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Chemical Purification of Allergenic Substance in Sea-squirt Asthma

Toshihiko Jyo, Hiromichi Kikuchi, Yoshihiro Hamaguchi, Ryozo Orita and
Kanji Komoto
Internal Medicine, Hiroshima Prefectural Hiroshima Hospital
Satoru Oka and Hidenori Kanehisa
Department of Fermentation Technology, Faculty of Engineering, Hiroshima University
Takashi Katsutani
Hatsukaichi-machi, Saeki-gun, Hiroshima-ken

Tadashi Otsuka

Koi-machi, Hiroshima-shi

Seiichi Sato
Yonago Technical College

As the first step for investigating mechanism of the sensitization and the hyposensitization therapy
in sea-squirt asthma, the allergenically active substance in skin test was extracted from sea-squirt body
and highly purified.

The aqueous extract from sea-squirt body was heated at 100°C for 30 min. to remove a majority of
proteinous impurities, and then salted out by saturation with ammonium sulfate. After dializing the pre-
cipitate, the non-difusable portion was treated with chloroform repeatedly to remove remaining proteinous
impurities. The aqueous solution thus subpurified was subjected to farther purification by the gel-
fiitration chromatography. After impurities having very high molecular weight was removed as the
fraction excluded from Sepharoe 4B column, the most ailergenic activity was recovered as the fraction
excluded from Sephadex G-200 column. The active fraction was again chromatographed on Sepharose
6B column to remove the remaining higher and lower molecular weight impurities. The fraction having
intermediate molecular weight (about 10%) was dialvzed and evaporated in vacuo, and 31 mg of a gelatin-
like amorphous solid was yielded from 3 kg of sea-squirt body.

This preparation showed positive reaction at the concentration as low as 0.06 ug/ml in skin test for
the patients, but no activity for conjunctival test.

Study on Mixed Culture of Lymphocytes by a New Fixed Staining Method (Particularly

on Immaturity Tendency of the Cells in the Lymphnodes and the Thymus)

Minao Hayashi
Dept. of Microbiology and Immunology, Nippon Medical School
{Chief: Prof. Yoshitami Kimura)
Dept. of 2nd Surgery, Nippon Medical School
{Chief: Prof. Kiyoshi Saito)

The Ordinarily employed method in which the immaturity ratio of lymphcytes in mixed culture is
judged based on the size of the cells is sometimes unsatisfactory in its reproducibility. The author thought
that one of the reasons would be swelling of cells in fixed staining, and proposed a method in which cells
were transferred to be subjected to fixed staining in 2 wet state, without drying them. According to the
said method, the number of the immature cells can be successfully counted more accurately: it may be
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