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[ ABSTRACT] Aim
binding. Methods

cleotide directed mutagenesis and then introduced into CHO cells by transfection.

B-VLDL was measured.

peats required for B-VLDL binding. Conclusion
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Cells, Chinese Hamster Ovary;

Gene Mutagenesis

To dissect the contribution of each repeat of the ligand binding domain of the VLDL receptor to ligand

Several VLDLR recombinants lacking different repeat(s) were constructed by the method of oligonu-

The ability of the mutant receptor to bind with

Results The result of the binding experiments showed that repeat 1 and 2 are the most important re-

These results lay the foundation of VLDLR structure and function study.
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HERE G ZHE DNA. K Yamamoto & ] & A
VLDLR ¢DNA %731t 51 #7(P1.Px o, Px3.P4) @0 T:
Pl: 5°-GGGATCCCCATCCAGGCGGGCACCATG-3

P4: 5°-ACTGGGACAGGAACAGGTAT-3

P1. 2: 3-TCTCGCCGCGGTGGCCTTGGCATTTCTTCTGCACACGACT-5
Pl. 3: 5-AGAGCGGCGCCACCGGAACCGTAAAGAAGACGTGTGCTGA-3’
P2.2: 3-CGTCACTACTTTTCTTGACAGTATACTCITGTACGGCGTA-5

P2. 3: 57 -GCAGTGATGAAAAGAACTGTCATATGAGAACATGCCGCAT-3
P3. 2: 3’-TACTTTCGGGTCTTGTCACGCCGTTATATTGTACATCAGG-5

P3. 3: 5 -ATGAAAGCCCAGAACAGTGCGGCAATATAACATGTAGTCC-3
P4.2: 3’ -CTCTTCTACTTCTTTTGACACGGGGCGGTTGGACACCGCG-5
P4.3: 5°-GAGAAGATGAAGAAAACTGTGCCCCGCCAACCTGTGGCGC-3
P5. 2: 3’-CGTCACTACTCGACCTGACATATGTGTGGTTCACAGGTCG-5
P5. 3: 5 -GCAGTGATGAGCTGGACTGTATACACACCAAGTGTCCAGC-3
P6. 2: 3’ -TCACACCGGCAGTCGGTCAGGGGAGAGCTTGAACGGCTGG-5
P6. 3: 5°-AGTGTGGCCGTCAGCCAGTCCCCTCTCGAACTTGCCGACC-3’
P45.2: 3°-CTCTTCTACTTCTTTTGACATATGTGTGGTTCACAGGTCG- 5
P45. 3: 5 -GAGAAGATGAAGAAAACTGTATACACACCAAGTGTCCAGC-5
P56. 2: 3’-CGTCACATCTCGACCTGACAGGGGAGCITGAACGGCTGG-5
P56. 3: 5’ -GCAGTGATGAGCTGGACTGTCCCTCTCGAACTTGCCGACC-3
Pnl: 5 -GCCACTCTAGTCAACAACCT-3

Pn2: 5°-GAAGTCCCITITGGGGGAAC3
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Figure 1. Schematic presentation of oligonucleotide directed

mutagenesis.
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WE B % 35 £ % & %% VLDLR # CHO %4} 5 Dil
K BVIDL 4 &4 L5 T4 45 48 h #4T. Lh
A 48h w25 R EEEEffE B TIRAEF(LRKRE
a7 % 141 10 mg/L), AT %] LDL X Ky xik. &
AT EE, FAMEERE, A PBS AR 2K A F
A TFA B4 10 mg/L Dil 47iC# B-VLDL T i &
EAE. ACET3hE, ATANE 0.2+ 0E G
E B PBS K PBS 4 A4 2 K Fn3 Kk, Uk kK% AW
FILEEE. REEAN3BSmm BALF A 1 mlL #
B2 48 7% 0. 1 mol/ L NaOH Fu 1 o/ L SDS) % f## 4 Ffi,
TR AR T ( Mex = 520 nm, Mggr= 580
nm) X %8 & & & & (Lowry 3%), M DIFBVLDL & &
(V) / W E A2 (mg) RN H KT E 6 WA
B-VLDL .
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2.1 BRARTREEEEEAZTHRRERKES
PTIEE

pCD-VR &8V 5133 3 N BE: 5360 bpa1 907
bp 1 983 bp. pCD-VRAl. pCD-VRA2, pCD-VR A3,
pCD-VR M. pCD-VRAS. pCD-VR A6, pCD-VR A4-5 FlI
pCD-VRAS-6 W4 V1A 3 A B, 2 AN K v B pCD-
VR 9 BeAf R, 2N A BEEE pCD-VR R B 1481 2
ANER IR IX K BE, 4351 A 863 bp~ 860 bp+ 866 bp- 845
bp~ 866 bp+884 bp.728 bp 1 728 bp( K 2, Figure 2)

M12 345867 829
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Figure 2. The restriction map of the recombinants. M:
NDNA/Hind @Marker, 1: pCD-VRAL, 2: pCD-VRA2, 3: pCD-VRA3, 4:
pCD-VRA4, 5: pCD-VRAS, 6: pCD-VRA6, 7: pCD-VR, 8: pCD-VR A4

5, 9: pCD-VRAS56.

2.2 WMIRFEREELZHEKLIREE DNA BFF
S

FHA B KL pCD-VR AX (X AL B2k 1) 5 7 41)
D 285 R, % T [F) B il 2R Ak, 0L 2K 1) [X 3k 3%
B3| T IEFRIE L.
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Figure 3.  X-gal histochemistry dyeing result of instantaneous
transfected cells.
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AR Bk 45 R B B U i i
FHSE AR B, $27R/MJ5 VLDLR 3£ K78 CHO 41 a5 2|
THMEKRIE(HE 4, Figure 4)
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622 bp

B4 HER REEHER NI ERREIKEE.

The gel electrophoresis photograph of the RT-PCR
products. M1: PCR Marker, 1: pCD-VRAI, 2: pCD-VRA2, 3: pCD-
VRA3, 4: pCD-VRA4, 5: pCD-VRAS, 6: pCD-VRA6, 7: pCD-VRA4S,
8: pCD-VRAS 6, M2: PBR322/Mspl Marker.

Figure 4.
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Kl 5( Figure 5) &7 77 5l % 4% pCD-VR AL, pCD-
VR A2 ] CHO 4Hi i 45 & B-VLDL K6 /1 th#% 4% pCD-
VR ) CHO 20} &2 PR ( P< 0.05), o Al e e
BRI CHO 4l 45 & B-VLDL RS /1 5564 pCD-
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Figure 5.  Effect of mutants of VLDLR on DiF 8- VLDL binding

activity.
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ERIASE40L i e e B 5 IR A4 i0f 7 S — 3R G A e I8 285
PR F YRR = HAME VLDLR 1538 78 %0k
B, MR EER T RIEF-=R DI ae sl ¥
& —RAEEE R VE AR I E] CHO 20 fu A R 14
VLDLR [k . FATHT BA B0 52 2 & F B, SRk il
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