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Abbreviation: BSA bovine serum albumin;
CRIE crossed radioimmuno-electrophoresis;
2ME Z2-mercaptoethanol; NC nitrocellulose;
SDS-PAGE SDS-polyacrylamide gel electrophor-
esis; TBS Tris buffered saline
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Fig. 1. Fractionation of orchard grass pollen
extract by SDS-PAGE. R

a ; orchard grass pollen extract.

b; molecularuweight markers: phosphorylase B
(92500, bovine serum albumin (66200), ovalbumin
(45000), carbonic anhydrase (31000), soybean
trypsin inhibitor (21500), lysozyme (14400).
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Fig. 2. Identification of IgE-binding components of orchard grass pollen
extracts by immunoblotting.
a-f; allergic patients’ sera. g ; non-allergic control serum.
Table 1 IgE-binding activity and PAS-staining of bands obtained by transfer
of SDS-PAGE separated orchard grass pollen components
Orchard grass MW PAS Patients’ sera IeE Percentage
pollen bl 8 of positive
components |10 | staining | 1o 13Ty 1516 7809 ]10]11]12]13]14]15]16]17]18]19]20[21| Pinding | ™ "o
0G 15 78 + OO |O0|0I0|0 4O OO0 1O+ 57
14 75 + O O + 10
13 72 + O + 5
12 64 + O O O ol 1O + 24
11 61 O + 5
10 58 - 0
9 52 O + 5
8 50 + O O Ol 10 O + 24
b 44 + - - 0
7a 43 + - 0
6 38 + |O[0I0] 10|O/00I0I0I0I0IOI0I0 O] |OF 1O + 81
5 35 O O + 10
4 19 + 10|10 ol 10 O] 10[0|I0|0] [Of O + 52
3 18 O O + 10
2 16 O Ol0|0 O + 24
1 14 ol 10 Ol0|0 O|0|0|I0I0|I0|I00  + 62
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black i L HFEIZL - Th, 16RO v FAMRHX PENENG62%, 57%, 52%DBHEETHD, LiE4
L7z, DOWRTHEET VAY v EEZ BRI, O,
2. »= v RASTBEMEIC L 5 IgE kLS 0G2(24%>, 0G3(10%), 0OG5(10%), OG8(24%),
AV FOER Fig. 2 & Table 11z » = ¥ v 7EH 7 0GI(5 %3, OG11(5 %), 0G12(24%), OG13(5 %),
VA LT AR R IgERH A ST v v R 0G14 (10%) %, IGEFUAEEGER /R L, SEFAN
ALTW%, amido black THEEIND16KD v F F2QIADBEORIET -V FOELES RO & —
D5 H, BEPIRGEHRB LHES L. 4o FE38K VIR — e DL, FEFIN2 & FERI13(0G4 & OGE & KUE)
dalton @ OG642, 81% D BEME & KIG LE BHEE T2 b UMTIESIL6 L FEFI20 (OG1E KIS 4T, fllix
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Fig. 3. Densitometric scans of IgE-binding bands (A-E) and amido black
stained bands (F) on nitrocellulose membrane. A to E represents patient’s sera
No. 1 to No. 5, respectively. MW 1 to 6 shows the mobility position of low
molecular weight protein standards consisting of phosphorylase B (92500), bovine
serum albumin (662000, ovalbumin (45000}, carbonic anhydrase (31000), soybean
trypsin inhibitor (215002, and lysozyme (14400, respectively.
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Fig. 4. Coomasie-staining (a) and PAS-staining
(b) of orchard pollen extract components
fractionated by SDS-PAGE.
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Fig. 5. Fractionation of orchard grass pollen
- = extracts by SDS-PAGE after 2ME-treatment (a) or
1— 2ME-untreatment (b). Solid arrowheads; bands
stained only by 2ME-treatment : open arrowhead ;

band stained only by 2ME-untreatment.
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IDENTIFICATION OF ORCHARD GRASS (DACTYLIS GLOMERATA) POLLEN
ALLERGENS BY IMMUNOBLOTTING

Atsuo Urisu, Hiroshi Kodama, Shunsuke Kanamori, Toru Kozawa, Susumu Masuda,
Yoko Ichikawa, Kiyoshi Imai and Takehiko Yazaki
Department of Pediatrics, Fujita-Gakuen Health University, School of Medicine

Shimpei Torii
College of Medical Technology, Nagoya University

Orchard grass (Dactylis glomerata) pollen proteins were electrophoretically separated on polyacrylamide gels
and transferred to nitrocellulose strips where IgE-binding components were detected by reaction with allergic
patients’ sera and peroxidase-labeled anti-human IgE. The subjects were 21 patients with bronchial asthma or
allergic rhinitis. Of 16 bands (in the molecular weight (MW) range of 14,000 to 78,000 daltons) separated by sodium
dodecyl sulfate polyacrylamide gel electrophoresis, 9 bands bound to IgE. Four of the bands bound to IgE from more
than 50% of the serum samples. A component of MW 38,000 daltons (OG 6) bound to IgE from 81% of the allergic
sera tested and also bound to the greatest quantity of IgE. This component may be clinically most important. Only
two couples of sera tested demonstrated identical IgE-binding spectra, indicating a marked diversity in response to
the allergens by different patients.
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