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IMPROVEMENT OF ENZYME-LINKED IMMUNOSORVENT ASSAY FOR
THE SERODIAGNOSIS OF ACTIVE PULMONARY TUBERCULOSIS

Haruo NAGAE* Toshihiro MIURA, Chokan LIU and Hiroshi TAKAHASHI
(Received for publication May 28, 1987)

An enzyme-linked immunosorbent assay (ELISA) was used for detection of IgG
antibodies to purified protein derivative (PPD) and specific substance of mycobacterium
(SSM) in sera of patients with pulmonary tuberculosis. The antibody levels were
determined by ELISA on 36 specimens from patients with pulmonary tuberculosis and 24
specimens from healthy tuberuclin—positive individuals. The antibody levels were obtained
by the use of serial dilution of given reference positive serum to prepare a calibration scale
of general validity. The mean IgG antibody levels were significantly higher in the patients
than in the control subjects. The covariation of the ELISA results with the two antigens
(PPD, SSM) was highly interdependent.

SSM was used for passive hemagglutination assay to test sera from patients and from
contorol subjects. The serologic discrimination between patients and healthy skin test—
positive subjects was better in ELISA than in passive hemagglutination assay.

Key words : Enzyme—linked immunosorbent F—0—X: BREERAEE (ELISA), H&y~
assay (ELISA), Purified protein derivative w2 ) v (PPD), #EMEAEHHME (SSM), #&
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1) Coating of antigen

PPD or SSM 10 ug/well in microplate

|
over night at 4°C
l

wash 3 times in PBS— Tween

2) Assay of samples

200 #l/well of sample diluted with PBS— Tween

!

incubation for 5 hours at room temperature

|

wash 3 times in PBS — Tween

!

200 #1/well of Alk, —phosph, —conj, anti IgG (1 :2000)
|

incubation for 3 hours at room temperature

!

wash 3 times in PBS— Tween

v

200 #l/well of p—Nitrophnylephosphte
|

incubation for 30 minutes at 37°C

!

stop with 100 #1/well of 5 M—NaOH

|
read by OD 405 nm

3 ELISA it & 2 5ift#% IgG bk ifllEs:

& ESRUARIC X B EEMBORNE

Coating Ag P P D S S M
St oorionjugat 1900 | 1:2000 | 1:20000 | 1:200 | 1:2000 | 1:20000
1:1000 0.341 | 0.659 | 0.372 | 0.641 | 1.013| 0.610
1: 64000 0.014 | 0.028 | 0.008 | 0.019 | 0.0 | 0.022
A 0.327 | 0.631 | 0.364 | 0.622 | 0.957 | 0.588
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A YL =10 (og OD~2)/b) 5 FERAEEL x 10 DEHEAIC
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3) MD Ritic & 3 BER OENAMORE (K
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SSM RAEEFRIMERIC & 5 MD RUGEEEM S, BER
TI123.1£1.2ThH Y, BEEHTIR2.2£0.7TTH >0
ZOERRESRICHNTEEROANEL, Hi¥EN
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