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Monoclonal Antibodies;

proteins for investigating the functions and relation to disease of vascular endothelial cells.

with classical hybridoma technique.

times at an interval of 4 weeks.

screening with cellular enzyme linked immunoabsorbent assay ( CELISA) .

selected hybridoma cells.

(FPLC) , and its Ig class, subclass and titer were then determined respectively.
fied with CELISA, flow cytometry, ABC immunohistochemistry and immunoblotting.
with high expression of specific McAb termed as NH-2 against vascular endothelial cell membrane protein was obtained.
subclass of the McAb NH-2 was IgG1 and the titer of ascitic McAb was 1 x 10° °

18.82 g/L.

Vascular Endothelial Cells;

Aim To produce specific monoclonal antibody (McAb) against human vascular endothelial cell membrane

Membrane Protein; Identify

Prepare;

Methods McAb was prepared

Human vascular endothelial cell line( ECV304) was used to immunize female Balb/ ¢ mice 3
On the third days after the third immunization, mice were sacrificed and spleen cells were har

vested to prepare hybridoma cells with SP2/0 cells at the ratio of 10 to 1.

Hybridoma cells were then cultured at 96 well plates for

Bally ¢ mice were intraperitoneally injected with the

Ascites were collected and monoclonal antibodies were purified using fast protein liquid chromatography

The specificity of the yielded McAb was identr
Results One line of hybridoma cells
The Ig

Furthermore, the content of ascitic McAb was

Flow cytometry, CELISA and western blot assays demonstrated that McAb NH-2 could specifically recognize antigen
expressed on ECV304 and human umbilical vein endothelial cel HUVEC) .

Meanwhile, the tissue specificity and cell specificity

of antigen recognized by McAb NH-2 were identified better seprately by immunohistochemical ABC staining and flow cytometry.

On the other hand, the molecular weight of antigen protein recognized by McAb NH-2 was about 40kD.

Conclusions NH-2

can specifically recognize the natural antigen expressed mainly in vascular endothelial cells, which will potentially be usefull for in-

vestigation of the functions and clinic application values of vascular endothelial cells.

M P9 B A0 H A — A T BR B AR B A

[WAS HEA] 20080715 [f&E HEA]  200809-20
[EeTB]) ExBERZES (30770868); M E HRFEESE
( 07C0050)

[PEZ AT LS5, MW A, YEIm, 35 ZAF 7 MR O I 24

HizE B R HIE N 07348281408, F-mail A guozifen @ yahoo. com. cno
BINAEE BT, B, 0%, Lot 4 300, EEPF 7 A0
B, TR AT A 07348281308, Frmail ¥ dfliao66@ yahoo. com.
eno FE, WL, IR, BT A0 ME 2 A, R IR
07348281408, F-mail A guoyuhy@ yahoo. com. cno

WPE, Z SN G e W) o e ds AN A= ) 4 7
T R TS B A g A AE L S 5 R
B L SORE S N J 2B 3 b ifn i A% o A A R AR
F. 2 REBR T, i s | 5
RE S DR 2R — BB P R A, R P R 4
FEN AT RE IR R o (HIT LS T I A
PR B I8 P9 B 20 1 T i 28 L A 4 L R A A4
M E R, T M S5 S R AV B



686

ISSN 1007-3949 Chin J Arterioscler, Vol 16, No 9, 2008

AT o DRI G T P R 40 M ) Th B 92 I RT3 7%
R HORIF E 0, ML P B 440 PR P B BE R b 2 Ak 22 0
A8 908 B B RO LA« ASHIE ST LA IS PN B2 4
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1.1 #e

