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Construction of human monocyte — chemoattractant protein — 1 mutant - 7

ND by recombinant PCR
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[ABSTRACT] AIM: To construct 7ND ~ the deletion mutant of human monecyte chemoatiractant protein — 1 cDNA by re-
combinant PCR. METHODS: Using pBluescript — huMCP - 1 as template and two synthetic oligonucleotides containing restriction
sites suitable for cloing as primers, the deletion mutant was introduced by recombinant PCR. Linking the 2 chains by recombinat
PCR and cloning into T vector, the sequence was verified as 7ND cDNA with a length of 342 bp and was inserted into peDNA3.1
eukarytic expressing plasmid. RESULTS: A recombinant plasmid pcDNA3.1 — 7ND for cloning human monocyte chemoattractant
protein 1 cDNA mutant was successfully construcfed. The results of sequencing proved that 7ND was the mutant of human mono-
cyte chemoatiractant protein 1, which lacked the N — terminal amino acids 2 through 8. CONCLUSION: A clone of human
monocyte chemoattractant protein — 1 mutant was obtained by recombinant PCR. This research has paved the way for further study on
biological functions of 7ND.
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AE|4 2.5 - TTCCCCAAGGGCTCGCTCAGGTCACC-

TGCTGITATAACTTCACC -3’
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AR , A pfuDNA 3-S5 B85 1Y A BAN R 5% 59
A*#IB*DNA FB&, PCR NIKRATHI 0 A* R
JEBL 2 uL, pruDNA 54785 0.25 pL, dNTP 3 pL, Mgcl, 4

oL, Sh5 14 1(5 L), P54 1(5 pL), 10 x buffer S pL,
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405,72 °C 1 min, 447 35 DA, 85 72 CEM 7
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5M514 2), Lk ABC DNA H B MBAR , #1783, K
L &%14 % :94 °C 305,60 °C 1 min,72 °C 1 min $447 25
AMEIR, BT 72 CHEfH 7 min, PCR KR ZR K:10
x buffer 10 pL, MgCl, 4 pL, dNTP 10 gL, A* itk 1 pL,
BAEAR 1 uL,5h5 190 1 B 1 L, 50508y 2 B3 oL
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EcoR 1 /Hind I B8 V) /5 [ETWL, 48 A £ R RE RG] B9 4%
4RI R A B IK pcDNA3. 1 1, My B R 335 TND 9 EA%
FIBEAK pcDNA3. 1 - 7ND, 2B % & F FEE 32

& R
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PCR ™=#) A* F1 B* DNA F BRR 3 K /N4 80 h
145 bp #1226 bp(& 1),
1 2 3

Fig 1 Primary PCR product. 1: DL 2 000 marker (2 000, 1 000,
750, 500, 250, 100 from top to bottom); 2: A* DNA frag-
ment; 3: B* DNA fragment.

B1 $#—% PCR™%

2 BEAPCRREFE-BRETY

VIS HEMH AB H B2 29 B 5 88 15 el 3K 1]

W, EREEE K /INK 342 bp, #5455 IND(E 2)
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Fig 2 Secondary PCR product. 1: DL 2 000 marker; 2: recombi-
nant AB gene fragment.
B2 EZRPCR™Y

3 TA Stk thlikEE

¥ E4 PCR ™4 TND I} /5 5 PMDI1S - T ik
WAL, M1 4 A PMD18 - T - IND, £ EcoR 1 /Hind
BRI M AT RE S 6 B H P . B~ Hrsst
11 195 AR R B vk (B 3) 6
4 pcDNA3.1-7ND MR ERE

HIRERLRIL IND M H B R BB &, @4 A peD-
NA3.1-7ND, £ EcoR 1 /Hind Il BR 1 4 19 1) B B§ 1)
A3, BR8N R RIE FIE AR pcDNA3.1 - IND
(Kl 4). DNAMIFEATZRB/R, 5 178 F 179 fibf
2 8] fE Bk 21 NBREL(E 5)

1 2

Fig3 The results of the PMDI8 - T - 7ND recombinant digested
with endonuclease. 1: DL 2 000 marker; 2: PMDI8 - T -
7ND recombinant digested with EcoR 1 /Hind [Tt .

HE3 PMDIS-T-7ND 5 TA &M~

Fig4 The results of the pcDNA3.1 — 7ND recombinant digested
with endonuclease. 1: DL 15000 marker ( 15 000,
100 000, 7 500, 5000, 2 500, 1000, 250, from top to
bottom) ; 2: pcDNA3.1 — 7ND recombinant digested with
EcoR | /Hindll ; 3: DL 2 000 marker.
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Sequencing result of pDNA 3.1 - 7ND: 21 bases kocked — out between 178 — 179 base.

5 4 pDNA 3.1-7ND FRISHER ¥ 178 F 179 (rWE 2 BRE 21 ©-HE

The N terminus

The amimo acid sequence of h(uMCP-1

The C terminal
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Fig 6 The amino acid sequence of 7ND.
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