B M7 % 37°C 205
RiE&E24 0 %4504 (27 5F cpm) oM
2, 1BMZRERIGE, BELCA7 P EE
#%E L 7z, conglutinin i A°1. 2ug/meLL T i %
5t, BATHERIRGEHIEL (WA L1
TLA#% conglutinin RIA (= f# ¥ % conglutinin
R, 2.5ug/meE L 72,

5. #itkiENORET (X 4)

%1% IgG #1000ug/méH 5, VBS-Cat, Mg*
TiE4MIRL, ERFL FOFH(O) 22 i3Hm
Emi#H(CEN) &, 37C07MR IS &2, 1251
E#Ee b IgG £ 2 T conglutinin RIA # 17
o7z, Bt 1gG M62ug/mbLL T NRIBRERS T
i3, #MEFL LT FLFEEAVWCEAR, B
mEEAWIBAIRKL THT > F EhEDr -
72, BEED e iFba ICHENRAEOH
HRELT, £ rOFELHVBEIREZ EHHS
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X1 . Purification of conglutinin

B %

A . Purification of crude conglutinin through Sephadex G-200
B . Further purification of the first peak of Sephadex G-200 chromatography

thyough DEAE-cellulose
0.4

A

T

first peak

0.3

0.2

0.T¢

absorbancy of 280 nm

conglutinin activity* =~ = K A oHE

HoH M M W+ o+t 4+ 4

precipitin reaction A L L L R S R SN S N S T I
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>
o
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<
el
~
a
= 0.1 0.2
it S
conglutinin activity =) @) o =)
precipitin reaction o) () ) e

#conglutinin activity, (+++)over 1 : 2048, (++)from 1 : 512too 1 : 1024,
(+)from 1 :128to 1 : 256, (—)under 1 : 64.

conglutinin

[X] 2 . Immunoelectrophoresis of purified conglutinin
and whole bovine serum (WBS)

P Elolz, 5256 C300MIEBLE b miE
(OFN) % 72120.01M EDTA-3Na # &% VBS
(wEN) ZEH L 72354, 24t IgG o conglutinin

NDFERIFRD LN Lo,
6. LEMEEOIREFT(XS5)
conglutinin RIA »#KKEENREETH

concentration of NaCl (M)
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X 3. Binding Activity of 125]-labelled Aggregated

IgG to solid-phase Coated with Various Am-

of Conglutinin

5000

4000

3000

2000

1000,

binding activity of'**I-labelled agoregated 196 (cpm)

1 2 3 4 5

conglutinin (pg/ml)

4 . Selection of Complement Source for Binding Activity

of Aggregated IgG to Conglutinin

6000 |

5000

4000

ty (cpm)

Al

3000

2000

conglutinin binding activ

1000

0 3.9 7.8 15 31 62 125 250 500 1000

aggregated 196 (pg/ml)

Various amounts of aggregated IgG were diluted with

10
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bbbtk LERERETL . T IgG
200g/me & IEH £ F iE(CH50=235)200 %5
2 B L 72 L o & ]G &4 conglutinin RIA
2iTo7, RS5nLHICMFENETTRT &, E
Fe PE5AU E2MZ5E 77 F—IET
5N TR/ARLELHAERIZIER L P MiF25.]
HLT A e L 72,

7 . conglutinin RIA THRH TR Bz IgG
#(X6)

EHE P MmiE25 2 A L 2350 TEE
REEIEGEZFANL. K6 DL ) IicEiE IgG
BA320ug/mLL bic 2 L 7T —IcET B D
T, WARKREREIZH320ug/mETHB T EHHS
etz
8. HEEMBHER(XT)

M IgG 100ug/me & D IEH & F MiE THR A
A %->< Y, conglutinin RIA #%
Toiz, BIEEINHT7 > MK
(Y cpm) L ZE#HIgGnEAR(X
wg/ml) ki, Y=20X+1680
EMARRE THE D 5 L,
FoRETRE L R/VEEIEG E
I35ug/mbEEZ LTz,

9. in vitro T{ER L 72 BSA-
# BSA-IC o (X 8 )

RENIEL-EHT LTI 2D
A7 & BEL, insoluble
IC#R&THLNET B,
EHASEB TRLEF SV
LR A N, DwTLrEFRD
IC & &% 1gG (0. 2ug/mb) % 554
&4 inhibition test # 47 - T,
fiREagic IC 2 IS % &, cong-
lutinin RIA iz 3w T Clq RIA
BV TLMEBEES & U
B % & T soluble IC »i#llzE
HUHETH - 72,

% 3

conglutinin |3 ZFEHFLE MM
WHICHFET 25+ MmiEpic

fresh normal human serum(NHS) (@), NHS heated at

56°C for 30min. (o), NHS containing 0.01M of EDTA

(=), and fresh horse serum(0),

REELLZVEAETHY,
EAC3 2+ 2 HEEHT 5
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® 5 . Effect of Human Complement on Binding
Activity of Aggregated IgG to Conglutinin Ag-
gregated IgG (200,g/mt) were previously incuba-
ted for 20min. at 37°C with various amounts of

normal human serum.

conglutinin bindina activity (cpm)

6000

5000

4000

3000

2000

1000

G 7 . Standard Curve of Conglutinin Solid-phase
Radioimmunoassay Aggregated IgG (.g/mf) were
previously incubated for 20 min. at 37°C with

0

0.81.5 3.1

normal human serum (p1)

fresh normal human serum.

