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I Peripheral blood lymphocytes
!

Polystyrene resin column

1 st elution 2 nd elution by pipetting
(T cells) l
SRBC-rosette formation
200 X g 30min
!
1. Residual T cells
2. SRBC binding B cells

Non rosette
forming cells
(non-T cells)
II T cells+non-T cells+OVA in incubator for 5 days
Il Indirect plaque assay
(1) Washed SRBC+CrCl;+OVA
{327 90 min
OVA-coated SRBC (OVA-SRBC)

(2) OVA-SRBC 1. Ultured lymphocytes

™ Mixed —— 2. Rabbit anti human IgA
1 3. Guinea pig complement
Cunningham chamber
| 37T, 2 or 3hours
Count Plaque forming cells
SRBC=sheep red blood cells
OV A = ovalbumin

Fig. 1. Method for detection of OV A-specific
plaque forming cells.
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5 »19 (Asahi Chemical Inducters) CFIEL, &b
20.1lml © FCS #:BmL, # 7 aD2 v 27 & &L,
37°C 1 RsfIBE M, — 77 CIHE L237C10%FCS m Y
vy 7 7 — (PBS) 4-5ml E0TH 7 AL,
o, 2 RBGCE -REES B, Chi T ML
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7) # 3t % B9 # 5 (X non-parametric Wilcoxon
rank sum test iZ X » 7. pvalue 7°0.05LL FOHEH
FL L, TNTHF — 2k meantstandard error (S.
E) TEL,

NI | -El ectronic Library Service



The Japanese Soci ety of Allergol ogy

1138 W7 vA¥—BEOINAT LT ¢ R IgABEARE
400 0
[} =
2 i T 300
° -
" 5
§ 300 g
3 § 200+
ﬁ N
S5 200+ o
'R
o
o £ 100F
§ 100 - 2
] >
<>t ° 0 | | | |
3 l 1 1 1 | (=)  X1000 X2000 X 4000
0

(=) X100 X400 X1000 Xx2000
Titre of anti-IgA antibody

Fig. 2. Generation of OVA-specific IgA-PFC
(n=5), mean+SE.
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RHER 75 » 73k T, HBELTL %75 » 7 M
fa (OVA-PFC) ##&tL 7. PFC assay Bz 2 kA
fB& L TA00R5FRoB & b IgA Filk B EINL 72884
214+£560 PFC 23 HBL L, ORI & & L &
KfEZ AU (Fig. 2). ¥7, 2 &Kk & LT20004%
AU e b IgG HifEx B84 711289+ 130
PFC I L, Mo FHHREE & B L TR AMEY L
7c (Fig. 3).
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T, TO7 5y 7 IREMRMBERRZ LI 240 LE
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3 77y s MEMROPUR RN IOV ToKE
PFC assay Rfic OVA #LH1000ug/ml % ¥ o L 7
LA, PFCoOHBRIME I hi, SBHE L LCH
Wi BLg HUR TR Z D X 5 il a2 & bl o 7o
(Fig. 5). X T, 2075 » 712 OVA % RiydikiE
AR EBEL B30 EE L bR,

Titre of anti-lgG antibody

Fig. 3. Generation of OVA-specific IgG-PFC
(n=5). mean+SE.
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OVA-specific PFC/7x10* non T cells

=

PFC assay PFC assay Uncoated OVA coated

without without SRBC SRBC
complement cultured
lymphocytes

Fig. 4. Specificity of PFC. Generation of OV A-
specific PFC was showed when the target cells for
the PFC assay were OVA coated SRBC but not
uncoated SRBC. (n=3). mean+SE
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OVA BRI IgA BEE 7 5 » 7 MM O
BEEOHE LFEEIZnon T Milar T #IcE %
G, OVAFURTHEM L icob, 5 HREIEEER, 400
fEFEROI e + IgA Pk % 2 itk & LCHVBIE
LHH LT 3 IgA-PFC & LicE =5, non T
M7 X102 b 6+ 30 PFC L HBRT, BETi2ig
RECHE L THEOEMELZR L (Fig. 6). 0%
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Fig. 5. 'Inhibition of IgA-PFC production by
OVA antigen. Results showed a representative data
of three independent experiments.
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Fig. 6. Comparison of OVA-specific IgG, IgA
and IgM-PFC between healthy and egg allergic
children. mean+SE

