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Y ¥ e s ve s =, Dermatophagoides pteronyssinus
(D.p2 X D. farinae & 7 S UBRABETOTERL 7 v A
YvO—=2THbhH), [EZWREREOEEAYE &
Lo Twd, F=TVvAF-ORRLEERT v ALY v
DFREIVY FTHeL, DpicBdLTtRFE7T v
Ay ORBRENERE IR TVED, SEbhbhit e
PEFOF -HRIGETGE L OFEEGHLIHECL
T, DpBEESHAOHEMNEELHETEE 7 L
YURBHELL, CORBRET vy SRR
HE-TREBEEFMREFTORRIGE & 1gC HA L EE
FhBEEC L D BIE L.

MBI UOHE

L #=5FEDH

Miyamoto 6D HENC X 5T 3 7 AFE L Dp.
&L Hr KB H10g #100ml @ phosphate buffered
saline (PBS, pH7.0)C5 R L, 0.02M + v &,
EMEEHE, pHT. 20BN L T bt (CME) %
B, oLk —&4 T3 » AREL, CME &
FHIZ LT CME (=) *187.

Abbreviations: D.p. Dermatophagoides pteronys-
sinus ; ELISA enzyme-linked immunosorbent
assay; CME culture medium extract with D.p;
CME (=) culture medium extract without D.p;
Tw Tween 20; PBS phosphate buffered saline

2, Mk

W B CABL L7 BE39% (9158 omis» yiEsE
METE-20CKRFL, BEAEHI20.05%12 NaN, %
MA4TCEHRFEL VABMUPICER L. L3940
BELIFCDpHREGEHRGKMOE 7 v A+ —
BESLROMBERY 7~ LBz v e - & LT,
IEFE TR A204 (22-378) omBE £, L3R
FERICORAF, B LI,

3. enzyme-linked immunosorbent assay (ELISA)

HRIGEHEOREI~1 7 7L — r AT
ELISA $T1T»7.. Nunc Immuno Plate II 96F
(Roskilde, Denmark) #0.1M NaHCO,i=&» L 7=
0.1ml DHEE (CME: 20ug/ml; Dpl : 10pg/ml) <
4C—Ba— LA, 7v—+%0.1%Tween 20-4£ 1
REK (Tw-£4, 0.25mD) T3 EELL, 0.2ml®
TwzET e C0%IER v < iE-4A R CRE, 1HHE
AvFa—tLESlewell EEHEY=— LA, v=
MFELBRCIE TV — b xEDLTIC, 0%V < fiiE-
Tw-AERT1 C10R&ARLI e @A (0.05ml) i
27z, BRTIFHMRIGE, Tw-4£/T36E, 10%7
~ME-Tw-£RT1EHESE L, £ i210% Y <1
F-TW-HRT]1 [ 20CFERLIF I 2+ v 5 —EE
Bl b IgE HiA(MBL #, &5 E, code 258)%0.03
mlhnz, 25CT—BRIC & ® 1, Tw-4 4T 4 E%S
L, 0.Iml ©0.1%o-nitrophenyl-8-D-galactoside
(Sigma, US.A)—-1.5mM MgCl,—0.7%2-mer-
captoethanol-0.05M V v EA&&# (pH7.0) %Mz,
37CTL.OWRIRIG ¥ fc, BFRRIE#0.1ml ©0.2M
Na,CO &M T ko, BEYBRIEST Titertek Multis-
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kan (Flow Lab.) T414nm OBRKEXRIE Lz, H#
OHERFER—7 v — MIZTTV, 2ROFHERRD
fo, MBERESEHLV75 V27 ED2EUEXBHE L
7-.

