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Fluorometric ELISA
Microplate coating (10 xg protein/ml)

‘l 4°C overnight

Washing 3X with PBS-Tween
Serum (1: 4)

J Room temperature 3hr, shaking

Washing 3X
Anti-IgE-g-galactosidase (1 : 40)

l Room temperature overnight

Washing 3X
0.1 mM 4MU-4-D-galactoside
1 37°C 2hr, waterbath
Stopper (0.1M glycine-NaOH, pH 10.3)

Fluoroskan

Fig. 1. Procedure for fluorometric ELISA.

3. ELISA#® (Fig. 1) . =4 7e7v—+ (Im-
mulon II, Dynatech #) © &7, 0.05M REBEE K
(pH9.6) T, 10ug ZA/ml 0BECH bR HERK
#100ul $oM%, 4 C—RBEL, HEXEHKRE
S8, B (PBS+0.05% Tween 20) T 3[E#%
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oz, 7v—tk=427rF4— (MX4 KR
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7.0, 0.1M NaCl, ImM MgCl, 0.1%NaN,, 0.1%
BSA)T1 [ 40RFRL, £RZ100u]l Tommz i, 7
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DOMETC, TV — bRy — A LEREKBED, 37C
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4, Phadezym RAST @ A¥TERHE RS I 21
R=n=F4 A7 (EFHEUE) ¥HA\, Phadezym
RAST kit (Pharmacia #) CEIEL .
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Fig. 2. Fluorometric ELISA with various con-
centrations of antigen and various dilutions of g-
galactosidase-conjugated anti-human IgE antibody.
® 1:10; © 1:20;, = 1:40 dilution of
anti-IgE. FU fluorescence unit.
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Table 1 Effect of microplate-shaking 212
on antigen-antibody reaction ] D Indonesian
Serum Fluorescence unit N \\\\g' Patient
dilution Shaking No-shaking |increase (%)
{ (A) (B)
20¢
2-! 3107 3009 3 “
2 2143 1728 24 3
273 1440 1051 42 3
9-7 725 486 49 2
2-° 263 170 55 s
*» A-B E 10
} B %100 g
z
FU
30007
<16 20 ) 30 FU logyg
Fig. 4. Distribution of IgE antibody concentra-
tions is Japanese patients and Indonesian non-
patients.
\ 2000+
AFEBRTHLFUROTH -7, LI TERE IgE
Vit w g+ 50, LIFo ELISA kT, M
EERII 401 FRoxE L, MFOREIETS
vt RERETA KL,
¥, BEBOKRNELTR—7Vv =t ® well Mo
* 1000 ¢ BlESEEY AL, MGEBENDED FUELXR—7
LV — F32REF o TR & 2 A, FIHMES38, EER
#49.7CH 0, BEHEH (coefficient of variation) »%
9.2% ThH oo RKiEf—r v PO 4D TV — bIZD
W, Frv—rERIABVERLTA, Tr—
» v - - . -3 rF DEHEI LT L, 553, 545, 538, 560FU &z &
V.4 1.8 116 1:32 1:64 1:128 A/&'K‘b;)fiﬁ"')fc.
2. A¥IEHEREZEMEF O IgE ko RE
Serum dilution rRoOFERE-C, BEMFERE, BIU0HG
Fig. 3. Antibody titration curves of different BHMBELTA Y P2 7HALKE2IKRED R ¥
sera. ' FE T 5 GE HiEEL R/, 1V VX7 A
® serum with high-positive IgE antibody; e, 3HAM0(=10'%) - 100(=10*)FU I CH -
O serum with low-positive IgE antibody; Fpt 202128~ T40(=10") FU LT T

®  antibody-negative serum. .
7o, LA KrBEMFI214(=10"°) - 3434(=10%%)

FU oML, mEoMKIARCEIITE L.
BB X 5HENBEEIC - Tv5, Fig. 3izit, IgE Fig. 4z, FAERNOBES xR T.
LSRR, SRRRME s X VBt MiE ¥ 2 IEREFERL, Kz, 4 A\OBEORBILELFA e, EILTH#
Trv—+ HIRBLTCELISA% K o R YR EFRFTE, A1 ABRROTOBE OMmE 2 RFF
T, WERELEE b, 1 4FERICEVCFU Eo LThsd, BE EHECE-TWABRADEEOM
BiTbn@E»bhhmote, —F, BEOETHL . B oW T IgE FUAEY AR, Fig. 50X 5
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Ny 2 ¥K ELISA ORIRE (FU) &x—~=F 4 2
A FE % F\v-7-“Phadezym RAST”O®R¥E (OD,,,) &
2000 AN DR TR, Fig 6lRT X 5w HBEFRE r=0.836
/\“/” / (p<0.0001) & HBENL BRI,
1000+ j; ;
{ M. / ..
79 84 815 8_? 67 76 77 84 85 Jgﬂa{h % g
3000, 3 4
i AXFECx 4 5 IgE LB BIE I, 983, RAST
200" — PELRTELS, ThitfRbb b0 s LT, B
2 HYRFLUY s =X EHWICELISA g E2h
- / B,
R N\ N N A TREBZEEE -2 FLy /XY 72 LB
R ¥ % % T TN Dy FERAUGREMNELISA B0 77
Fig. 5. IgE antibody response to Crypilomeria Thizdh, GERGRHORERZ BIFsZ thcs

japonica pollen in 4 patients. pollinosis.
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Fig. 6. Correlation between the fluorometric
ELISA and the Phadezym RAST.
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FLUOROMETRIC ENZYME-LINKED IMMUNOSORBENT ASSAY FOR THE MEASUREMENT
OF IgE ANTIBODY TO CRYPTOMERIA JAPONICA POLLEN
Masahiro Sakaguchi and Sakae Inouye
4 Department of Microbiology, Institute of Public Health

Shuji Suzuki
Department of Medicine and Physical Therapy, School of Medicine, University of Tokyo

We have developed a fluorometric enzyme-linked immunosorbent assay for measuring IgE antibody to Cryp-
tomeria japonica (Japanese cedar) pollen. Polystyrene microplates were coated with proteins extracted from the pollen.
IgE antibody which attached to the solid-phase antigen was detected by g-galactosidase-conjugated anti-IgE antibody.
4-methylumbelliferyl-3-D-galactoside was used as the enzyme substrate and the fluorescence intensity of the reaction
product was measured. The antibody levels determined by this method well correlated with those determined by the
“Phadezym RAST". This method is simpler and less expensive to carry out when dealing with a large number of
serum specimens in the study of seroepidemiology of the pollinosis.
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