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MR EEEER O—FETh B sterol carrier proteine (SCP:z) DF5HE R FiicifEsz L,
v FEIB R T D cholesterol RiicE17 5 SCP: OFFENT>WTHREEIZ 72,

%3 CM-Toyopearl 650M % Wiz A A4 3, 88XV Toyopearl HW60S % v oF
E2BVH T ACLD ZBREPHEEY T A n<e ST T4 —I2ED, Ty MFFREYR— b
105,000 % g Tl ki & v, SCP: #69% DU THIS, 000G L 7. = DFETELL
R SCP: i, SDS-KY 727 Y7 FFAVEBEKKIT, ArZE—OEAE AV FE LTHED
b, ST, 12,3008 RN S RESFEAT, FEAF. 1T VEERR LI

ZoOkE SCP: 1%, v FEIEH O mitochondria 1IT31F 3 cholesterol {M#iEIMTES 3=
(cholesterol side-chain cleavage enzyme) IZ X 2 N cholesterol 7>& ¢ pregnenolone &
B R3S X OB R IR E L T —F, Fifd SCP: 35 v MRIFKR| D microsome I
BiFB acyl-CoA: cholesterol acyltransferase (ACAT) X % cholesterol 2>% ? cho-
lesterol ester &k % BRI OREERFEMHIEELZ. =@ SCP iz k% ACAT {RdEZh I,
WIEE cholesterol ZIEE & L7230 b, SEM cholesterol & IEHN L 7zBRIZ D AW
b, LA bIMEhic cholesterol PEFICHKEL TWieZ L35, SCP: @ ACAT {ExER
Fid, SMAME cholesterol DFIFMREZEBZZLITIBbDLE LB,

PLEDOREAT L Y, SCP: 127 v FRIBFRE D cholesterol 225D x5 v A4 FEKO chole-
sterol ester BFROVWTHORICB W T HEEEREZH L, 5 v FRIEEKED cholesterol it
ISR RHE B LT B ATHEMASRIR S hue,
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LTEhbb TEERZRREZEZ LW AETFEMOESE
Thbd. BIERED cholesterol MAIELIE choleste-
rol ester & LCHsIAERICEFRES TR Y, ACTH o
HI X v kRS M ic42, WBE cholesterol & 72 ¥ mito-
chondria IZEBIENTxF v FERIZFIFA S L 31D,
—%, BIBREHIENIZIZD 5 —D>0 cholesterol M4
BB THD ACAT 7% microsome IZIFEFEL, chole-
sterol 7 & cholesterol ester #8352, Z ® chole-
sterol ester DEMHFEICEINETZONE LEZXZLRT
N5, Z DX ) BEIEKRETOD cholesterol DM
EORREFICXL VAHEN TV D ONLRHZ EREN
W, B Vahouny B, SEBEFMNFEERVT, Fv
MNEUE REIC SCP: BFEET S Z L EH LT L,SCP:
PRIBHEETO cholesterol MRFHZEIE ¥ 5 AlaEM:% R
BL7®, 27 THAX, BIBERE cholesterol 3z
BiT5 SCP: OABEPBEHRLHOGHICT 5 HAT, mi-
tochondria T cholesterol b D2 F v 4 FEREW
microsome T® cholesterol 25 @ cholesterol ester
BARRICHERY SCP: OEEIC oW THRHEEMNZ 2,

L AT SCP: OREMEIZF TIZ Scallen HiTX Y
BESNLTWE00S, BEEFEER Y 2 [TINER, B
EHicEwio, SEEIC SCP: DOFRAy A Rilk
PRSI, Bohic SCP: & AW AR 21Tk
[} 7?.0

. #EeskvrzE

1. R

[1-4C] oleoyl-CoA (SA. 57.4mCi/mmol), [4-14C)
cholesterol (SA. 53.2mCi/mmol), [(3H) cholesteryl
oleate (SA. 72.0Ci/mmol), [7-*H- (N)] pregnenolone
(SA. 13.0mCi/mmol) 1%, New England Nuclear
(Boston, USA) X YEEAL7%. 7-dehydrocholesterol
1 Aldrich & (Milwaukee, Wis., USA) X ¥, cho-
lesterol, oleoyl-CoA, bovine serum alubmin (fraction
V, free from free fatty acid) %, Sigma ft (St.
Louis, MO, USA) X VA L. NADPH &, %V
N (KBR) XY, adenosine 5 tripho-
sphate (ATP) i, Boehringer Mannheim = (Man-
nheim, W. Germany) X VA L7z, TSK-Gel To-
yopearl CM-650M X} Toyépearl HW60S %, X
Y-t (FER) XVEALL. ZOMORES L ORA
FFEMERA CRBR) XV EEA L7,