#EIgCHBORER LZo—HYE 2L TfT- 1.
Nunc 7V — b & IgE BIEOHE ERRICHIRE & 7 <
mETa— L, 7v—ri20% Y <MEF-Tw-%
AT1 50 AFRLA0.05ml v bIFEE MR, 37CT
2 BERSS X1, Tw-ERT3[E, v ~MiF-Tw-4£
AT 1EESEE, 0%y ~mEF-Tw-ERTIL 500
FRLIcA—FF o F—vEBR +1gCil
(Miles-Yeda, Israel, code 61-231) %0.05ml fnz,
CT2HMRIGER, Tw-ARTAREELLT
v— + 120.1ml ©0.04%?2,2"-azino-di- (3-ethylbenzth-
iazoline sulfonic acid) (Sigma)-0.05%H,0. (30%) -
0.05M 7 = -V vEESE®, pH5. 0% mmz> 37C
< 1 B G 2+, Multiskan T405nm O BOCE % #
E LT, 2 ROFHER KD, IgE BB OHH &L AR
e BE 2 E DI,

4, W Aasm= I T g —

AA VW7 0=+ 7574 —(LDE52 (What-
man, England) @ # 5 & (¢1.6X24cm) %0.02M +
) AEEEEEpHT 2TF¥ELL TiT-7%. 0.5M
NaCl s+ 3 EEERERR (G1300mD THHL,
FoE30ml/hr T4.9ml T oD SEITED L, ¥ AFER
i1 Sephadex G-75 (Pharmacia, Sweden) ®# 7 4
($16X64cm) %{F\, PBS ¥HHEKE L TI-1.
F#E1lml/hr T2.7ml FoOGEIC LD, EAOR
£z UM-108% (Amicon, US.A) TfT» 1.

5. BRIKE

SDS-EX.2x@: Weber and Osborn ® i X
b, 10% polyacrylamide gel TfT - 7z, FfHd2-mer-
captoethanolfL L 7. %8 E k&)L Vesterberg
o &Y L b, Ampholine, pH3.5-10 (LKB,
Sweden) #110ml © » 7 Az L, HRHI1Img 2 &
mUte, Bh 1°CT468ER], 3-1W TT\V, HEH#2
ml Fo0REYED, FLEXENL, BEEGE
#& ELISAIC X b JIE Lk,

AEDO RERAEHLYARAEABE 7 v -+
2— L1 20 AERUABEHE S - vOFR#E B3
& AERIZ ELISA 217 » 1e.

6. RIEE

10% 9 <MmE-Tw-AERT1  IOKFRLHER
Emg (0.13ml) KBER7vAY Y (1.28R00.3mg/

ml) 72 PBS 0.13ml ¥ hnx, 37CT 1 Bf1 ~
Fa~—tLA, TORGERYKELLTCME (20
pg/m) Ta—+ L7 v—t TIGEELISA %17
1. 2ROFEHELR KD, PBS=a2v b e -+ 5
BR7 LAY VOEOESEYRD,

R

1. FE7 LAY VvOER

CME(#300mg) % DE52# 5 A h i eS¢+ & —
v# Fig. 1ioRT, BREARKC L Y BHIhDERY
DY —7 EXDBRERACBHIRLIBERTFT S
IO DFE -7, PHK-ELISAYTRIE Lc e + IgE
FBEFEHRE 2 LE I TEHEL, B4HECHED
bt #3FEER S AFRTHESFEL 00000
60,000fic i CHgIL < IgE BB EHLOA L, H2
SE X D A DFEHCARY KR LD TE 2 FEIC
DT OLEM Y DI, # 2 S E% Sephadex G-75
h 7 AR TERY Fig. 2T, REE&ERR
SFE24,000hE BB SR, BETRLESEY
£, RA—"7 2 TCHI/In= b THEEV 2D —
7I—RLTHE—-L REEATEHRHO -2 080
7o, Th¥ Dpl L4

Dpl (#740ug) % SDS-BERGKBCHF & —v %k
Fig. 31277, Dpl @ER—fe v V&L, B
g7 OBBE»SRDISTEII2T,000TH-
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Fig. 1. Chromatography of culture medium
extract (CME) on a DE52 column.