RPMI640. HAT Fo HT i # 1% 5 5 K 4 % B
GIBCO-BRL /2 & /= d . /MR Ig 2 B T % W =& 1A A
& A Sigma /A 8 = fh . AR T A N 4 B (horseradish
peroxidase, HRP) #% 1T B9 3F 370 |, IegG 7+ % & B 7% ok
% (fluorecein isothiocyante, FITC) 4712 B ¥ 1 &, leG
A1 7% B Immunotech /A ] 7= & o H ALK A 4 7 € 3
0B B AT A . R AN R B AN TG
she FAEIBFFRELAERFEARER. @&
NERT R a AN AFHBEF = E it m ARt
Balb/c NRWE FEMFR LG R+ R0, /N
RCE #0820 itk SP2/0 5 ECV304 ¥ BT # 4 L &
B3 B B
1.2 =%

W 3 A K B ECV304 40 B, R R 40 BRIk
BE 2x10°ANL, % 8 JE # # b #4 Balb/c /N R AT B
FEEST(1x 10" MR R) o« %98 39K, %% 1A R At
B4 4. BZRKEHZE10d A4, BRIER ol £
mERN. AN 3d BABEBEENEAREEKE
ECV304 % ffl, LUn & %% . 3 d BRI HAL S/ R, B
R 4 LA 2E RS T
1.3 4HRERLE . TFiER REX

¥ %% BB 4 B 5 SP2/0 40 B &R DA 100 1 i
&, HE AT AT 4 Rk &, HAT 5 HT #5552 3 %
B, F 4 B %% B A B (cellular enz
yme linked immunoabsorbent assay, CELISA) & *f 3% 75
FRERFTRN G LR KRR R B
FHARBHARHETSREREN EEMAE
- Ub TR B P 2 35 100% o
1.4 BEKEIE R

Y A s 40 (1 % 107 N4 fY R IR E ST 2
W A8 2 T 58 @KL B9 Balb/c /N R 5 £ K, 5~ 10d /&
B Ko % B Pharmacia /A 5] 3 it 8§ McAb 45t 77
%, R E G R A € (fast protein liquid chromatogra-
phy, FPLC) R 9% & i G 32 Jig 4 4 B 4B A% 5% An 2

AT SE 0B K F B McAb.
L5 Ig 3. EERHANSSENE

F| | Sigma A 5 /MR Tg £ KT £ M 7K A £,
W 1 R AE T Y B A WU FE M 2% 50 4 L E 3
#* FERBEAF McAb B Ig T % . F CELISA #%
o 25 b B K B9 McAb 3. Al M750-B % 4h 4 ok
REBRNMERAEERNAE, TEARNEEAR
4 (g/L) = ODuxp X 1. 55— ODyy % 0. 76,
1.6 ZE3TERLM Bk 2 o A O 46

VAR BEAMERZNEHERAMAMLER
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TR A AT A F4 AR T 100
AN E R R
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XK F| CELISA. i & 20 it & & western blot % 4
#r, 23 & B PBS &R NH-2 k= G R, A L X1
B3 AR B R NH-2 1 9 I %4 B . HUVEC #7 4-
B3 A5 R Jaffe %'
1.8 BRERMRAIIES S AN

K %97 4 B ¥ ABC % 40 I 47 B 4 A 4E 47
FREBRSARREASAETRIZABCHEFT W
MHABHTRE, BEEFAAAZRERATE, 5
o [ BRI A A W R o AR
Mo 3BT H LT R AT E B R A S A 3R B4
b i 40 B R % B, Jaffe 3 2 % 35 % HUVEC J&, B 2 x
10 B4 H 5NH2 L * 27T 4CHF 30
min, F 5 FITC /710 FH R [oG —H T4 CEF 30
min, 72 4 ORI

2 &8

2.1 ZATTEMAMRAVIESL

WG /N B 40 B 5 SP2/0 1 58 J8E 41 il ik
& R T 96 FLIRT . 5~ 7 d JEWEE, B AL
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7 CELISA fifie MV 5%, M 5 5 2 k47 CELISA ffi
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PLECV304 H47 1 24 A8 I8 41 B bk, 40 30 1) B2t 43 Al
4 A NH-2, 1F1. {E& X NH-2 #H4T T BRI 5
R AT
2.2 BH—MRMUFRMNEE