2. REtoEE

KRBV RET v v R (T Y =vy VBRI, K
W) CHFE L7z Sprague-Dawley 5 v b (300-350

"

g) EEEERSWE BE) LVEALL,

(1) 7 v MF105,000Xg Rl EER IV T v b FF
microsome 4y D PR : WIEERE, FiEZ 250 mM
sucrose, 1mM EDTA, 1 mM dithiothreitol % %Fe3k
¥ L 7215mM potassium phosphate buffer (pH 6.8) T
L, 2FEOH buffer THEVF A XL FEY
F—b+%&4°C T20,000xg, 155HT2EENL, &
bhic EEE & BT, 105,000X g, 604 T 2 EELL
7o T D FER XS microsome BE4S 2% %4 SCP:
RO SCP: EHRIEIC A,

(2) J v MEIBEE mitochondria 4y DFEHL
Brownie & DFEICHEL T, T v MR WFEELRE, B
BriiH U mEs XUBMEL BRE%, K% 250 mM su-
crose, ImM EDTA, 20mM nicotinamide %&%215mM
Tris - HCI buffer (pH 7.4) T5% (w/v) xET %—
MEEZIER L7c. 800X g, 1053 ORI X Y Bic ki
%5,000X g, 15438 2 [E D LMNZ L Y mitochondria &
S EBic. Z OPEH mitochondria P& % 36mM Tris -
HCI buffer (pH 7.5), 10.4mM sodium phosphate buf-
fer (pH 7.5), 13mM succinate, 5.2mM magnesium
chloride, 250mM sucrose &% buffer (pH 7.5)1® |z
BRELLOREBEHER L L,

(3) 7 v MEIEEE microsome W4y OFHERL : iEE
B, BIBLHH LEERIVCHERZREL 4280
K L72250mM sucrose, 0.1mM EDTA, 0.1mM di-
thiothreitol % &¥r15mM potassium phosphate buffer
(H 7.4) THEVFA X Lice HEUF— 1% 4°C
20,000x g, 1557, 105,000% g, 60453fi%k~ 2 [EREL
L, Bboh7¥% microsome B4 %R buffer ICHE
BTLIebOREERKLE Lz,

3. WIEE

(1) SCP: FEHDHEIE : SCP: ML Noland £
FEWIZHEL, BF microsome B4y % Fiv T 7-dehydro-
cholesterol reductase (EC. 13.1.21) i2X % 7-dehy-
drocholesterol 7% cholesterol ~DZHAR I DIEHEAL
PIELLTRELZ. ¥4bb, 0.5mM NADPH,
x4 DEBE D SCP:, microsome FiEE (2mg BHE)
& 5mM 2-mercaptoethanol, 10% (v/v) glycerol %4
#215mM potassium phosphate buffer (pH 6.8) 1.0
ml £37°C, 643 Ne A FTT, v A4 vFa—~_—
F L, 50nmol @ 7-dehydrocholesterol ##& (5 pl, dio-
xane/l, 2-propandiol, 2:1, v/v) ML CKRIESE
HL, N #2FC, 37°C, 1BEHRE L7z, KIS,
1ml D30% (w/v) KOH & 2ml @ ethanol %1z
TEIEL, JBE#% 4m]l ® petroleum ether 12T 2 [BlHh



oy FNEIBEEED o v AT v —ARHHTRIT B SCP: D 11

HLic. WiEd Ne AW T THEBREL, o f|
BEx750u] @ cyclohexane THEHEM LTc. RRIGED 7-
dehydrocholesterol B#% B3z 5 7' n ¥ — LR
220A FEPHWTHIEL, 3KE (276, 282, 290nm)
EREAEILI VRDT,