—— © absorbance at 280 nm. ------ . conductivity.
L.G. : start point of linear concentration gradient.
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Fig. 2. Gel filtration of the second fraction on a " ." '.-' """"""""""
Sephadex G-75 column. Eluted position of bovine 01 %e ;| .
serum albumin (BSA), a@-chymotrypsinogen A 13 '

(aChyA) and p-diazobenzenesulfonic acid (DBS)

are shown.
- —— ! absorbance at 280nm. O------ o : ELISA

activity.

Fig. 3. SDS-polyacrylamide gel electrophoresis
of the purified allergen Dpl. Standard proteins,
bovine serum albumin (BSA ; 67,000), ovalbumin
(OA; 43,000), a-chymotrypsinogen A (aChyA;
25,000) and cytochrome C (Cyt ; 13,000) are shown.

7=. Dpl S BHBRXE TIZpH4.0-4.7£5.9-7.0
2 o0 QERKEAERo -7 BRI, T
Dpl #90CT 1 BB LE TS L 0 CRBE V=2 v
b r—AD40% I IgE AR KR LI,

Dp. % & ¥ o\ 5 iR CME (=) @7 —
mEes+% IgE EaEEEr & RETE oz,
2. WMEBEmMEROKR IgE & IgG Hitk ‘
MEBREmNEhOER IgE Hifd%w CME ¥ 1o ilfEH
TvayrvEREELTCHELERY Fig. 4 R
3. CME % HUR & U7-B1344%(17/39), HE87 v
v ERHIR E LcRR64% (25/39) MBEMTH - e,
CME X7 v A Y vOLWThhicBEoEZzOF

TI396% (25/26) »WREH 7 vA Y VIEBHETH -7,

1gG binding to Dp1 (Ags)
o
ko

01 02 03 04 05
IgE binding to CME (A,q,)

Fig. 4. Mite-specific IgE antibodies in the sera
from asthmatic patients.
O : positive control, ------ : positive limit.
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Fig. 5. Mite-specific IgG antibodies in the sera
from asthmatic patients.
O : positive control, ------ : positive limit.

WTEhHCBEEOmBEDREAENCME &b HEHR
TUAY VR LU TCEERRLL,

R IgG ko ES R %Y Fig. 5 w/rd. CME
X BEEMEEI392% (36/39) TH ol tERT LAYV
iz T 18% (7/39) DBMTH o7, £ TOMIEF
PR T LAY VXD d CME ki LCEERRL,
IgE DFER & 3B TH - 7,

3. EEAMEFORRE IgE & IgG HiAff

E¥imiE o IgE Hifffis CME ##R & LCRET
HEBMHa VP r— KRIEA7H0.01 (n=4,
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1gG binding to CME (A, gs)
Fig. 6. Mite-specific IgG antibodies in the nor-
mal sera.
O : positive control, - : positive limit.

Table 1 Absorption of the CME-specific IgE
antibody with purified allergen Dp 1

Original IgE %IgE titer after absorption
Sil:um titer(A,,,Jagainst with Dp 1
No.
CME Dpl Control | 0.3mg/ml | 1.2mg/ml
2 0.04 0.20 100 0 0
18 0.30 0.36 100 1 1]
32 0.33 0.62 100 10 0

mean+S.D.) 12¥ L70.008+0.026 (n=20) THH,
BRI7VvAY VY RPRE LICERBE = e -
0.81+0.03 (n=4) =xt L T IE# M F 30.006+
0.019(n=20)&7ch, Fh b EFMEPICER GE
g EEHTE o,

45 2 1gG pifki2 Fig. 6 ="+ X 5 CME#RE T
1360% (12/20) BB TH -1ons, BET7T v VR
PR & LB 5% (17200 g Th - . CME I
s RIS R L ER 1284 2T CME (—)
T A IgCHREYHE L LA, 6 EENEY
(0.33+£0.17) TH-T1-,