4000

w
b=
=4
=

conglutinin binding activity (cpm)

~
S
3
3

Y=20X+1680
Y=cpm
Xepg/ml

6.312.5 25

0

20

30 40 50 60 70 80
agyregated 1yG (wo/ml)

90 100

120

50 100 200

X

1 S

[x] 6 . Higher Limit of Sensitivity for Aggregated
IgG which Could be Measured by Conglutinin
Solid-phase Radioimmunoassay

Various amounts of aggreated IgG were previou-
sly incubated for 20min. at 37°C with 25, of nor-
mal human serum.

6000

5000

4000

3000

2000

conglutinin binding activity (cpm)

1000

20 40 80 160 320 640 1280 2560

aggregated 196G (pg/ml)

%8 . Measurement of Human Serum Albumin
(HSA)Anti-HSA Immune Complex by Conglutinin
or Clq Solid-phase Radioimmunoassay

antigen excess cquivalence 2atibody excess

20000

40

10000
20

per cent inhibition of HSA »nti-HSA ‘mmune cc~nlex

] _1abelled Atbumin activity in sedirent {cpm) {+)

antigen(lISA) 3_16_ B8 4 2 111 1 1 1
antibody(anti-HsA)1 1 1 1 1 T 2 4 8 16 AN

(-) :1%5]-labelled Albumin in sediment which
represents insoluble HSA immune complex
(®) : conglutinin solid-phase radioimmunoassay
(0) : Clq solid-phase radioimmunoassay



Conglutinin Solid-phase Radioimmunoassay i & 5 ifi # immune complex NH#k 709

2k, L iC i ERLEERTFIC
BL Tid, 2 NIXEHFAES 5910112 cong-
lutinin ¢ IC Ic#454& L 72 C3d ¢ A2 AHT 5
#8% % FIH L 7- conglutinin RIA iz k 3 ICER
nRAIL, 19774 Casali %1 & Eisenberg %2
&N MHTHRESNTV 5, ZNFAKFIC cong-
lutinin N REILHEBR E X DEENRIHER
ThHaY, ZORICEL TFAL G 5V,
Casali%n} i3 & f Eisenberg 513,
& b i< conglutinin # £/ L 2=\ RETH
BichrbbTRAEBECHL N DB YALN
Bz Eh b, 4 E%EEIL, conglutinin DKM
EEEENE 2 BEANICRLRR ZMZ . 2
WTREBENTERL 22 soluble IC i DWW,
RENWRLZ L ERL, &5HiZ cong. RIA i
DICERETH 3 Clg RIA ¥ 2EBHCIT, BT
LICZ2ERL T2 THENKRTHEZ L 2R
L7z, % BHEHES M Tl insoluble IC i3
REELTREL %L, RBELh -T2,
conglutinin ¥58 »3g 4, Casali%i3 Sepha-
rose 4B ic conglutinin ##4 &4, DWW T0.02
M EDTA CHRREIETWEY, SENERTIS,
conglutinin |3 Sepharose 4B ic#43W¥ETH -
720 Zymosan | #5834 12, DO\ THRICE
L € Eisenberg 2 {3 Sephadex G-200 5 4 %
AetE1E—7%#BTw5, FHIIoh#%
EICDEAE £/ u—2AF L THEHL, %D
2 %18, %D 5 H conglutinin |3 NaCl iRfE»*
0.15Mb> 50. 255MD GBI NAHFET L L %
RELZ 280.3MTEHENsE1IE—2id
HEREMITLVEBICTRIEG L AT o1
B2AETHOTHRMICICRESNINE L E
2o, FHL 2EH conglutinin TH 3
PErERETHHER, BRANEL2EL X
wif4A, EAC3 % Hv»C conglutinin i&# % %
FoZthw—nhEtBbhd, EEIER
M2k % Fv> Forssman Hifk CRAEL, #KIZE
n#E%AVTEAC3 #/EML, Zhz@E3 ¢
dNffi% { - Tconglutinin iFEME & L7, v m
%o conglutinin E#EI2EE 1 X322 5 1 X6412
BEIC T & % vf, Hl R L 72 conglutinin TiZ,
1 X2048L) LorigtE 2R L 72, % 72 conglutinin
RELZI0/iIcAML, HEMRE, SIHAE