(2) Z v FEIBAE mitochondria @ pregnenolone
REE OPIE : BrowniefEDFEIPICHE L T36mM Tris ¢
HCl buffer (pH 7.5), 10.4mM sodium phosphate
buffer (pH 7.5), 13mM succinate, 5.2mM magnesium
chloride, 250mM sucrose % &%%» buffer (pH 7.5)1® |
SCP: (0-20pg EHML) & mitochondria ¥RilFHE (25
pg BAE) ZMz0.2ml OREFRTI7°C TIO0HM A
vk a—k ULicf, 50pl @ ethanol #Mx THRIGE
&1k Uiz iM%, FIET O pregnenolone % ¢Stk
(FEEEEREE, ) AW T RIAY TTRIE L.
FEARIT ng/mg mitochondria BH & LTHD L,

(3) v FEIHEE microsome @ cholesteol ester
A OBIE : Balasubramaniam 5 O FEPICEL, (1-
uC] oleoyl-CoA %5 cholesterol ester ~® (1-14C]
oleate MEWViALE WEL T k. BUSRIE, 0.5
mM ATP, 2mM dithiothreitol, 1% (w/v) BSA, 6.25
nmol @ cholesterol (541, dioxane/1, 2-propandiol,
2:1, v/v), SCP: (0.24-38ug ) & microsome
il (125pg BEH) % &7015mM potassium pho-
sphate buffer (pH 7.4) 0.5ml &, 100pM [1-1#C] ol-
eoyl-CoA Z M TREEMIEL, 37°C T204[WHRE
#1.25ml @ chloroform/methanol J&#E (2: 1, v/v) &
% CRE#EIE L. J55E Bligh & Dyer & 0%
e L, A EShiz cholesteryl (1-14C) oleate
% Skipski HLOFFEOR LTI/ v+ 7T 74
—THMEL, FoORSREEEEEY v F v a v w
vux—CE L. £7z [4-4C) cholesterol % 3£
LLUTHWERZ, 6.25nmol @ [4-1*C) cholesterol
(5p], dioxane/ 1, 2-propandiol, 2: 1, v/v) ¥100uM @
4 oleoyl-CoA % BUSHEHITINA 72,

Cholesterol ester OMELERIX, cholesteryl [1-14C)
oleate nmol/mg microsome HH & L THb L7, [1-
14C] oleoyl-CoA 2% @ cholesteryl (1-14C] oleate FE
A, REEREICOWTI40SMET, FMT 3 mi-
crosome DEBEEEBIZOWTIE125ug/tube ¥ TH & HAR
AN 72,

(4) cholesterol & HOMIE : B microsome sy
F DjEfE cholesterol 38 X T8 cholesterol ester &I,
Gamble bl EIT X v lEL 2,

4, SCP: D¥siu

AREMERIEI30-4°C TR o1z,

Step-1: ¥ v NFF105,000x g &L EiE (460ml) %,
[Fl& ¢ 5 mM 2-mercaptoethanol, 10% (v/v) glycerol
#&1e15mM potassium phosphate buffer (pH 6.8) T
FIRL, [ buffer TEMi{L L7 CM-Toyopearl 650M
H 55 (8X20em) HEALK. H#EIF100ml/min T,
#7 A%2,000ml OF buffer TEEHL, BHE%3,000
ml ® 5mM 2-mercaptoethanol, 10% (v/v) glycerol
%4 1p60mM potassium phosphate buffer (pH 6.8) T
WRHE Ui, ZaHiEY, PT-10,0000% (cut off fH4yFik
10,000) # 8 ¥+ v FEFHF L7z Lab Cassette System
(Millipor #t, Bedford, Mass, USA) % Fv»"T250ml iZ
WL, &5ic YM5 O (cut off fE5FH5,000) &
3 U Amicon [RIMEEEEE (Amicon, Danvers,
Mass., USA) % FT50ml 24 L7z,

Step-2 : ###E L 724y %, 5mM 2-mercaptothanol, 10
% (v/v) glycerol %&%r45mM potassium phosphate
buffer (pH 6.8) TEfi{k L7z Toyopearl HW6E0S 7
F A (4%100cm) ZEA L. 75 5% [F buffer IZT
#ik2.8ml/min TEHL, 15ml FoOESEIMEL
Tro dED - FMEAYD 220 nm T @ ¥4 BNEREL,
SCP: EHDH By E—HEIC L, YMS BEHEAF L
Amicon [FRA-IGBEER % Fv 72 2 ml IZ#GHE LT,

