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      EXPERIMENTAL PROCEDURE 

 Phosphatidylcholine 

1. DEPC 

2. DMPC 

3. Egg yolk PC 

    Epiandrosterone Spin Probe 

    Sterol 

             a) None 

             b) Cholesterol 

             c) Ergosterol 

Evaporate the solvent by Nstreams and then under a reduced pressure 

Add buffered solution (150 mM NaC1, 50 mM Tris-HC1, pH 7.5) 
I 

Agitate with glass beads 

I 

    Phosphorus assay 

4- 
Sonicate under N2 streams at 0 °C for 3 min 

    Phosphorusassay 

            V1 
Add filipin or am

',                photericin B 

Incubate at 37 °C
yfor 15 min 

Centrifuge at 2, 000 x g at various temperatures 

4- 
Aspirate the supernatant 

    Phosphorus assay 

I 

    OD measurement 

1 ESR measurement at various temperatures 

Integrate the spectra
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 1 The ESR spectra of different Telrahymeno membrane fractions labeled with 5-nitroxide 
 stearate. The membrane fractions were isolated from cells grown at 25 °C. All spectra measured at 
22 °C._.   
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1 The order parameter of 5-nitroxide stearate label in various Tetrahymena membranes as a 
function of the reciprocal of the absolute temperature. Membrane fractions were isolated from cells 

grown at 25 °C. ' 
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       The order parameter of 5-nitroxide stearate label incorporated in cilia (a), pellicles (b) and 
microsomes (c). The hot or cold membrane was isolated from cells grown at the shifted temperatures 
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EFFECT OF STEROL OR STEROID SPIN PROBE ON OPTICAL 

   ABSORPTION SPECTRUM OF POLYENE ANTIBIOTIC 

                           Ratio of optical density at peak 3 to peak 1 

                          FilipinAmphotericin B 

None0.8371.16 

Cholesterol1.0191.48 

Ergosterol0.9931.29 

Epiandrosterone0.9231.23 

Epiandrosterone spin probe 0.9191.32



 •

 ESR SPECTRA OF EPIANDROSTERONE SPIN PROBE 

 IN DEPC VESICLES TREATED WITH  FILIPIN 

g_ 6) eitiv3 A. t J.. , ;rq

e 

Io2 

X21 

i = 

. , -1 Ai '9 L° 

'~f t)" 

 ., `> 9 )L t 20 

„` Y 3• 

RA*1`t ') DEPC 

11- I. 1L J\° 

          ERSP 

,~ — 

         7 o 

- i

101



 • • 

 /03 

                           hti 20°C A- 

15 °C 

10 °c~ L ;20 Z'' 

                                               a n z~` ~ "T 

15 G I -' 6> D Epc I 

  ESR SPECTRA OF EPIANDROSTERONE SPIN PROBEt ) L ) ~~ - "~ 
  IN DEPC VESICLES TREATED WITH AMPHOTERICIN B 

E) SP z 9.o 

16) > 7 `) t3L s R ,911 

   1 r 1 

103



 •

 104

 J

h

i`

Control 

3 0 °C 

Filipin -treated

\Control 

       •

Fi l i p i n-treated 

   20 °C

 15 G

ESR SPECTRA OF EPIANDROSTERONE SPIN PROBE 

IN FILIPIN-TREATED LIPOSOMES OF DMPC

'~ r     A- I All

GI 23 

5rn- DMPC 

cc) EASP 

I O.Sm,g. Al 

Js:1 (/so M 

So mi'4 Iris- h C1, 

eP 

           A = n I 1 

< `1 o — 

^ p21` 
1 Jd 

L . 

7 .( `) 9 

, 0.2 

M1 I 201A\ G) .co

/oLf



a 
 W 
N 
n 

2 3 
cc 
0 
z , .,   'c 

0 
ig0 
CD 02 
LU 
' -2 

Q Q 

a- 10 
J < 

crI- 
F-- U 
Z W 
UJ 
UUa) C

6

 /Q  Control 

/ , Filipin 

   / -OAmphotericin 8

      10 2030 
      TEMPERATURE°C 22 lz 

   CHANGE OF SPECTRA IN P. ANTIBIOTICS-' '%‘                                         Y I1 

TREATED & NON TREATED VESICLES OF 
DEPCtal1=l Z 

;T:, L f ') t,, ,~" ̂  ~ - , 51 2\ i:' `) ;~~' ̀ )'' -- 

-C L 14- • E. 

    C-~R 9 1- A_ 14. - >b —'i --i" 

0 -- +

• 

/O5 

M 24 

Y1-;r, L ' 4 ') 

41-14- m) 2.,1 

i1nLZON 

                                      ~ 1 4-7 fi~ 

Tito)

1 S-



 • a
I0U

0 

100 

c a) 
c 
0 
a 

E 
0 U 

0 
C 
o 

000 5 0 

0 

c 0 

U 
b 

i LL

0

 TEMPERATURE DEPENDENCE OF 
BOUND COMPONENT I N DE PC 
VESICLES 

Filipin-treated

Amphotericin B,-
• 

^^

10 20 30 

Temperature °C

L 2S . -9 A % 1%.„ nl VI Or- 21 Y.1 

1f 7 A- ? ') 4r) t--"A Vt. 1‘L, 

;,1-'1 RIB PI a L - ,— 

*'9) L n 'L* 

    ))---A 9g, 6) b 1 1 / 

') cyt\ 3 , 1 -6 ~k~'~' ovt\ 1 

o

10



 log

 69 
ru 

0 

 68 

N N 

N 

 67 

c :1=1.6 6 

v 65 
> 0 

64

TEMPERATURE 

ALL SPLITTING

DEPENDENCE OF OVER-

IN DEPC VESICLES

10 20 

 Temperature °C

30

 t26.  -,A ^) 941.  l-  21  L  nA-1c 

rL 

   Atiti45tZi 1,1

larl


	R126_0
	R126a