W70 NH-2 [ 428 R 4l o ™ K 8% 7% J& X Balb/
¢ NRBAT ISR ES, 5 5= A BT ECV304 BAT I
K, K= RN 4~ 6 ml/ R o JEKE FPLC RG24
J&, EANMI AN SE NH-2 R A & BN 18. 82
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2.3.3 Western blot % #74& %& Western blot 73 HT 3 i
gh L TR NH-2 Al 4 5 R 55 ECV304 & HUVEC 41
O 2R R 0 iR 25 A R AR 2 TR 2N 40 kDa £ 4
A Z k(K 4) . LAk, CELISA F4h SRR 0, 2
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[ 4. McAb NH-2 $EE R ENTE
A HUVEC, 4 9B ¥ xT 1R

1 N Marker, 2 & ECV304, 3

MIEE AT REA T EERE . SR, P40
() IE AR — B AR e o, T R e {2 K I
A%, 51 % 3l Bk 55 #4544 ( atherosclerosis, As) )&
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DA K B WA 5 T bk B 40 B3 £8 33E N 30 ik P9 S,
2 40 i 2 TR AR AR AR JRE AR BEIICIR S o AS'™ i
JE 0 WU BE 5k ] S 850 P 7 4T i 45 A4 R0 Th g
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TBIT P AR R . DR 4 IE S I P R 4
M Dy ge wT F BB VA O ML B R A . — SERG 4
T BT R BUARLE OO LBR I\ As K I ¥ T T HOHF 7
H A R 4 14T SEER B B, /N5 B8 FH T IR IR, K
R RIETT 7 KB AR

A S50 R FH 2 A2 98 B R @ b CELISA. V2 14k BH
PETERE, IR1F T —WRARE 20 Wb 1eG1 BYHUHRF 2 M A
B AR R 1 McAb 1 2% 58 988 41 i bk, G s 0 A
HoN 102, 15 B 2% 22 J8 40 M bk 1E 2 /N R 40 e 5
SP2/0 A PRk A T . 28 PUARSE A 45 1t W 5 25 30E B,
NH-2 5 ECV304.HUVEC F ¢ 456 =B, AT R 51
E IR A T AN 2T 24 40 kDa £ 4 R H £ K,
F B NH-2 BE W47 5 1% 1R 0 ECV304 3R3E 1) B i 43
F, WA M R A HUVEC R RARTUR 5+
5 B0 gy F At bt I P R 4 B R AR R b b

5, McAb NH-2 A ZUR5 5 5 40 p s 7 1 35 e ok, 2
PSRRI PN B A L R R B, 5 ON AR
K 22 By EE T S B L S A RN 100% , TS
Hoe 1 21 el I 48 i 35 0 ) .. NH-2 R PR B FH T
ELISA it xU4H B A | 4 88 4H 2340 22 G €075 I western
blot A%, 22 X M/, Jo A 8 e TS 5

5l % McAb 145 577 2 B A [ B 2 A0t 78 R
fdT 2 40 B 1 S s /N R, 1T 2 LA ECV304
PR, R Ih3RS 7§t HUVEC B A ks =i
PR, XFEERIR$F 19U & 1 i p) e s i, X
W T KB JRACE 9 HUVEC () E B S5 R A, K
KIS T B FLR T AE &, BT LLRI B SRAGEE % AN [R] i
EHER McAb. {H/& McAb NH-2 & 51 % 5 40 2% J5 1%
PR PP, IR PR & AR S FRRAP, Bif
BB . A RIS S — P SR e sk
McAb NH-2 7E 2P g8 F AL T Py 4B 14T i &
PN 7 20 B 2 T ) McAb, IR ABF A B R —E &
GFOME.

S, PUILE P R 48 I 2 1 %) McAb NH-2 )
FCDAE ) g dE — 5 BF 0 58 P9 B 40 M 1 A2 38 T
BE, LAKCNF I PR P B 40 B ARG I B A 25 A, M
6] BH As 2500 ML 2 0 B0 975 HEL AR B R Bl VR FR L B
MR E.
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