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Allergen Analysis of Hinoki Pollen with HPLC Using a Gel. Filtration Column

Takeshi IDE*

Shiro TABATA* and Tsuneo ASHIDA**

* Department of Chemistry, Nara Medical University, 840 Shijo, Kashihara,
Nara 634, Japan
x* Ashida ENT Clinic, 3 —4 — 51 Kosaka, Higashiosaka 577, Japan.

A majer allergen of Hinoki (.Chamaecyparis obtusa Endl.)) pollen was pu-
rified by HPLC using a gel filtraction column (TSK G-3000SW). This method
was rapid and convenient for detection and separation of the allergen.
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Fig. 1. Chromatography of DP—HCE on a DEAE—cellulose column,

DP-HCE (500mg) in 50ml of 0.01M sodium phosphate buffer, pH 5.6, was applied on a column
(¢ 2.6x19cm) equilibrated with the same buffer. The column was washed with 800ml of the same
buffer, and then the materials were eluted with 500ml of 0. 1M sodium phosphate buffer, pH5.6 and
finally with a linear gradient of 0~0.6M NaCl (total volume 400ml). Twenty ml—fractions were
collected. The fractions indicated, 1 ~ 4, were separately pooled and lyophilized “after dialysis
against distilled water.

®=Absorbance at 280nm, O=absorbance at 620nm for the anthrone sulfuric acid carbohydrate
test@,
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Fig. 2. Chromatography of the fractions ob-
tained in Fig.1 on a TSK G—3000SW column.
Each fraction (2mg) was dissolved in 1ml of
PBS. Twenty—five wul was applied and each
effluent was monitored at 280nm (a)and 214nm
(b) . HPLC was performed as below : mobile
phase, PBS; flow rate, 0.9ml/min; pressure,
500—600psi; monitoring AUFS, 0.05 (at 280mn)
and 0.1(at 214nm).
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