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ABSTRACT
Aim An enzyme linked immunosorbent assay
(ELISA) using HRP-conjugated rabbit antihuman
plasma apo B100 IgG was developed for measurement
of low density lipoprotein(LDL ) receptors on purified
rabbit liver plasma membranes.

Methods

phase by an overnight incubation, and was quantified

Membrane protein adhered to the solid

by measuring the protein concentrations before and af-
A curve of anti-apo B100 IgG binding to
known amounts of LDL was constructed to quantify
the LDL bound.
rabbit plasma LDL were assayed to detect nonspecific

ter coating.

Parallel samples with 25-fold excess

binding.

Results Kd and Bmax, worked out by scatchard
plot, were 13.59 mg/L and 124 pg/g membrane pro-
tein(n=>5) ,respectively.

Ceonclusions The results support the use of ELISA

to measure LDL receptors, particularly for physiologic.

studies.
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L Na,COs-NaHCO, ## # A X R HHE R ¥ &K % pH
7.4,4 0.25% Tween-20 # 20 mmol/L PBS; % K &
ZRXAPpHG6.5,80.04% 48X _F.0.15% H,0, B
0.1 mol/L ## % -Na,HPO, # 4 A (G A WEH).
1.2 [EBEgssls
H-AUTRRRXBERCE 2 EALERR
h¥ERES., K®E d=1.030~1.050 g/ml & LDL &
2, Rd=1.120~1.175 g/ml & HDL, # 4,2 10
mmol/L Tris-HCl. 1 mmol/L EDTA. 50 mmol/L Na-
CLpH7.4 RS AEHMEACRELA.
1.3 KRFAERtSE
BERF RS BEE 6L & oMM,
URITU~ANKERTEFTHREL AR A GO
mmol/L Tris-HCl, 100 mmol/L NaCl, 0. 5 mmol/L
CaCl,, pH7. )# B 5 ,F 27 000X g &~ 20 min, Y £
AR, P> k&, A MSE-150 8 & & & § F %k i
b 2X10S, 4% 14~16, Sl & FapML R
F—70CRE. M RH 1.0~1.5mg/g EFALR.5
XL, -HEREEHREG 7~10 4.
BEAORBE G HE Markwell #9842 N %
FagktE.
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F492nm MEXE XMLk LDL X2
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Mg EAARHARBUE RS EOAE RE2EW
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g/LE, AREH O EFEa® b EH 0 55010.034 pg
EBHEMZI0A SHMARHPHELIREL),
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1: 1000 B)#THEAFT . REBEE EH R HRP-H

KIE LG B100IgG W TH KK .
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(3.125, 6.25, 12.5, 25,50, 100 ng) ¥ A dy &,
1.4.5 LDL R$SFEENNT KEhitddx
HEAEGRT. R ERFELAARAPASH
KMEGBIOIG AAFW(KRI)D %X LDL(E £
BB ARRT. BAHMZALNGLDL £5
MEHN42Znm X EXMEELDL £4EHFAH LR
. FAGE5RARAHMNTAR - RHFEHRAZRK,
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& 1(Figure 1)Fr/R, M8 492 nm &)X
BEEMEEQREBRIEKREY N, 27T
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HRP-{i #8183 B100 IgG MEE K 1 : 250
B,492 nm Ab YO &5 BE(EX B B, e 80k R
BTG SEENE.
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Figure 1. Chess board titering for the binding curve.

Dilution of enzyme linked antibody, x-x; 11

125, A-A: 11250, 0-0; 11500, @-@: 1:
1000,
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Figure 2.
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¥ HDL #f7 R HFARE LDL R&ERFE S
KE, 451 WA 3(Figure 3), %13 LDL i &
2 fEEPEr4M I A3 LDL 5 4 fF 4R MR LDL
T hEE A M 50% . B 20 fEAT A 0% L Lk
A KA I3 HDL R A& BEMF 1R .
2.4 BEpfodhik B Scatchard YEB S HF
g1 4 (Figure 4)F[ I, LDL {4 R H S5
SREMAR LDL E 5 ¥ BE 3 b 34 bn . 2 7]
M B ¥, Scatchard fE 2 H &K, Kd=13. 6
mg/L, Bmax=124 pg/g BEH (n=5).
2.5 Ca"HMRBHLESHEN
FREEZFIMA 0~10 mmol/L CaCl,,
ZRmAE 5 (Figure 5) ffR,LDL B35 Rk %

A MBEH Ca' WM ATINK, B 6 mmol/L
B EBIRK.
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Figare 3. Effect of rabbit HDL, LDL and human
HDL on the binding of human LDL to
rabbit liver plasma membranes. @-@:
rabbit LDL, (O-O. rabbit HDL, X-X: hu-
man HDL.
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Figure 4. Binding curve of human LDL to rabbit liv-

er plasma membranes; Scatchard plot of

the specific binding. O-O: TB, @-@:

SB, X-X: NSB.
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"Figure 5.  Effect of Ca'™ on the binding of human
LDL to rabbit liver plasma membranes.
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