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Cholesterol Esters in Plasma Membrane
of Senile Cataractous Lens
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Abstract
Plasma membrane of senile cataractous lens was obtained by means of sucrose density gradient.
Cholesterol ester fraction of plasma membrane was extracted by high pressure liguid chromatography
and thin layer chromatography. Cholesterol and fatty acids in cholesterol ester were confirmed by
GC-MS. Fatty asids in cholesterol ester were identified to bec 16: 0, 18:0, 18: 1, 18: 2and 24 : 1. The
presence of cholesterol ester in plasma membrane of cateractous lens suggests the rigidity of the fiber
cell membrane. (Acta soc Ophthalmol Jpn 91 : 200—207, 1987)
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30 human cataractous lenses

homogenize in the TKM
buffer (50mM Tris HCI, pH7.4125mM
KCI, 5mM MgCl,) contained 1mM CaCl;

homogenate

add in tube contained sucrose
density 1.22g/cm® centrifugate at
26000rpm for Shrs at 4°C

lens plasma membrane fraction

extract with Folch's solution
( chloroform : methanol =2:1)

neutral lipid fraction

dry under reduced pressure

Pak
eluate with chloroform : acetic acid
(100 : 1)

Sep

HPLC
cholesterol ester fraction
TLC

GC - MS

1 Assay procedure of LTB, in Bovine Lens

2.18

- 8,56

e r

Column : Cosmosil SSL #4.6 x 150mm
Mobile phase :

Flow rate :
Detection :
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A L7z, KésE 2 1mM CaCl, % & T TKM buffer® (50
mM Tris HC1/25mM KCl 5mM MgCl,, pH 7.4) i
AhtEoF A4 XL, Wi 5 sucrose density gradi-
ent HIC T EE A 157, BN BLFERE(1.22g/cm®) D A -
oA i A 126,000rpm T 4°CT 5 BEEEI L
), KBRS E %8, Folch# (7 mrha Al
A2 —n=211) CThHERRESEEZME L, fiE
SH i R L [E L7, Sep-Pak (Waters)Y i iin
L, zretAn  FiE Q00 1) THEB L, BHE
WEEEREs e <7574 —(HPLCOORE & L
e,

2. HPLC

HPLC ® 413K 2 ir Lic, B Model 6,000
A (Waters), Injector iX Model U 6K (Waters),
Spectrophotometric detector  Model SPD-2A(E;
#), Recorder (% Chromatopac C-RIA(EHE) TH-
f=. # 5 &% Cosmosil 5SL ¢ 4.6x150mm+ Cos-
mosil 10SL ¢ 4.6X5mm #{H L1z, BEHE, ~
FHY nTFAEM T = b0 EEEE (90
10 : 10 : 0.01) THE X1, 0ml/min =& T206nm TH
ML, avasFe—n (Sigma), =L AT a—1)
s == A7 (Sigma) HEMBELTHGE,

3. BB/ o= to374— (TLC)

HPLCic X W ontcavAT R—A T AT S
WA s b, BEEMHELA, TLC 7v—+t (5X20cm)

- 3.36

1. standard of cholesterol ester
(cholesterol linoleate, Sigma)

2. standard of cholesterol (Sigma)

3, lipids of humon lens fiber plosma
membrane

b

Cosmosil 10SL #4.6 x 50mm
hexane - n butyl chloride -

acetonitrile - ocetic ocid

£490 ¢+ 10 ¢« 1.5+ 0,01 )

1.0 ml/min

chromatopac C-RIA 206nm

2 HPLC separation of cholesterol and cholesterol ester from plasma membrane

of human cataractous lens
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(GC)-Mass spectro-

3 One-dimensional thin layem chromatography
analysis of cholesterol ester in plasma membrane
of human cataractous lens (Solvent, hexane:

e

benzene: =1: 1)
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6 Mass Spectrum of the Fatty Acid in the Cholesterol Ester Fraction (2)
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9 Mass Spectrum of the Fatty Acid in the Cholesterol Ester Fraction (5)
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