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<Flat-bottom> <Millititer>
96 wells fiat plate Millititer SV
1 coating PHA-P | + cultured B cells
60 min, 37 C | + antibody
wash l 60 min, RT

—— e e e e - — — — — — — ——— —

+ cultured B cells l wash by suction

2,000 rpm, 5 min. l + enzyme conjugated anti-Ig

15 min, 37 C ! 60 min, RT
fixed by glutaraldehyde 1 wash by suction
5 min, RT substrate

wash

blocking with egg white buffer
60 min, 37 C

wash

+ antibody

30 min, 37 C

wash

+ biotinylated anti-Ig

30 min, RT (or 10 min, 37 C)
wash

~+ avidin-peroxidase

30 min, RT (or 10 min, 37 C)

wash

substrate

Procedure of EIA

<Solid Phase>

96 wells flat plate

coating DOC-antigen

wash

+ antibody

90 min, 37 C

wash

+ enzyme conjugated anti-Ig
60 min, 37 C

wash

- —— — — ———

substrate
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% 1 MONOCLONAL ANTIBODY

Antibody Specificity
DI4 common determinant of DR
KOP common determinant of DR
Sh2 molymorphic determinant of DQ
DIOI1 polymorphic determinant of DQ
DW7 common determinant of DQ

£ 2 HLA cLass II PHENOTYPE

OF CELL LINES

Cell line DR DQ

EBV-Sa 1/1 wl/wl
EB-CMG 2/2 wl/wl

PGF 2/2 wl/wl
MAT 3/3 w2/w2
WT49 3/3 w2 /w2
ER 4/4 w3/w3
EBV-WA 4/4 wa/wa
L-KT2 4/4 w3/w3
LEIF-T 4/4 w3/w3
JMe 5/5 w3/w3
WT46 we/wb  wl/wl
HOR wo/we  wl/wl
L-PITOTT 7/7 w2/w2
MANN 7/7 w2/w2

EBV-Ky w9/w9  w3/w3
EBV-Isk  w9/w9  w3/w3
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Titration by Millititer EIA
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B 3. Titration by Flat-bottom EIA
Antibody :DW7

Asg2
1.0

ER

PGF
L-PITOTT
EBV-Ky
WT46

JMe
Molt4

[T

——

] L
10 2 1/2.5 1/12.5

Antibody Dilution (X 1073)



Bl 4. Titration by Flat—bottom EIA
Antibody :Sh 2

A492

1.0 1
Oo——0 ER
o———e EBV-Ky
Ly, WT 49
—at  EBV-Sa

0.51

0 2 2 - ;f ﬁ.
10 5 2.5 0.125 0.0625

Antibody Dilution (X 107*)



B 5. Titration by Solid Phase EIA

A 192
Antibody : DI4

0. 54
o—0 ER
H— EBV-Sa

0.4+

0. 34

0.2+

0.1 o .

A }Reactlon with nomal mouse Serum
0 - L 1 1 | - L 1

2.5 1.25 0.625 0.312 0.156 0.0781

Antibody Dilution (X107%)
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FESV— MEORIERBICOWT L RHRORE 21T o720 D QIUEDSZEME LY
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B16 Procedure of Inhibition Test

cultured B cells or PBLs
l 5,000 rpm, 5 min
cell pellet + MoAb

RT, 90 min, mixing
l 5,000 rpm, S5min

supernatant

|

EIA
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INHIBITION TEST BY MILLITITER EIA

A, DIRECT

KOP (x1000)

cell lines DR | DQ Agg>
EBV-~Sa 1 jwl 0.262
Z3-CMG 2 {wl 0.415
MAT 3 | w2 0.485
ER 4 | w3 0.480
LEIF-T 4 w3 0.456
HOR w6 | wl 0.306
MANN 7 | w2 0.120
EBV-Ky w9 | w3 0.231

Inhibltlon(%)

100 1

50 1

B.INHIBITION

x2000

/
=
o /V MANN
A

A//F

v

ER
8 LEIF-T
A EBV-Sa

target ER

2 4
cell number

(x10 8/m0)
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INHIBITION TEST BY MiLLITITER EIA

A, DIRECT.

Sh2 (x1000)

cell lines DR{ DQ Aqg2
£3V-5a 1 wl 0.033
z3-CMG 2 wl 0.048
MAT 3 w2 0.076
ER 4 w3 0.463
LEIF-T 4 w3 0.373
HOR wb wl 0.054
MANN 7 w2 0.089
£BV-Ky wg | w3

Inhibltion(%)

B. INHIBITION
x2000

100 . o LEIF=-T
/0
(o]
0
A
50 1
target ER
® EB-CMG
o/
./
i H T
2 4 8

cell number
(x10 8 /m)
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A, DIRECT

INHIBITION TEST BY MiLLiTITER EIA

D1 (x1000)

cell lines | DR| DQ Agqa2
E3V-Sa 1 wl 0.052
EB-CMG 2 wl 0.071
MAT 3 w2 0.388
WT-49 3 w2 0.414
ER 4 w3 0.056
L-PITOTT 7 w2 0.229
MANN 7 w2 0.278
EBV-Ky w9 w3 0.064

Inhibltion(%)

100+

50

B, INHIBITION

x3000
L-PITOTT
8 MANN
A MAT
Y WT-49
9
073
A
)
v target MANN
e EBV-K
./ y
./
2 4 8

cell number
(x106/m|)




B10 . Inhibition Test by Flat-bottom EIA

Inhibition (%)

1001

50+

Antibody : Sh 2 (X2,000)

Target | ER
EBV-Ky
ER
EBV-Sa
WT49
I 1
2 4 8

Cell Number (X 105)



Bl 1

Inhibition (%)

100+

50

[

1

inhibition Test

by Solid Phase EIA

Sh-2 Dl4
TN 100 0a—0a——0a—0aE gy v,
O\
OER
:\;
c
2
< 50
el
=
£
a a
\a/ \AEBV'wa D\ - OTALL-!
O~ —9——o7ALL"I N o—"° )

1.2 0.6 0.3 0.15
Cell Number{x10°%)

1.2 0.6 0.3 0.1
Cell Number (x108)
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B 1= Reactivity of Sh-2 with PBLs

Panels DQw3(+) B DQw3(-)
LCT
Millititer
Inhlbition
Solld Phase

10 20 30
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Classll Antigen Activity of Renex—Sa

Bio Gel Fractions Assayed with
Solid Phase EIA

e—e EIA

o—o0 RIA

Fraction Number

100

S0

-0

(%) uotiqiyuy