& QRVMEEREMLIE S IBED 7 5 » 2 & IgM
BRI S . 2 WRMRE L, 2&KiEE L TH IgA
PR HEMLBECHEL TS BT 5 v 7 b
IgA FAIEGEMOBECHBL T BT 7 v 7 EL
Flunieb o IgA BRI 7 5 » 7 UM E L.
57 vAF-BRERRKMLY) v ARICETS
OVA %2 1gG EA T 5 » 7 R MR O
2000fs FmIMoi e b IgG Hifk% 2 kittk & LTH
WHE LT 5 IgGBRY T 5 » 7 MM %R
L7:&Z 5, non T HIAR7 X 104%47-h84+42 (n=9)
T, EE/NREDYT4 (n=T7) LKL THEEOER
Zkdbhifeh ot (Fig 6). ZOHE, 2RIMEL
L TH IgG itk i L1 B& © PFC 2 b 41 1gG it
FIHFMOBELBRL T BT 7 v 7 2ELG V2

D IgCHEN T 7 » 7 UM L L1,

6) 7 LvAF-BERHEMY v < KiCEF 5
OVA BRH IgM 47 7 » 7 RO

2 REiER L & 0 PFC #% IgM ¥ 21y
75y 7ML L TR LICEZ A, BT
BLi77v271393+13(n=9) CRENEOHED
98+22 (n=7) LHELTEEDEIR DD
M -te (Fig. 6).
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R NEDEE D [gG934+113.7mg/d], IgAT76.4+16
mg/d], IgM158+13.5mg/dl L K& L Tt hZh AR
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E =

TUAX—ESRLE IgA L OBERICOVTIERK
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Lichin €, HEOBEES K L b IgA ARHEE
Ehn s, PURBREREREL? A L TREDHIRELGR
AL, FO#RIgE e Ko 7 5 ADHUEDEH D
ML7VvA¥—EENBELS T LD EELDR
TWAY, Fi, MEV_IATORFTLERY T vV
F-IRD IGAERRCREMELY ST LV IHENLLD
n®, BabFHSRCEFHRY T v X - BEOHE
b R IgA M RER O RER IR ICHE L TH b2
CARETHAHZ ERRLEY, COX 51, BT v
¥F-BEECRTSH IgA H 5 FWHH IgA 3% 0
Wik L LTo@BE W TEEIRTULA, LaL,
FIRW IgA RBIEWC BT 57 b & —EEEREDOH
ERHECIvEbELT, ~BARCKTIHEL
FhigEENRTVCETHEE D 4L, IgA RBRER
I > THRBRERICRELRD - Th, ThEFTRT
VA ¥ RBREOERE Z bk b b Tu
5, Tihebt, 7HrE-FRR L > BECKTLH
FBFEREDO RN T VA F —EEREDOT ERIT/eD
DT EELBNA,

KM v v <Ek% PWM (pokeweed mitogen) TH#
MLTELNLERE FEFETO IgA © 4% < % dimer &Y
ThbHE VbR, £EIMY v o3k GALT (gut-
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associated lymphoid tissue) B30 IgA B4 7:
WL E ORISR FEESHR S h, KM Y v oER
FERICE » T IgA EAMIEO “homing” B4 o —FH
HEDRDBIENTEDLEEZLRTWAEY, 22T
SEE AL, BYTVAF - BECE T RRRERE
EFELTOT WA IgARMBEO RN T % 70
W, W7 v A F-BIROKRMMY v A H T
OVA #:7% SRBC #ERMIlR & LR~ 5 » 7k
WX TRBMY v <L bLELAZSRTL 55 0OVA
PAEAMRYERE L, REMY v ERv A ToH
A RE e IgA BEAREYEH L., ColEoES
W, BV AF LV VREBIES 5 A THBELE T Milax H
WBHZELXo-T, SRBCrE .y ML » THBELE
BEWwBTASRBCHFE L 52 THBORKEY X1F
HTENTEIZ L, non T #iH 5 SRBC #&#Ha
ety MEKIVRETR LI LRkEMzs o &
WX b, SRBC BH W3 % Pk L Mg H R %
b, HBELTSH50VARBRY Y5 » 7 B
PBELPLTLLSETHE . SEICDHEIZL D,
7 vaAF-BRTixIgG, IgA, IgM& 7 7 20D
OVABRMERE 7 v 7V VEAR IS\ T IgA D
HREMETLTCUWAHE EAVREB R h, A7 L L F —
BEBELRKT25WH IgA DERBEOERTH 5 L HR
Ehi F, R T VvAF —BIRTREBLF O IgA
Uk 2 A MR A RS RE R P O RO I 56 7b U 7ok 8 IgA
FHREEMETFTLTWAEbE 2B, BAEZD IgA
EAEDETLTWARRIZOWTIETETH LA, X
bzt oFErH-AsZ itk -T, 7vA¥—HF
BRI A OVA B2 IgA EEREE T 0T
BEILIe B EE 2 bR,

