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2. ®/ 79—+ LHKDEL

6 8> BALB/c =7 A2 4 mgH#LE % PBS
I B L %8 complete Freund’s adjuvant &
BAELIT=NLY 3 v 2 /F LS E TEERIC
1Efet 4 B L7z, &AMIE 3 BRICRE
27 A% B LR P, RIS &
8 -azaguanine fiftE NS—1 : T u——fifg%
Ee&L, 50% PEG4000 (MERCK, Germany)
I CHIRARR & 21T - 72(3). 96AIZETL —
MRS A EREL, HAT (1004M hypox-
anthine, 400nm 16 M
thymidine) #%10% Fetal Bovine Serum
(AERMER, Australia) &% RPMI1640(GIB-
CO, USA) £53ic CRiG-HaiB 28R L 72, 7 ~10
AIZEBE7 2 L) LFRRBL, REHE,
FAwsae7) >y, EEE POEEHRESL LT
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FLREARERIGL, ¥4 v su7)y, E
B tOFEERICE2BDLVLOEERLBFR
FRECTC/7o—= 7 L BBDE /) Ju—F
NTEE BT, KEOHK*EBL-HTYRY
v BALB/c =7 AiCHEMLE/ Ju—F
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3. EEHURE:

MR & LTI TR <& P oRE
WRIRBESYI - 2465/ L 72, cryostat (BRIGHT)
12T 4 pm OEFFEGF % M LA, 100% #
F /= NTAHEERIC TEASE, BELEZ30
e L 721 PBS i T##¥L, FITC E#i
27 X IgG lUEmEIC & 2 8EhukpEskic &
NRET—FRELL (4).

4. SDS—PAGE

Laemmli » 5 (5) Ic¥LT, YLVERK
Bic THR 25 EkE L 72, kEYER %8BT
L UIEBTERMAETIC SDS £m2100C 3 4Rl
#HBLWEILL, 15% polyacrylamide S8R 4
L (0.375MTris-HCl, pHS8.8)ic Tik&E) %17\,
KB 7 e VT N— I TREL 22,

5. Western blotting

SDS—PAGE 2 &k » THEEI N AR #,

0.12M 7' 2> £20% # 2 /— )&% 0.025M
) RBEHK (pPHS.3) R T=tutro— X[
ICEEL, 1%¥Y7F>—PBSIcC7ay %>
T#HE 7u—FHikEZRTIRERGS
w7z, KIS PBS iC T## L 2244, horseradish
peroxidase &I~ X IgG WWFMmFE* Kt
24, PBS iz ¥k, EFHEH (4 -methox-
ynaphthol, Alorich, USA) 2z (RE3¢
7z.

6. €/ 7v—F NEKREBMLHHEEDNE

(inhibition assay)

T v 4 DFIEE Fig. 1IcRT, HREBHE

(10¢g/ml in PBS) % #4% 196X ELISA <4
7au g4 F—7v—F (Maxisorp, NUNC,
Denmark) iz, 1003 4 Cic T—BE 7V —
F 4> 7L, PBSICT 3 EIESEE, FiRicT
601 %Y T7F>>T7uyx> 7L PBS—
Tween (=T 3 @##H L 72, horseradish perox-
idase B L7z ®/ 7u—F Atk BEME L
H b LHWFHARERNTRIG S,
w4 7ug4—7v—FicBLL ZiET60
SRR s 24 PBS—Tween T3 B3t L 7214,
%424 (o-phenylenediamine, Wako, Japan)
#7102 TRNEE % 492nm T EIA Reader (BIO-
RAD, USA) |z C#lE L7z, BIER R, standard
& L THIROFERT % VER L R RAR THOR

B ® #

Inhibition Assay Procedure
coated Ag

blocking with 19 gelatin

Standard® or Sample® 50
HRP-MoAb (6E1)$ 50

pre-incubate for 20min at room
temperature

incubate for lhr at room temperature

washing with PBS-Tween

Substrate

|
OD 492nm

OStandard : Ag diluted by buffer
(0.5%BSA, 0.1%Tween20 in PBS)

&Sample : serum diluted by buffer
(X2.5)

OHRP-MoAb : 8 3 7RI TN F
X F—LiEH

Fig. 1 Inhibition assay procedure

SEBEA & VERR L 72 iEdephAR & D B2 U/mlTE
RL72, BIERTT duplicate TIiTv, BE
E#ZEIT Student’s t-test & V72,

* ES

1.%®/ 70—} )Hik

H4ora7)r, b nEeiEEETe
EREERIGT 2 6N T/ 7 o—F Lk
‘Bonk, EILE/ 70—FNHEKDS5 L
6E1l, 4G2 D 2HENHAKRIZDOWT R L IcET
zz .