4, BR7vAr iz A CMESR IGE 0K
g

BR7TVvAY KT ABRRIgEVIGMo RS
3ZOBEMBFLYER7 v Y v TR LA, CME
x5 IgE Hidbffix MIE L 2o k5 R % Table 1 7R
T, WThigRE7 vy v ikt > TCME T2
ML EL KRR I i,

¥

D.p S b ¢ + [gEEAHRIFEC L THER

L7 vasy v Dpl it SDS-BRkEICI A5 F&
27000, &F 44.0-4.7£5.9-7.0, Buc X b IgE 45715
MEDETET A7 EDHE M S Chapman b OHE L«
antigen P2: R0 EBEbRh S,
ER7LvAy v Dpl & CMERHE & LTHRER
FZEMEFOBRIQE & gCHdrRIE L L2 5, W
HaieELAA bR, BR IgE AL Tk
ED5 L 2BEEYBELTCOMmMBENCME X b bR
TUAr Y TEEYRLEDER L, BE 1gG kT
BreTtomErEE7vaAay v I b CME TF
ExmrLi, ZoZ &b CME o IgG &a&htEc
BERT7 VA VIR DOLODRHFET D 2 EHRE X
5, FREEOEZAVCAERERNOGRINDS L
S It T 5 IgC GO FELERT L4
ERBHDTHHS, Lo iEHHR gE HIBORE TR
BEALDIBEIERE T VAY vORTEMEYRLL
s, CMEd D gE&AER o EA ENVER T
VAT VLB ERTREL, ThidEE7vAy v
X o CilifEF D CME #R [gE HiE 2w BRI &
hoZ b dbBREIRL, Lt TER7 vy
YIXCMEHhOFBE7VvAY VEEZD,
EFEnECIHER QEAGRRE I hish oo h,
CMEr IgGi#BHRIEY R L2 E&D 55
CME (—) Bl Th- 1o & 64, 2F D
E#FMmMED30% (6/20) 14 = IgCHEBHLEE L L
#u5. Chapman H9% 37 v A ¥ —FD0%ICFF R
IgG HrHRHL T3, FESMIEARIGESE D
EEHBICIELISA TBRE GHfEdEE I AT
By, BRERIE, b IEH MiEF IR [gG bk 2 e+
LI LERLE, F=rEENCHEETHI LD
EFOBEFCLHBR gCHREVFET I0RHER K
BEThHh, EFOBFEPCRRGERGLAEEHE S
Mol DRERED IGE B4 RMEIEE B
WTWBiebEELLHh 3,
AERTRAVIE L REBEZEORARIGE L UK
BE L OB o, BT VvAY YV EEA
BIGE L OBRBRIEC X 5 IgG ik o B{k & DBk s
ESBH I BBV BLEERDbRS,

MEEEMBEYREL CT I - EURENERERER
ORBREFPMIBERBI VA =FERLTT AR
BFRCEHBRLET.

AR O— M ERFPRE (58480169 KXk - T
ﬁ'ofc.

NI | -El ectronic Library Service



The Japanese Soci ety of Allergol ogy

288

D

2)

K))

4

5

6)

# =1gE, 1gG Hifk o ELISA

OB

Voorhorst, R., Spieksma, F.Th. M., Varekamp,
H., Leupen, M.]J. and Lyklema, AW.: The
house-dust mite (Dermatophagoides pteronys-
sinus) and the allergens it produces. Identity
with the house-dust allergen. J. Allergy 39,
325-339, 1967,

Chapman, M.D. and Platts-Mills, T.AE.:
Purification and characterization of the major
allergen from Dermatophagoides pteronyssinus-
antigen P,. J. Immunol, 125, 587-592, 1980,
Stewart, G.A.: Isolation and characterization
of the allergen Dpt. 12 from Dermatophagordes
pleronyssinus by chromatofocusing. Int. Arch.
Allergy Appl. Immunol. 69, 224-230, 1982,
Miyamoto, J., Ishii, A. and Sasa, M.: A suc-
cesful method for mass culture of the house
dust mite. Dermatophagoides pteronyssinus
(Troussart, 1897). Jpn. J. Exp. Med. 45, 133-138,
1975,

Chan, A.H. and Cotter, D.A.: An improved
coupled assay for detecting glucose released by
acid glucosidases. Microbios Letters 15, 7-15,
1980.

