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tant Protein-1 by in Rabbits Peritoneal
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Monocyte chemoattractant protein-1 (MCP-1) is a
potent monocyte chemoattractant sereted by many
cells. In this study, we examined if rabbit peritoneal
exudate macrophages produce MCP-1.

Methods The monocyte migration induced by the me-
dia conditioned by cultured rabbit peritoneal exudate
macrophages was assayed by micropore filter method
using modified Boyden chamber. Influence of anti-
MCP-1 antibody on monocyte migration was observed
as well. Meanwhile, we examined the expression of
MCP-1 mRNA in the macrophages by Northern blot
analysis.
Results rabbit

macrophages produced a factor that was chemotactic

Cultured peritoneal  exudate
for monocytes, and the activity due to chemotaxis and
not chemokinesis, the chemotactic activity was
markedly inhibited by anti-MCP-1 antibody. MCP-1
mRNA was expressed by the macrophages.
Conclusions Macrophages can produce MCP-1 and
play an important role in atherogenesis through at-
tracting monocytes to migrate into subendothelial
space.
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BE ARAOLMEEAeREAREALEY
AL B F 65 KB, A ok B 69 Boyden > £ #3LIR B A%
H 2R AR TLEEEL @0 s 43
KEMEBmp I BRI EHmpBELE -]
(monocyte chemoattractant protein-1, MCP-1) it 4% *¢
¥ A5 ta pe iE 45 49 ¥ ohy, FIE Al Northern blot 44t 5 ik
M7 MCP-1mRNA A iiEdmpeihix. 4R 2
T EEARELES IR A AR GRILER, ik
& MCP-1 etk dr3l. I iEE-Rmpefeh ik
MCP-1 mRNA, Z £, E K%tk 5 st MCP-1, # 48
JlEBmpit N AT RN, Rd & BBk # AL 2 4L 6)

RAETRETEGHR,
x&ia PHhupEEa-l; iE4; Edi
Mo RARmE AT

EHHEHFEANKERRBEB S, S0
I B8 4% £ ffl (monocyte, MC)xE A K E T (6] B
BABRIEENEN. MCEANERZAH
kA P 40 B 47 WY MCP-1 fPE R . RT3 BN
MR MC, EH ML VERARZ 5, BB IR
5r8 MCP-1, 2 58513 € L MC E A P
fd®e HRE MR TR, HHFRERSEK
3 MC B e XX T3 5 kR R AL
MERILHBEARIYEENE L., EEURKE
& B W 40 Mg (peritoneal exudate macrophage,
PEM) R B BLE FHRE, FFE
THX MC #y#{bfE B & PEM B & ™4
MCP-1,

1 #E5FE
L1 #REERARMEEIERRERS
EFRENHE
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RE¥BEAABGA . REABTERAMEE
B3nTaEdEH 1Soml, EHR4RE AEHREN
PBS EAME  KEEL@Mi". A5 10%HF ok
(Gibco) #y RPMI 1640(Gibco) & 37 C.5%CO, 4§
FER2hEZMB AEXFLERAMLARAPBS £8
H#2~3 K, mA RPMI 1640(3 50mg - LK K E
£.2mol  L"AEBE, B F 37C.5%CO. B &
BH WREEH 20X10/em?, Bk 24 h EREL M
BR& FAGRFENHEIRAL RRESEFDY
% PEM,

1.2 SmPZLAENSERIES

EXEABTAREBR> ER(EERXAN=T,
£100ml QAWM OUZHHEISmDLERMLE
A aE LB 1S K& MC, Al RPMI 1640 ¥
#£ MC,E T 37C.5%CO, B P RERAEL
HEFRERNEMCEA  BREE N 1X10°AN/L,A
FHAKER.

1.3 EBRR

1.3.1 #EAREBIRE A KR % Boyden H ¥
#FC, TEMHREHLBRAERTEBAHT L
EWMAMCAR . LTEFRUHABRTELHLEHE

Table 1.