5. BEOSH

ek SCP: (75ug BBEHALD % 5mM 2-mercapto-
ethanol, 10% (v/v) glycerol #&¥r15mM potassium
phosphate buffer (pH 6.8) Tfii{b L7z Superose
HR-12 # 354 (1.0X30cm) (Pharmacia, Uppsala,
Sweden) %3535 L7z fast protein liquid chromatogra-
phy T&# L7c. HE#20.4ml/min & L, 220nm D3F
SRR % BIE LS00l DS & i, 440 SCP: i
MERE L. SDS-KY 77 V7 I FELKIX, La-
emmli B DFE® T, 10-20% % ENFRFER S VE A
THBILTco A FHOEFBMEERE, cytochrome C
DEEE (V= v x VEERHE) & vz, 7 i Coo-
massie Brilliant Blue R-250% BT Uiz, HHEA
¥, Ampholine polyacrylamide gel plate (pH 3.5-
9.5) (LKB, Bromma, Sweden) % B\ T4H#rL7,
pl YeEd, SEAM pl callibration kit, pH 3-10
(Pharmacia, Piscataway, N. J., USA) & B %
Wi o tz. WSBAREETORRER—H L. 7
S RSO, WREEREY v < 757 4~
T#PhD> 5 2-mercaptoethanol, glycerol KUY potas-
sium phosphate Z&%, H5hiziktLz 3N-mercap-
toethane sulfonic acid C110°C, 44 BERTMAKSHE L 72,
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1

& 1. 7 v MF105.000Xg EiE» 50 SCP, $5#l

ST wEH IR HOE [e] i =& TR
g (mg) (B fir)e (B4 chol. nmol/h/mg) (%) (%)
105,000x & & FiE 22,300 27,123 1.216 lOO—] 129 l—' 16
Toyopear]l CM-650 M 1,755 34,951 19.9 129 162[
Toyopearl HW-60 S 3.1 18,714 6,037 60| 54 4,969 303
?: SCP EMEBALE, B H 72 v 7-dehydrocho-lesterol # 5 o cholesterol o EEAED Inmol TH 2L 0 FBAr
435,
—_ o
: X
L
£ «
< m
& 024 ]
- £50 2
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s (=}
3 “ 3
= m
& o
& r30 2
° 01 9 g
2] 3 20 e
< z
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TUBE NUMBER

B 1. BREA® SuperoseHR-12 4 557 m< 75 7 4 —
mRER (7opg BEHE) % 5mM 2-mercaptoethanol, 10% (v/v) glycerol
% &t 15mM potassium phosphate buffer (pH 6.8) ©E#&1k L 72 Superose
HR-12#% 7 2 (1.0X30cm) ML 7z, ##O.4ml/min TR buffer THEH
L, 500p! B4 ¥F-oIRE L, y 220nmTORNE ; @, SCP: #E i,

K E BT < BAATEE 835B T AT Liz. Try-
ptophan X, WHEBERE, v< 25 7.0 —F 0280
nm DOWNE X Y BH L7, Cysteine i, dithiothreitol
TEILL carboxymethyl {LU7230E X D BIE Lz, &
BB O WIHEEL Bl 70 ¥ — 2530 JEER 220
A BEBWTHRIE Lc. XRIZ, 5mM 2-mercaptoetha-
nol, 10% (v/v) glycerol %#&tr45mM potassium phos-
phate buffer (pH 6.8) % Fv\/z. BHEEIX, Brad-
ford DFHHEITTH r-globulin ZBEHEL UTHEIE L 720

6. FEEHLIE

ABZMREE Duncan multiple range test I X -
TR oz,

1. & 3

1. SCP; ¥
R EXERBED LIEME L EINRSY £ 20 TRl
720 SCP: (34,9691 DREMIEE, 69% DEINR TR X h

2o 7 v MEF105,000xg i FE» SEHESECO
REUTRIZ 2 BENIZSE T L. 450ml 05 v T E5E
» CM-Toyopearl 650M A 4 ZZMH T H T v< b o
774 -0k HBREEEE, 1REUNTITR b
N, ZORFPOEET SCP: &, 16fE0RME, 1299
DEMIRTHHM Sz, ZH2HEED LRER, Toyo-
pearl HW60S ICX 2 3 F 5B nWh T a7 u= b 752
A XYVFEONT. T OREMERRET, SCP: 133034%
ORERE, 54% OEIRTHR S hiz,

