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[ ABSTRACT] Aim To prepare the polyclonal antibodies against VLDL receptor and to characterize the antibodies.

Methods Rabbits were immunized with polypeptide fragment of VLDL receptor as antigen.

rabbits was collected.

Rabbit against mouse and human VLDL receptor antibodies were obtained.
the two subtypes of natural VLDL receptor through Western Blot.

The quality of the antibodies were analyzed and characterized with ELISA and Western Blot.

The blood serum of the immunized
Results
The antt serum have high title and can recognize

Conclusions The polyclonal antibodies against VLDL re-

ceptor were obtained, which provide a new tool to study the protein of VLDL receptor.
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M VLDL % s s 68 LB — B %%
rERTHNAERFT I (A REIR), HN-
SLEQCGRQPVIHTK-COOH ( aal98-aa211)'** | A T 4
R—BMRK(HEFETFRELARAR) . FIHKZ
BRI ER X BN FRERIEREZ G KIH
b HEET: e RKFHEAETPBS #, BT L
WEE S5 g/L, # 1 mol 0 FE 3 L 50 & FEBLH I
PlmNEREG, FRY, AEEFEMNEFEKR
0.2% R _F, W imit &, MZ G ¥ BAMERTH
Elh HHR 1 mmol/L W H AR, B\, A nik
B, BLKRE K200 mmol/L, REZE THERE 1
h; B R B4 B PBS EATIEK, #K 4 Ko Lowry 3 &
EaEE.

1.3 zh¥IeERIMMERNRE

RERKEBRBERIZO0.5mg HE/NTHRE, B
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P E RN FRMFRNEL 10, XETFEEEE
14 RCHERMD60mL. {2 mERKE1h FEAN
ACHE, F R AL RE G, BB LE mE, U
5000g B0 10min, EREZFNILHAMEECREF .
M 7E 2 3E 56 °C 30 min AR K IE, A B H
H, R ER, - 20CU TREHET,

1.4 [8]3E ELISA ;&8

DA VLDL % & & & Bk 1 mg/L, 50 WL & 4% 96 L
W, & 10 mg/L F miEEAEAHAE, 2 5T EE R
&Aook 9% R vE(FAMEXTER), B 10200 &, #% £
B HEBKREMALEI, ACEAETIR A4
0. 05% Tween20 ¥ PBS % 5 7. #m X\ 1: 20 000 HRP 4%
iCHT £ 4% 1eG, £ 1 h, 0. 05% Tween20-PBS 7t 5
K, MARR Z fZ(oPD) B &, BEAR DU 492 nm & 3
#, LA OD4/ODx 2 # A k.

1.5 Western Blot

Fl 347 [ pH 7. 3 10 mmol/L TrissHCI, 1 mmol/L
MgCl, 5 mmol/L. EDTA, 1% NP-40, 0. 5% fii. 4. JE 8% 4%,
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mg/L, 1 mmol/L. PMSF) | 48 B/ B Bl AT BE B #
AL RE B R 41 /N OB " 40 8 2 RAW264. 7 RA
& 1% 9% 4 M bk MKN45. SC7901 #7 MKN28 #y %% &,
Lowry 2l E K E. MEEEZ E(80 ) LFT
7.5% R GB R B R ATk, Bk BB EE T
IR £, BT & 5% B RE 97 B B9 TBST (50
mmol/L. TrisHCI, pH 7. 6, 150 mmol/T. NaCl, 0. 1%

Tween 20) % & T4 7 2 h, An DL & 7 & 8 41
& (1: 500), 4 CL A ; A TBST £ fE 3 x 15 min, /n
# 7] A B B9 HRP 4710 Z42( 1: 10 000), 38 T 1
h, TBST #E f€ 3 x 15 min, #7 ECL & 7, X i A %
v R o

2 H R

iR G 2 W PR IR T 58 B, 5 R A B AR ML v
FALE, P9 R A B S Ui i 5 R R # ER R B 2R &
JRBR PTG 250 2 55 FH A B B, 044 A B E AT I 25 600
PAE.