(# & Schieicher & Schuell 2 8), & T H F 37C.
5%CO, BAHLFEY 90min, ML BB . KAREHA
W Harris AL £,

1.3.2 PEARBAERNRE LEHAWER
X4, HEXIOT  AHBRAZE RN ERERT
(TRLEZHFRAEMOKAR A, I TEAHHAR
.M AERBEERHBY ERF 2~3 NN L,
MAMCHAHAE, AATRAAEL LR
SEALABAR FAMCHIHEE., EREIR
SANT BHEATEELI0ME LR ERT 3K,
ABONMKE NEFHEPFESE GLs),

1.3.3 REEERABREAFRFENSRAKREL
HE HFL4A.OMUBHERNRESRLA, L
TERHFHAMERE, UK MC HENH 252
CERDA, L TERARSEAE UARALTE
TRACETHREREGMCHEH: (DBLES
B, EEAEFEEFE. TEMAPEM £ HERE,
UABEAMCEFRFAMLEY  (OEBEARE, b
EAFAUEFE. TEMANENLF FEY £ 0K
ERERRYHETAY, L+ 64 Coa, 3 MC H R
3% o # 1L 75 4 (Tabble 1,

Grouping in migration assay using modified Boyden chamber.

Group liquids of MC suspension in upper well

experimental liquids in lower well

random migration unconditoned media

chemokinesis conditioned media
chemotaxis unconditioned media

positive control unconditioned media

unconditioned media
conditioned media
conditioned media

Csa

1.3.4 HEZARBAED- 1 AN ERARTS
B¥W™ AEPEMBAHERLZI AR MCP-1H
BT HEFFEFHEERB), A VCTET 204
EFELB000Xg, ImnD k4K R4, RHA

FhOFEREFHEREETR, £R26 4. (DEF
P 8 5% £, (2)F 4 3 5 £+ Ab(antibody, Ab)
B, (DFABEAZD, (OFBEHRETAb, O HHE
90, (6)FA ¥ #T ® +Ab 41 (Tabble 2),

Table 2. The inhibition of anti-MCP-1 antibody on the chemotactic activity of PEM conditioned media.
Group Liquids of MC suspension in upper chamber Experimental liquids in lower chamber
UM unconditioned media unconditioned media
UM+ Ab Unconditioned media unconditioned media+antibody
CM unconditioned media conditioned media
CM+Ab unconditioned media conditioned media+antibody
control unconditioned media C5a

control+Ab unconditioned media

C5a+antibody
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1.4 Northern blot 4}#f

ERHEARMA ARG LRNAEFRA 1K
HRERER T EK . REHS ER LB (Gibeo) |,
ARERZTHh ERERMATAP £ 60CF A5
X 4 b T-PP A EHFIE MCP-) B HFREH GRS
EEEEHN APHE, T2 & Promega X H £ # 7).
REPHAREMT HAAFEOCT L&, &
LA ETFHHKBE 0 75 mol » L' NaCl. 0. 15 mol
= L* Tris + HCL, 10 mmol « L* EDTA. 5 X Denhardt
B H.0. 1% SDS. 0. 1% Na,P.0,. 100 mg « L' % #
DNA # 2X 10'cpm il E I Iml X EFA KA
H(0.2xSSC 1 0.1% SDS) & 60OC FHM4 K. B T
ERAREANE—TOCTRMBAKAEL 2R, ¥
AEEXBE A TITY-300 SEAHARTA G4
MERKNR L X E XM, 2% K MCP-1 mRNA &
BEWA.

2 #R
2.1 ERAMKGEREFRLEBNIS
BEANGTFHBHERGLs, pm) 55
% BB S 44. 3+ 2. 0 k¥ REHM 47.5+
1. 6. 84bESNE 71. 9+ 2. 3. FAHEX FR4H 83. 8
+2.1. SRR, BLENAMBHERAY
MC %3 IERE 8 kK TR REfLERs)
HHEERSHETENEARBERE NP
0. 01); KV B AMMLERNAHK, HER
T BEHERE L (P>0.05,Table 3),

Table 3 Monocyte migration distance induced by
PEM derived conditioned media(r+s,pxm).