2. BUEAOEKME

BARMEMEN L, SuperoseHR-12 7 5 A2 %L 7~
fast protein liquid chromatography T, H— o
REHE—7 L UTHEHL, SCP: EfEL—FK L (¥
1) BAWEER SDS-KRY 777 REKHKE cH—
DEEEASY FERLE (M2). 2hd OEBREER I,
BREAY H—ThBZ e "L, SDS-KY 74
V72 FESHKEIC L 2 BNET 0T EIX, 12,300C
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o
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Cytochrome C

o\ (24800)

(12400) @

0.5

[
1.0
references SCP2

MOBILITY (Rf)

® 2. HMEA® SDS-KRY 72 V7 I FEKKDED
REEI10-0%HEARRY) 727 V7 2 FFricTEkB L, Coomassie Brilli-
ant Blue R-250 iz X » THes Le, MOBILITY o¥{rix, Blomophenol
blue OBWE (1.0) kKHT3EEO BHE o (Rf) LT bLT,
st @, Spg ORIMNER; O, HTREE MM K Cytochrome C;
hexamer (43 F & 74,400), tetramer (5>F #49,600), trimer (4 ££37,200),
dimer (4 ¥#:24,800), monomer (4 F#t12,400),

bV, WERABZERBSH L VEERL, 9.1Th o7
HEEO7 I ) BATRIREH 210F Lic, bEn
72 ) liE lysine T16.5mol % Tholc. HTHIC
arginine & tryptophan %&A TWic. Scallen oD
Wk LI SCP LMFMEEOMOT I/ B OHHH
HEGE, 0.996Tho7c. FHINER ORIBILIT, 216
nm THRAMWINESRL, 280nm TERIEFR L (K
3) M, 73 EAPTITRIT S tyrosine & tryptophan
SROEMLE—F LT

3. Fv MEIGEED cholesterol RFHTKIETIER

(1) EI%¥ mitochondria 238V} % pregnenolone B
EiRiET SCP: o K41x, SCP: (5pg EH
B) OFEEIFEETICIIT 3 MNEME cholesterol # 3K
Y UTCEEAE S NS pregnenolone b Bl & DBER L IR
SHUTEBHERTH D, Sug © SCP: ZiMx7chy, 3k
HMi Iz B U T B & 2312 pregnenolone BEAMIINASEE Y
bhiz. [ 51%, pregnenolone EAKCKIET SCP: @
BREOHWBERHELILL 0K, 10ug OEHRET
B #HIZ pregnenolone FEADSHIML 7=,

(2) BI®¥ microsome 23175 cholesterol ester ZE

AT KiET SCP: D% : M 61, SCPe, SMAME cho-
lesterol & % WIREH OHFEIFETICRBIT S (1-4C]
oleoyl-CoA %5 @ cholesteryl [1-14C] oleate FEAEH
LU e OBIRE BRI LI ERERETH D BISHET O
microsome BI4HZ B T 5 PIFEMEEEE cholesterol &
cholesterol ester BEI¥, 440.9238 X 8.40nmol T
BT, SHEWE cholesterol DIEFFET T b HREMK
cholesterol %Z#E & L7ckMFT Tk, (1-4C) oleoyl-
CoA 5@ cholesteryl [1-14C] oleate FEAEIX, 404
W& CRERICEE LT L 728, 9.50g @ SCP: %
WL TY, cholesteryl [1-14C) oleate FEAIZIEHM
Bzl L TH B2 B ohiedr ol 6.25nmol
O EH: cholesterol Mz % &, FERMBFICELL T,

WENOKGHEEIIZ W TS cholesteryl [(1-14C) oleate
BEANERICHIN L. 9.5ug @ SCP; £6.25nmol ®
SV EM: cholesterol MFFEZME B & cholesterol DM
MEMEE LT, wTFho KSHBTL AED chole-
steryl (1-14C] oleate FEAEDEIMMATD Svlz. 71,
SLFEME cholesterol FFEIEFETITRIT S cholesterol
ester FEAICIB LT SCP: iRMBEOREL RN LK
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R 2. BBEARV Scallen &0 SCP, DT 3
JBME, TR, BLXUSEAOLE