Matsuda, H., Tanaka, H,, Blas, B.L., Nosefias,
J.S., Tokawa, T. and Ohsawa, S.: Evaluation
of ELISA with ABTS, 2,2-azino-di-(3-ethylben-
zthiazoline sulfonic acid), as the substrate of
peroxidase and its application to the diagnosis

107

11

) Vesterberg, O.:

of schistosomiasis. Jpn. J. Exp. Med. 54,
131-138, 1984,

> Weber, K. and Osborn, M.: The reliability of

molecular weight determination by dodecyl
sulfate-polyacrylamide gel electrophoresis. 7
Biol. Chem. 244, 4406-4412, 1969,

Isoelectric focusing of
proteins. In “Methods in Enzymology, Vol
XXII” (ed. by W.B. Jakoby). Academic Press,
New York pp. 389-412, 1971.

Abe, T. and Ishii, A.: Purification of a murine
IgE-inducing antigen extracted from the house
dust mite, Dermatophagoides pteronyssinus. Mol
Immunol. 19, 339-346, 1982,

Chapman, M.D. and Platts-Mills, T.AE.:
Measurement of IgG, IgA and IgE antibodies to
Dermatophagoides pteronyssinus by antigen-bin-
ding assay, using a partially purified fraction of
mite extract (F,P,). Clin. Exp. Immunol 34,
126-136, 1978,

PEER, KEH—, HAFH, TABE  En
zyme-linked immunosorbent assay i X 58 8
BELEFONF = (Dermatophagoides farinae)
IgG, IgA, [gMiifdoKE, 7 v ¥ 33
158-166, 1984,

Deguchi, H., Suemura, M., Ishizaka, A., Ozaki,
Y., Kishimoto, S, Yamamura, Y. and Ki.
shimoto, T.: IgE class-specific suppressor T
cells and factors in humans. /. Immunol. 131,
2751-2756, 1983,

APPLICATION OF A PURIFIED ALLERGEN FROM DERMATOPHAGOIDES
PTERONYSSINUS FOR ELISA
—Detection of Specific IgE and 1gG Antibodies—

Tatsuya Abe
Department of Parasitology, Miyazaki Medical College

Department of Parasitology, Okayama University Medical School
Akiko Yoshihara
Department of Pediatrics, Miyazaki Medical College

A major allergen (Dpl) was purified from the culture medium extract (CME) of Dermatophagoides pteronyssinus.
The IgE and IgG antibodies specific to Dpl and CME were measured in human sera by microplate-ELISA. CME-
specific IgE antibody was detected in 44% and Dpl-specific IgE antibody was detected in 64% of the sera from
asthmatic patients. CME-specific IgG antibody was detected in 92% of the sera from asthmatic patients, white Dpl-
specific IgG antibody was demonstrated in only 18% of the same sera. Neither CME-specific nor Dpl-specific IgE
antibody was detected in 20 normal sera. As for IgG antibody in normal sera, CME-specific IgG antibody was
demonstrated in 60%, while Dp1-specific IgG antibody was detected in 5% of the same sera. Dpl showed greater IgE-
binding activity than CME in most sera from asthmatic patients, indicating that most IgE-binding activites in CME is
due to Dpl. The possibility was also confirmed by the fact that anti-CME IgE antibody was absorbed with Dp1. Thus,
Dp1 should be called a major allergen in CME.
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