2. #iyitks: (Fig. 2)

N FRBRRRESY R 2 27/ —VEE
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3. SDS—PAGE (Fig. 3)
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Fig. 2 Indirect immunofluorescence staining of thyroid tissue from Graves patients.
(a) shows staining with monoclonal antibody (6El), consisting of a bright uniform

staining of the colloid.

(b) shows no staining of the colloid spaces with PBS.

4 . Western blotting (Fig. 4)

6E1, 4F2m 2@ x / 79—+ ik
FHERALBRHE TR W Thonsik Ty 14kD i
o8y Fhr g & nre.,

5 . Inhibition assay (Fig. 5)

ELISA iz THRIRERBEHH (& F 75
314, FEREFRRALL4HBY), EFEALB|HME
FOMBEEFREL 2. EHEAMBEOFHHIR
£1327.4+2.3U/ml (mean+SD), BEHERK
IR BE14H Ti310.91:4.5U/mlTH D, EBMHE
PRk EBELE CIRARICEBINREIL RS
LTz, 73t F7REBE TIERIGHE THREETT
HRIED L D166 721.1+5.1U/ml, i H AR AR
RUEVHIEENLDISHIT20.0+4.9U/mlTH
N, BRAEPRBREBE TR NEMETH - 2.
EEA LS FREBEIE TR TTERE
DHEZ P bLTHEEIRD LN L -T2,
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DEFNIEREELELEETH 2, EFicEl
L CI3PHEZEET 2RAQBKRERD 5D
Wice, FlmFWEOWUEICL HEMEL T
BRI L) FRREDBREBRALE L LD
CFWMANDLNNEE, BEICLYRLES
EELICRET 2 WEORERT L EEER
na, BERERICEL CI3EEERRRDERE
ThHH>EIEFRRAETIIRSR, PREHLD
g, Mikjid, CRP AL Y OREMR LY
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Fig. 3 SDS-PAGE analysis in reducing
(lane 1-4) and non-reducing (lane 5—
8) conditions.
Lane 1,7 shows microsome fraction
(Mic), lane 2, 8 thyroglobulin (Tg),
lane 3,6 crude antigen (crude Ag),
lane 4, 5 mol wt markers (Std).
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Fig. 4 Immunoblotting of the antigen.
After electrophoresis gels were sub-
jected to immunoblotting with
mouse monoclonal antibodies direct-
ed to the antigen (6E1, 4G2).
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Fig. 5 Antigen in serum samples measured
by binding inhibition assay, using
ELISA, in 10 normal subjects, 14
patients with subacute thyroiditis
(SAT), 31 with Graves' disease (16
hyperthyroid and 15 euthyroid
state).
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Differential diagnosis of thyrotoxicosis using inhibition
assay of a protein present in thyroid follicular spaces
Shigehiro YAMAHARA
Third Department of Internal Medicine,

Okayama University Medical School,

Okayama 700, Japan
(Director : Prof. Z. Ohta)

The difference between stimulative and destructive thyrotoxicosis is usually identified by
thyroidal uptake of radioactive iodine, but uptake is not always available. At present, there
is no reliable in vitro method of differential diagnosis of thyrotoxicosis. We conducted an
investigation of an in vitro method of differential diagnosis of thyrotoxicosis by inhibition
assay using monoclonal antibodies that recognized an antigan(14kD) differing from thyrog-
lobulin and thyroid peroxidase. The antigen is the soluble material present in the thyroid
follicular space, and is detected by immunofluorescent study. We measured the concentration
of this antigen in the sera of patients with thyroid diseases by inhibition assay. In sera from
patients with destructive thyrotoxicosis, the concentration of the antigen was lower than that
in sera from normal subjects and from Graves’ disease patients. There was no significant
difference between normal subjects and Graves’ disease patients. The data suggest that
measurement of the antigen in sera from patients with thyroid disease can be useful for the

differential diagnosis of thyrotoxicosis.