1% IgG r nEEAHEE T~z & Z 5 conglutinin
BE1.25~2.50ug/mb TEMIRG LEEAEEHET
B ML, ZORATIZHEEKE @I
L7:354=, 0.00M EDTA %ML 72541
BlIEE B Z &4 5, conglutinin DHEHE % i#7:
TLnEEZ LN, DWT, ERLAHMLE
E DRIBEITKE) T BHIRIC 1 FNLER & £
U Lachmann m$##&¥ & —%L 7z, % i conglu-
tinin {FHEIC OV C, IR, F HK S92, Human
MQmwk%?M%LT;Eﬁ.%%émﬂy
TNDERIE MK L 28R, FET
{ conglutinin i§¥A 32 &H 7z,

conglutinin RIA NHEBERRETZITIicH 2
-, conglutinini®fE, FCHER, #FHT 24
EZL U PSIE#B b b 1gG, s R
HHh P8 & % 5, Casali & )34, conglutinin
BEEIL 5 2/l TH Y, conglutinin & IC K
FEfIZ iR 1 8, W TICHhanIgG & 15147
@ik b IgG t oRIGkEITE R 4 650, #H
L@ BIIER L  miF25 4858, #AL
721251 #2347 1gG &1 7.5uCi TH -7z, — K Ei-
senberg %33R A conglutinin & 250ng/
ol v L500ng/me TH 0, conglutinin & IC»
RIGEERIZ 4 C 1 DWW T, ICHa IgG & 1291
E@Epie b IgG L HRIGERIE, 4T 38,
HRALZ-EEEIIEEE F LFESAHELE, #
MLz IR | IgG ik, 80%cpm Th -
2. LLE YV BRELZERIALNL VDT
HMIFAHETH DY, FEENHERR, Casali ¥
NHEICEWERbNS, BREIRR(, ICH
ENBEII IR I, EHIgCHRRAE T 3/
néh 510002/ mbE TV b TE N, FEHD
R CIRIMARZERE F LiFT5JdEHL 72
e, 5pug/h 5 320ug/mbE THICRIEHTRE
TH-12,

kic conglutinin RIA ¢, ICXBIELH%H
EH %, in vitro THEM L 72 HSA-$i HSA so-
lufle IC # AW THRAETL, HURBHERE L U5k
BER L TRELES Z LRI Nk
s {1

conglutinin solid-phase radioimmunoassay
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DEBIIREEZ T VROBR LR,

1. £1MmE LY Zymosan & Sephadex G-200 7
SABLUEDTANu—2A T 5EHLT
conglutinin HHFER & 1T - 72,

2 . conglutinin iF % EHMEKIC Forssman #t
RTBEL, BHikzRAE S EAC 21
AL TRHEL KXok iEEsidfd bz,

3. #i conglutinin il & % RFEIC TER L 4 Mm
% 7213858 conglutinin (CXHL T 1 RO
Bhr@on,

4 . conglutinin solid-phase radioimmunoassay
TIC 2 MET 234, conglutinin REE2.548/
m T, EEFEE FMEDu g HLBOMKELERL
T, EHIgGHRER TS5 ug/mlh 5 320ug/mb F

x

w

THICHRETTEETH » /2. 4 EB conglutinin
 ICH RIS Fill 1 85, IC thon IgG & 125]
EaEH e M eGaRGRREIZEIR 4RI TH- 72,
5 . conglutinin solid-phase radioimmunoassay
Tl3, in vitro TER L /- soluble IC # /&
FHB L UHERBRIB TRUTRTH - 72,
i &

Fik#wdichiz), FFENHIEY, HLM22
V7o BT R, BN B AW IS IRE L B R
nEXERLET,

Human R3 T conglutinin D RIE % HHvV
L 72 FERRFE L, HHGREAEEICERT S,
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Detection of circulating immune complexes
by the method of conglutinin solid-phase radioimmunoassay
I. Experimental study
Takahiro TAMURA
The 3rd Department of Internal Medicine, Okayama University Medical School
(Director : Prof. T. Ofuji)

Conglutinin solid-phase radioimmunoassay (conglutinin RIA) was utilized for detection
of soluble immune complexes in sera. Crude conglutinin was obtained from whole bovine
serum using Zymosan as an affinity absorbent. The further purification of crude conglutinin
was performed through Sephadex G-200 and DEAE-cellulose column chromatography. The
activity of purified conglutinin to haemagglutinate EAC3d was found to be more than 1 : 2048
in titer. Anti-conglutinin antisera raised in rabbit gave an identical precipitin line against
bovine serum and purified conglutinin. Conglutinin RIA was performed using 2.5 ug/ml of
conglutinin and 25 ul of fresh normal human serum as a source of complement. Serum sam-
ples were incubated with conglutinin coated on polystylene tubes for 1 hour at room tem-
perature, and incubated with '*I-labelled anti-human IgG for 4 hours at room temperature. The
amounts of immune complexes measurable by this method were in the ranges of 5 to 320
rg/ml equivalent to aggregated IgG. Conglutinin RIA was applied to the detection of soluble
immune complexes formed in vitro which could be detected both in antigen excess and anti-
body excess regions.