RBHER HRER SCPs2
TIUEBEE
EA%  EEE/TA BEE/ e

Asp(n) 13.0 14 13
Thr 3.6 4 4
Ser 5.9 7 7
Glu(n) 12.7 14 14
Pro 3.0 3 4
Gly 12.3 12 13
Ala 11.8 12 11
1/2 Cys 1.0b 1 1
Val 5.4 6
Met 5.2 5 4
Ile 5.9 6 6
Leu 12.3 12 12
Tyr 0.0 0 0
Phe 7.0 7 7
Lys 16.5 17 17
Hiss 0.8 1 1
Arg 0.0 0 0
Trp 1.0¢ 1 1
SFE 12,300 13,500
FEBA 9.1 8.6

Scallen 51z X - THML & 17z SCP: PCysteine Iz
B LT, dithiothreitol iz SEBITHE, ARy
VAFIMELEH B R T I o BAW LR LY 1
BEE A EEH LR,

Tryptophan i, WHEEREs v~ F 57 4 —
TD280nm OWHEL VEH L,

RRERLEZELDOTHS, S} A cholesterol 23fE7EL
RWEHT I, V\'g‘sh@ﬁg@ SCP: 3 cholesteryl
(1-#C) oleate PEAEIZ BH S 2s7p BEEY R lpholz,
6.25nmol DAMEME cholesterol DFFETTIX, SCP:
THBRTFEIZ cholesteryl [1-14C) oleate DEELR
HL7co SMEMEIZ S b2 B cholesterol D&% 62.5nmol
IS €754 bRRKIZ, SCP: 13 EEEMIC cho-
lesteryl [1-14C] oleate MEEA:% (T L 7278, * DIELE
#hR136.25nmol ™ cholesterol FEHE L T T |
ETholz,

D E, SEHIZNL 72 cholesterol @ ACAT iz X
SRHICRIET SCP. DREE LV E#EMICHS BEY
T, [4-MC) cholesterol # &L L THWTHKE 2
Z7 (B8 ). [4-1C) cholestrol & d (4-14C] chole-
steryl oleate DEEAIT KEEERIL L 41z WL 7223,

0.8

0.7 n

(=) (=) (o)
-+ (&, (=71

fo=)
w

UV Absorbance

o
N

o

200 250 300
Wave Length (nm)

B 3. MEEAOEARILASRI F 54
5mM 2-mecraptoethanol, 10% (v/v) glycerol %
% 1r45mM potassium phosphate buffer (pH 6.8)
TOMBMED (290g/ml) O2=2 |5 A %190nm-
300nm S THRIZEL 2,

500 4

400 1

300

200 4

Pregnenolone formed (ng/mg)

100 4

0 T T r —
0 10 20 30 40

Time (min)

B 4. NEM cholesterol 2> & o pregnenolone &
AR ETRIEHEE 0% &

AE: O, HE; @, SCP: (5ug EHE), mean

*+S.D. (n=2)

9.5ug © SCP: MMz 5L, (4-4C) cholesteryl oleate
DEAR, JERMBIZHL T, WFN ORISR LA
BTt 7z,
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(34
o
o
n

400

300

2004

A\
¥

-1

0 5 10 15 20
SCP; (ug)

Pregnenolone formed (ng/mg/30min)

® 5. FMEM cholesterol 7% @ pregnenolone #
£k iET SCP: 0P E
mean+S.D. (n=2)

Iv. £ £

PR EEREAO—fMiTH S SCP: i3 choleste-
rol REFDREA RIESHTIEL 53 L, cholesterol o
FAGRFO—2 L LTHERTA Z EPHLPIC ST
535, LaL, SCP: ofifukizc > TiE Scallen &
BURNCHE LT v NiFH» B @ SCP: FEflkEwEH
VEEDSKE e BB, Mg L b 6T L b +a%k