£ | R RIM B & KM EE
Table 1. Antiserum ELISA titre of immunized rabbit

iR R G Gl S8 S M I
1: 400 0.19 0.98
1: 800 0. 03 0.98
1 1 600 0. 00 0.97
1 3 200 0. 00 0.96
1: 6 400 0. 00 0.87
1 12 800 0. 00 0.78
11 25 600 0. 00 0.65
1: 51 200 0. 00 0.34

TE: OD 4/0D K 22 # Nk,

INER 2R Western Blot 45 R, /DN RO LA
R S AR T35 50 F i & 4 160 kDa 4b 0] WL — 58 = 7
S, BRI, /N BRI 0 2H 23 K [ 4 i 2
B S TE AL B B 5 B8, T/ BRUHIE & AR
FEAZALE AR WAk BeAt, IS B RS EZ 110
kDa 4bi&A] I, — &M 25717, J9 VLDL 3244 i M 284 (
RUBTHRAA) o &2 AL B FE & AP R
IBARBLE SRR 7] #R3E —E.
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Figure 1. Western blott assay with several murine tissue sanr

ples
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Figure 2. western blott assay with human gastric adenocarcino-

ma cells
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WM RN 25 & B B © ok Bl Br b id H B T 32 kR
BRI A B J5 1. VLDL 328 J& T LDL 52448 5
W N SZAR, IR P 45 B A E S 15, o — 8
(4K, 45 160 kDa) Fl — 2 ( O- B [X B 2%, £ 110
kDa) B N2 . VLDL SZARH 4> F 450 5 Kk 1
FENEAN/NSZAK, LDL Z AR5 & 5 ER2 404
L, BIEFEF A4 50% ~ 55% K EPEME. vk
LA XN ASHE M VLDL 52 44 fifg 41 g 4 25 & 15
FRIEE T — Bz R A R ER T, N A K
—BEHUE, B Ry, B 3R EL T Al )
VLDL 324 f0JE R HT Mg . CA/N R 2 FidH 24U &
H PR H) A B R AT S B2 5 5, AR TR Y 160
kDa 4T WL — 37 M 5% 7, H7E B 2 AR & B 590 WL
MBI, 2551 AH R 98, T 7 VLDL 24 R &
FIE, LDL SZ A4 /= 308 1 423 9 JU >k AL B 2 1 4%
W o ENRMEFN N 0 2 R AR AL SS, HA 11 8%
I, X —45 R 5 SCE X VLDL 3244 1) mRNA
FE/N B rb 0 A AR I 45 SRAR &' . Bhat,

PAAS R 3 AT BE BN B e 2 PR R R T R AR R4 1)
o BN IR 25 B R IR 70 4 ) MKIN4S £ SC7901 41
o o R GA AR, T oAk 1 MKIN28 40 i U 7
MK A, 5 RT-PCR KUl () mRNA 45 540 — 57 .
DL bS58 4iF B VLDL 524K & Bk 5 48 f 9 A7 75 1
VLDL SZ AR50 40 B s 3 AR A, Pt i i vl 1R300 A &
INBR AL ZRFN 40 I N ) VILDL 324K, JE X 20 A [ 1
A, BRI VLDL 52 & K 4R 8 3R 38R 0 1) B2 F
IKIER

WAl 25 £ JIE 2% A ( VLDL) 24K AE NAK R 2 A |
2, IR 2P 8 T R RIE, EREE A IR
MR INNFEE . VLDL ZARTENL A N R IE 52 1L
HNE AT IR, R dRIE, 730 RO FEAE 1L S 15
FEBT B 5, VLDL 52 #& /) mRNA ) R i& 7] = 100
N AR A2 B R, VLDL 7] 5 5 /0N B, B 41 i
W VLDL 524 R A 8 % Ff (kR , 12 B g
L5 PR 4R B T B SR B9 3 B, VLDL 3244
1E& & Hh =B I e & A BEh ok FE Rt FE o
HEMEA . REMBFERIL, 76 RE, 5 IR
PR H 23, AR oA 2 FE 1) 18 o 108 o 25 %2 b
A A VLDL 5244 (1 3R 38 B 0 B 3 A TR A X038
P VLDL 5244 2 5 BEHT A (1 ) 25 A idt — 25 IR B R
KPR FAEAS [ B A B 4518 K VLDL AR RIEAR
1 B AR B L T A T A .
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