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Summary: A new solid enzyme-linked immunosorbent assay (ELISA) for human a,-
antiplasmain (a,-AP) antigen was developed using two kinds of anti-human a,-AP anti-
serum. The procedure of a,-AP antigen assay is as follows: Step 1; a microtiter plate
is coated with an anti-human a,-AP guineapig antiserum for 24 hrs at 4°C. Step 2; serial-
ly diluted plasma is added to the plate and incubated for 24 hrs at 4°C. Step 3;
after washing with a phosphate buffered saline, an anti-human a,-AP rabbit antiserum
is added to the plate and incubated for 3 hrs at 37°C. Then, a peroxidase conjugated anti-
rabbit IgG goat antiserum is added and incubated for 1 hr at 37°C. After the 3rd step,
the microtiter plate is washed extensively. Finally, the a,-AP antigen is determined by
ELISA method using o-phenylendiamin as the substrate.

The lower limit of a,-AP antigen in this assay was 0.1 U/dl. In 25 healthy adult
males and 25 adult females, the mean values of ay-AP were 96.8-+-12.2 U/dl and 95.24 -
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10.7 U/dl, respectively.
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A good correlation was found between the ax-AP level deter-

mined by this ELISA method and by Laurell’s method. There was also a good correlation
between ay-AP activity by an amidolytic method and antigen level by the ELISA.

Index Terms

enzyme-linked immunosorbent assay (ELISA), as-antiplasmin (ay-AP), a,-AP antigen,
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anti-human a2-antiplasmin guinea pig
antiserum 1:125 by bicarbonate buffer

. A—

;4"0 over night

2
m— test plasma
A 1:1000 by phosphate buffer saline (PBS)
3 containing tween 20 and 4% bovine
4°C over night serum albumin (BSA)
3
e anti-human a2-antiplasmin rabbit antiserum
@ 1: 250 by PBS containing tween 20 and
T A

- 4% BSA
;37‘C for 3hrs

peroxidase conjugated anti-rabbit IgG goat
antiserum 1: 4000 by PBS containing
tween 20 and 4% BSA

:

; 37°C for 1hr
5 '?E\Q-.O— O-phenylendiamine
),
OD 492nm

Fig.1. A schema of enzyme-linked
immunosorbent assay.
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1% 7 He— XK[ZW_I:"C‘D OQuchterloney ¥ TIFH Ik

Fig. 2.

Ouchterloney’s immuno-diffusion in 19,

agarose.

1: Rabbit anti-human a,-AP serum
2: Guinea pig anti-human a,-AP serum
3: The plasma of a patient with congenital a,-AP defficiency

4: Normal plasma
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Fig. 3. Determination for optimal concentration of the
first antibody (guinea pig) and second antibody
(rabbit) for ELISA assay.

First antibody of anti-human a,-AP guinea pig
serum was diluted in 1:125 (A), 1:1000 (B)
and 1:4000 (C) with bicarbonate buffer.

Second antibody of anti-human a,-AP rabbit
serum was diluted in 1: 250 (e—s), 1:500 (o—o),
1:1000 (a-a), 1:2000 (a-2) and 1:4000 (x-x)
with PBS containing tween 20 and 49, BSA.

(2679

& 100pl3RmINL, 3FRIRIGH, ~ArtFy £ — v
BHFRE IeG ¥ FMBELRIEE LD, BECo 7 = =
Vv Y7 3V TRAEIR.
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BROBBRE L& 25 Fig. 3 (B) X8 (C) o<,
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I25fE /R, 2 RIEIZF BHIME % 250f51C R L
THIET 5 DPRHE S &5 2 b hie.

Z D&M CIER ALSEE B R AP RZ H3E MiE
» ELISA {ic X 2 FREGEBE L L & 5, Fig. 4
DL, K%k 7 5 7 1. 000f% ~100. 000£% DfE ¢ B iF
REMRBRAES R, ERM apAP KZ B M IR
EUTORRETH - 1.

WiT, 3EGURCAERT BN F v 58— CIEHHR
® IgG ¥ i D 2. 000f5 7 & 4. 0005 AFHUZ DT
A U Teat 2,000 (SR LR 2T B L 7B 7
CHoto.

RIGERIC oW, 37°C 3R 4 °C 1 BR & Higeik
HUIEHNRIERBEDORER TRV ENh - T,

ELISA B:oBEHMLX R B ©, E% AMEE ap-
AP RZBEMEL Th ZHERIL, AL arAP %
EEps Su/dl, 25u/dl, 50 u/dl, 100u/dl, 130 u/dl DE
7% SEOBWMERIER L, EREE > TR ELRE
L7z coefficient variation (C. V.) (34.9%~7.5%CE
I#C%H o7z (Table 1). '

3, (EBIRAD aprAP HiRE L ap-AP EM:: BT 25
Bl, ZFB5BFIDIMIEY v FAED\NT, AP FEES
ELISA % X0 EIA 3CHIEL, X, a-AP BT
$-2251 & F\ T R EEE L CRIE L.

ELISA K12 X 5 ap-AP HiREOF5E +SD ik, 3
F 96.8+12.2u/dl, &LF 95.2+10.7u/dl T, BLE
ECix 96.0+11.4u/dl THovz. EIA BETOD arAP
FUREMEITET 99.6+9.2u/dl, %F 97.54-6.9 u/dl,
B AT 98.61£8.1u/dl THote. WRIEE T, H
BIEt UL r=0.75 LB\ R L (Fig. 5).

FLeROERERC X5 arAP EEE, BT 98.9+
9.2u/dl, %F 98.0+10.3u/dl, B4 AET 98.4+9.8
u/dl & -%. ELISA BT X 5 ap-AP HEE & a-AP
MR ARBIE I r=0.76 TR\ VBRI L 1z (Fig. 6).
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Fig. 4. Calibration curves for a,-AP antigen assayed by enzyme-linked immunosorbent assay.

Table 1. Reproducibility of a,-AP antigen assay (n=7)

Sample MeanxS.D.(u/dl) C.V.(%)
A 122.4+8.0 6.0
B 97.314.8 4.9
C 51.6£3.3 6.3
D 24.4+ 1.7 7.0
E 53+0.4 7.5
150
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Fig. 5. Correlation between a,-AP antigen assayed
by EIA and ELISA in 50 healthy adult
blood. ® male O female
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Fig. 6. Correlation between a,-AP activity and
a,-AP antigen assayed by ELISA in 50
healthy adult blood. ® male O female
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il ap-AP HUEEOWENTRETHY, THMmAE 1ml
D AP FIFRES lu & LIcBs, TORHERE X
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