20 -

—
[3,}
I

(34}

Cholesterol esters formed (nmol/mg)
=

L OTRAE» 70T, 4E SCP: 02k
Resz kR 7z, Gaylor 520) Bloi?» LA LT
7zk 51z, SCP: THiEFE 0ikH THE L ST RIE
T RFEEMEN B o 72D T, Poorthuis & DFEWIZHET
T, 2-mercaptoethanol & glycerol & SCP: OZEE(L
Hr LTRW. SEMEST U RE oMo —o i
g — D Toyopearl HW60S iIZ kB3 5F 550 H
Shrae N TT7 40— OIBBIZRWT, 3030 ¥
REMED LERELNETHE (F1). HW-To-
yopearl IZX 25F 55 W3, MERSTRESROHHEE
LT B 2 A VR E T T2 L BEESNT
B2, KEFFETiE, SCP: DL EUCHT % buf-
fer O A A VIRE OFEE FEHUCKRIT LTcER, SCP: ©
FHSMES X OEIR O, EH buffer & LT45mM
OENPEFBIR U7z,  HMHEHE, SuperoseHR-12
HS5rru<w 574 — (M1) & SDS Ry 727V
73 FERKE (M2) ORMNERIVE—LRERTDH
ZrrBFMEN. Bdlizk e, SERNE I
BARSTR, SBA, 7 BHER%OWELEFR R
Mz BT Scallen HDHE L SCP: & XTH
DIERA—ObOLEL N (#2). HBEEK
172 SCP: I¥MiENEBEE L /2 D 280nm TOIRS

1

— 10 — — 20 — 30 — 40—

Time (min)

4 6. (1-1C] oleoyl-CoA # & @ cholesteryly(1-1C] oleate A Z R iEF

R W [H] > %0

winatel c 1, ®m, [0F, SCP:(9.5ug EAR) ;

:, SHEME cole-
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ZBEOZOTHB, Ty NEIEERERT v 4 =54
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vage enzyme IC X % cholesterol 236 m pregnenolone
EERETH B2, 9 SCP, 05 v MBI R E mi-
tochondria T® pregnenolone EECRETESICS
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7 u A FREROEERMECEE T 2 RS RT oL
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chain cleavage enzyme IIPNIEICEFES 3 72 4
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T SCP; EANPEMT 32 LEHELLOR, SEO
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REEF D27 v f FEAIZRITS SCP: o@EzEx
5 ETHRRRORE L EZ bh B,

—HGRIER L7eZ L <, #BEP cholesterol mitHHEH
LT, b)Y —oEERREADZ. T2bb, /I
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EDBMUIcZ & LB TH Y &b TRKEY., 7
v MW mitochondria HHE 72V OFFEREE cholesterol
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R RET B FHREN R E e, £2 T [4-14C] cho-
lesterol XM &+ 5% %E HWTHEME cholesterol #>
& ® cholesterol ester PFEAZICKIES SCP: DREEL K
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D cholesterol HHIEEID T L K FHED R NT LM
1z ACTH 2 X > Tiiflish T Y, ACTH iE mito-
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FPEHELME, SoRHBHEZHEELETHERFE
EHE_ARERENSWHEROBREFT L2 6K
MELET, nRBEARCTEMEERITD 3,

SUMMARY

The purification procedure of sterol carrier pro-
tein 2 (SCP2), one of the intracellular lipid tran-
sfer proteins, was newly established and the role
of SCP2 in the cholesterol metabolism of rat
adrenal cortex was studied. First of all, SCP2
was purified approximately 5,000-fold to apparent
homogeneity with an overall yield of 69 % from
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a 105,000 X g supernatant of rat liver homogenates
using a two-step fast flow ion-exchange and gel
permeation chromatography. The purified pro-
tein had a molecular weight of 12,300 as esti-
mated by sodium dodecyl sulfate-polyacrylamide
gel electrophoresis and had an isoelectric point
of 9.1.

The purified SCP2 stimulated, in a time and
dose dependent manner, not only the formation
of pregnenolone from endogenous cholesterol by
a cholesterol side-chain cleavage enzyme in rat
adrenal mitochondria, but also the formation of
cholesterol esters from cholesterol by acyl-CoA :
cholesterol acyltransferase (ACAT) in rat adrenal
microsomes. The activation of SCP2 on the for-
mation of cholesterol esters was not observed
when endogenous cholesterol was used as a sub-
strate. However, it was observed when exoge-
nous cholesterol was added. This activation of
SCP2 was dependent on the dose of exogenous
cholesterol. These results indicated that SCP2
enhances the formation of cholesterol esters in
rat adrenal most likely by modulating the availa-
bility of exogenous cholesterol to ACAT.

These experiments demonstrated that SCP2
seems to play an important role in intracellular
cholesterol metabolism in rat adrenal cortex.
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