Bull, Kagoshima Pref. Jr. College, 23, 1—9 (1972

-3 X14 b3 TXOBREERXSI
BIEUEIT O T (1)

v

BAEE D45\ B X o EE

Phosphorus Metabolism in Phospholipid Fraction
of Rhizodrilus limasus (1)

Fractionation and ldentification of Pospholipids
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Shigenobu OO0OYAMA
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Extraction and purification of the phospholipid fraction obtained from Rhizo7ri
limasus were reported in the previous paper!>,  This paper is concerned with the
fractionation and identification of the phospholipids, prepared according to the previous
paper 1’ by silicic acid column chromatography and silicate (radio) paper chromatography.

Obtained results show the 3P absorbed by Rhizodrilus limasus, incubated for 24
hours in 3P (Hg%P0O,) containing water, incorporated into phosphatidyl ethanolamine

and phosphatidyl choline.
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Fig, 1. Silicic acid column chromatogram for the phospholipids obtained from
$2P-labeled Rhizodrilus limasus.
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Bold line shows optical density at 510 mu (lipid ester) and:fine line indicates %P
radioactivity,

Rhizodrilus limasus was cultured in #P containing water for 74 hours under constant
aeration, Temperature of water : 19~20°C, Volume of water : 1,5¢. 2p
activity in water : 286,000 cpm. Contents of phosphorus in water : 1,000u8./ ¢ .

Phospholipid fraction of ¥P-labeled R. limasus was extracted with CHClg:CHsOH

(1:1) solvent and purified with cellulose column chromatography according to the
previous paperl), Purified phospholipid fraction, equivalent to 16.5 g of fresh
2P .labeled R. limasus, was concentrated under reduced pressure in N gas, resolved
in 5 mf of CHClg and then subjected to silicic acid column chromatography.

Silicic acid column size: dia, 1.4 cm, height 22 ¢cm, Eluting agent: [ , CHClg (100).
I ,CHClg:CH3OH (95:5) . Il ,CHClg:CH3OH (90:10) . [V ,CHCl3:CH3OH (80:20) .
y ,CHClg:CHgGH (70:30) . V1 ,CHClg:CH3O0H (60:40) . VI ,CHClg:CHgOH (50:50) .
VII,CHCls (100) .  Flow rate : 1.2sf{ /min,
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Fig, 2. Silicic acid column chromatogram for the phospholipids obtained from
2P-labeled Rhizodrilus limasus.
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Bold line shows optical demsity at 510 mu (lipid ester) and fine line indicats 3P
radioactivity and dotted line shows optical density at 890 mu (total P) .
Rhizodrilus limasus was cultured in 3P containing water for 24 hrs, under

constant aeration,
Temperature of water : 17.5~19.0°C. Volume of water : 1.0¢. 3P activity in

water : 200,000 cpm,

Phospholipids subjected‘ to silicic acid column chromatography was equivalent to 19.75
g of fresh 3P-labeled R. limasus. .

Methods of extraction and purification of phospholipid fraction, silicic acid column

size, eluting agent flow rate : refer to the footnote of Fig, 1.
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Fig, 3. Silicate (radio) paper chromatogram for peak 3,
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Peak 3 was identified as phosphatidyl ethanolamine,
Silicate paper was prepared according to the Yasuda et al’s method6.7)
Filter paper : “Toyo” No, 51A, Ascending method,
Solvent system : diisobutylketone:acetic acid:water (40:25:5) .
Colour reagent : (.29, ninhydrine water sat, butanol spray reagent®),
A lead plate (17X 8 X(.2cm), in which a hole (1.0x2.5¢cm) was bored, was placed
on the paper and then radioactivity passed through the hole in every 1 c¢m of the paper

was measured with window type GM tube,
Estimated 32P activity of the paper is not compensated for decay, therefore, the cor-

relation of 3P activity between Fig. 1 and Fig, 3 is not adjusted.
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Peak 4 was identified as phosphatidyl choline,
Colour reagent : choline-lipid reagent 9.1
Refer to the footnote of Fig. 3 except colour reagent,
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