X R

1) Tomasi, T.B. Jr., Tan, EM., Solomon, A. and
Pendergast, R.A.: Characteristics of an
immune system common to certain external
secretions. J. Exp. Med. 121, 101-123, 1965,

2)

3

4

5)

6)

&

8

»

10)

1D

12)

13

14)

Newcomb, R'W. and Devald, B.L.: Protein
concentration in suputa from asthmatic chil-
dren. J. Lab. Clin. Med. 73, 734-743, 1969,
Buckley, R.H.: Clinical and immunologic fea-
ture of selective IgA deficiency. Birth Defects.
11, 134-142, 1975,

Kaufman, H. and Hobbs, J.: Immunoglobulin
deficiencies in atopic population. Lancet 2,
1061-1063, 1970,

Taylor, B.,, Norman, A.P., Drgel, H.A., Stokes,
C.R., Turner, M\W. and Soothill, J.F.: Tran-
sient IgA deficiency and pathogenesis of infan-
tile atopy. Lancet 2, 111-113, 1973,

Wea— il 5B IZwWENRCKT D5 WA
IgA O#E, 7 U ¥ — 34, 234-238, 1985,
Payette, K. and Weiss, N.S.: Salivary IgA
levels in atopic children. Ann. Allergy 39,
328-331, 1977,

Noma, T., Yata, J., Shishiba, Y. and Inatsuki,
B.: In vitro detection of anti-thyroglobulin
antibody forming cells from the lymphocytes of
chronic thyroiditis patients and analysis of
their regulation. Clin. Exp. Immunol. 49,
565-571, 1982,

Boyum, A.: Separation of lymphocytes from
blood and bone marrow. Scand. J. Clin. Labo.
Invest. 21, 51-53, 1968,

Noma, T., Kawano, Y., Yoshimura, N., Abe, T.,
Inagaki, K. and Yata, T.: A rapid isolation
technique of unmodified human T cells on a
polystyrene resion column. Eur. J. Immunol.
15, 833-837, 1985,

Stokes, C.R., Soothill, J.F. and Turner, M.W.:
Immune exclusion is a function of IgA. Nature
255, 745-746, 1975.

Walker, W.A. and Isselbacher, K.J.: Intestinal
antibodies. N. Engl. J. Med. 297, 767-773, 1977,
ERERIE, f DNEREIHREC KT HLRET L
¥ —OBE, NEREBIRE 38(2), 104-111,
1979,

B iz, RMERARF, KIgEX, &R BB v
NEREBEICIDELEIRDIgGAD S THROBE
¥r. ERIKIMEE 23, 1847-1854, 1982,

NI | -El ectronic Library Service



The Japanese Soci ety of Allergol ogy

L1 A —1ih ' 1141

IN VITRO DETECTION OF OVALBUMIN-SPECIFIC IgA PRODUCING CELLS FROM
LYMPHOCYTES OF PATIENTS WITH HEN-EGG ALLERGY

Koichi Yamaguchi?, Tsuyoshi Noma?, Minoru Baba! and Junichi Yata®
Depatments of Pediatrics, VDoai Memorial Hospital, ' Saitama Medical School,
3 Tokyo Medical and Dental University

We studied antigen-specific IgA production from the peripheral lymphocytes of children with hen-egg allergy
by using the method of indirect plaque forming cell (PFC) assay. The number of OVA-specific IgA-PFC generated
from the patient lymphocytes was low (6 £ 3/7 X 104 non T cells) in comparison with age-matched normal children
(112 + 18/7 X 10* non T cells). The numbers of OVA-specific IgG-PFC and IgM-PFC generated from the patient
lymphocytes were not so different from those of the age-matched normal children. This indicates that the activity
of OVA-specific IgA-antibody production was reduced in patients with hen-egg allergy.
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