o [ Zh Bk 5§ 4k Z4 75 (Chin J Arterioscler), 1997, 5(4)

+ 309 -

EE IR RARIR S E IR E A S S EARNR

EUEC L R#

ZHEF HBED®

(LEEHRAXFHFRAWLTHSE, Lg 200032)

Study of High Density Lipoprotein Bind-
ing Protein from Swine Adrenal Cortical
Cell Membrane

HUANG Yi-Lan, ZHUANG Qing-Qi, WU Man-Ping
and MEI Mei-Zhen

(Department of Biochemistry. School of Pharmacy. Shanghai
Medical University, Shanghai 200032. China)

ABSTRACT

Aim To study the existence of i\igh density lipopro-
tein (HDL) receptor in the cell membrane, and this
may by provided the evidence for study of HDL recep-
tor function.
Methods HDL binding protein was prepared from
fresh swine adrenal cortical cell membranes, and puri-
The soluable

membrane protein was analyzed by ligand blotting.

Results

fied with affinity chromatography.

The dot blotting showed that the mem-
brane protein possessed high affinity with HDL. and
western blotting suggested that the molecular weight
(MW) of the binding protein by affinity chromatogra-
phy is 77 kDa.  The characters of the HDL binding
protein was measured by biotin-avidin enzyme linked
immunosorbent assay (BA-ELISA): Kd=21. 6 mg/L.,
Bmax=678. 2 pg/g protein.

Conclusion It is showed that the condition of affini-
ty chromatography was moderate, and the purified
swine adrenal cortical cell membrane possessed high
affinity with HDL.
KEY WORDS Swine adrenal cortical cell mem-
brane; High density lipoprotein binding protein: Bi-

otin-avidin enzvme linked immunosorbent assay col-
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BHEBRB),FETEETOR LR (LELEH A
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1.2 ZTREECESEEEZOHHE

# % Chuang™# Tyler £PIH B EHEEHF
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ZEERBH— X E S B KE B 2K (sodium dodecyl-
sucfate polyacrylamide gel electrophoresis, SDS-
PAGE)ZEXAREEHE BTEEEANAE.
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Dot blot #7 Western blot f# &% A E& G a4
BT H A4 % (60 mmol/L Tris-HCL, 25
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Figure 1. Dot-bletting analysis lor swine adrenal cor-
tical membrane protein. (a) Binding of apo E-free-HDL-
gold conjugate 1o membrane proteins (b) Elfect of 10 times of
unmodiffied LDL added; (c) Effect of 10 times unmodiffied
HDL added.
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Figure 3. SDS-PAGE of the protein unpurified (a),
the protein purified by affinity chromatography (b)
and low molecular weight standards (c).

2.2 RELREFORRNEREEZROSS

Flgure 2. Westerm-blotiing of swine adrenal cortical
membrane protein and followed by cllvidal gold-apoE-
free HDL conjugate incubation and silver staining (2)
Low molecular weight standards: (b} Membrane protein SDS-
PAGE; (¢) HDL binding band.
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Figure 4. Binding curves for biotin-apoE-free HDL

binding to rat hepatocytes.

$ L 80 BB & | 3 4 7 4F Scatchard &
(Figure 5%&%]&1‘@9&%& r=20. 95 (P <<0.
0N, HXHRE. BHREGTEREEH D
=21. 6 mg/L, & K% & & (Bmax) = 678. 2
mg/g HEEH.
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Figure 5. The scatchard analysis of the specific bind-

ing obtained in Figure 4.
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