Group n migration distance
random migration 30 4431208
chemokinesis 30 47.5%1. 6%
chemotaxis 30 71.9+2.308
positive control 30 83 8iz1

AN compared withA, P<0.01; % compared with A, P>
0. 05.

2.2 MERMRELES- 1 AFNARER
biiz :4:0} 2.0
BEARGFHBNER (e, pm) 4y

SN RBIERER 4 3+2. 0, FE R G4IEE
HE+AbH 45. 7 1. 8 RFIEHEA 71. 942
IAMERELAD H 44 111 9 HEXMRBA
83.8%+2. 1. FAMEM MM +AD 4 82.6+1.8. &
REW B MCP-1 Hifs A% EBLERP>
0.05) HEREM BN H PEM ROk B 7
B MC T (P<0.01), T Xt B C5a FFBH
MC EB X8 845K (P>0. 05, Table 4,

Table 4. The inhibition of anti-MCP-1 antibody on
the chemotactic activity of PEM conditioned media.

Group n migration distance
UM 30 44.3%2.0%
UM+Ab 30 45.7+1. 8%
&7 30 71.9%2.38
CM+Ab 30 44111900
control 30  83.8%2.1
control +Ab 30 82.6%1.8

% % compared with %, P>0.05, AA compared with A, P
<0.01.

2.3 Northern blot 4+#7

SRBMEERAMESHE 10X 10°/cm® f
20X 10*/cm? (BT R TF 37CEFE 24 b,
RESRBANBKEYLFERAKS
RNA, # T Northern blot 2+ #7. &R &R,
PEM f2%15 MCP-1 mRNA, 33 S I
KB YE R ¥ (Figure).

10 20
cell density X 10¢/cm?
Figure. Expression of MCP-1 mRNA by PEM. PEM
were plated at two densities shown on the X axis and incubat-
ed for 24 hours at 37C. RNA was extracted and Northern
blot analysis was performed with MCP-1 probe.

3. itid
JLERMHREWEI.MCP-1 & MC &
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HETF. EEH 76 N EERBRENENELR
#.E-MEEEOR. EBMMC EBE
# 1k 18 A (chemotaxis) T 3F fk % 2 31 ¥ A
(chemokinesis) . #R1M0 B X 4 3 41 & WERR
HOMRE TELER.

Yla-Herttuala 20758 5 JE 7 22 X iR 1 iF
TL,EAMRE S EBHKY 3 KB HEAR
A X, WK MCP-1 mRNA, i ZE57748 F &
FHMRERSIKENE. BWIAN,MCP-1
EETERMAKRM SRR EREEY
7, 3F B MCP-1 £ MC Rt ik A i & X
ABPEEEEH. A RRRHEY, MCP-1
SR MC F 6 H B3 s Ca® WREFH &, T
RERMC REIBHLEND. RITATIR
R, PEM BRI FHEFRERFEIFMC T
B .XIBE—FaER, A LR sE
. E#fx PEM FJRES 8 —# MC B{LEF.
JAHU MCP-1 itk {E B TR GERER 6
BH B b 0 8 2 A 1 3 SR BT By MC 28, 1R
REE PEM MR ESH MCP-1 FE. A
THE—-FANFFKFLHAT PEM REFERIE
MCP-1,# {1 Northern blot 4} ¥ %85 ,PEM
&KX MCP-1 mRNA, KR EZE5HREHEH
R %

BIE LR, RITW A, PEM TRE &
MCP-1 TS MC % . Bt i, FE3hBkE
HEANRRIEE D, NN E T HEPBK MC
BEHETA A AERH NS, o[ @D o W
MCP-1 RBih i S HEsMF ML MC A R K

(] B, WA T S 2 BB SR AR RE AL B A R R R TR .
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