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Effect of Conventionally Prepared Rabbit Serum on Human Umbilical Vein Endothelial Cell -304 QIN Ying
YANG Jun JIANG Liang-duo et al Dongzhimen Hospital Beijing University of TCM  Beijing 100700
Objective To study the effect of conventionally prepared rabbit serum usually used in the field of serum
pharmacology of TCM in various concentration on cultured system of human umbilical vein endothelial cell
VEC -304 cell line. Methods Prepared conventionally from healthy rabbit the effect of uncontaminated and
nonhemolytic serum of six concentrations 5% 10% 20% 40% 60% and 80% on VEC-304 cells was ob-
served using parameters such as cell morphologic examination trypan blue exclusion test methyl thiazolyl tetra-
zolium MTT test lactate dehydrogenase LDH and angiotensin-converting release test. Results Serum of
5% and 10% concentration showed no effect in all the above-mentioned tests. Serum of 20% concentration also
showed no effect in the tests except for LDH releasing P < 0.01 . But when the concentration of serum
reached up to 40% or above distinct cytotoxicity and serious injury appeared in a dose-dependent manner. Con-
clusion High concentration of conventionally prepared rabbit serum could injure the incubated cell. Therefore
in order to lower the background effect of serum as far as possible in TCM serum pharmacological study the cy-
totoxicity of rabbit serum should be tested first of all.
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1 VEC-304 ATCC CRI-1998 128
RP-
MI-1640 L- HEPES
GIBCO fetal bovine serum FBS
Hyclone MTT
PMS NBD I
NAD" DMSO Sigma
2 4
2.2~2.5kg
1
37C 2 500r min
56C 30min -20C
1
3 VEC-304
1:4 10% RPMI-1640
100u ml  Hepes 25mmol L
RPMI-1640 RPMI-1640
RPMI-1640
134 D-Hank'
s 2 0.25%
10% RPMI-1640 1 X
10° ml 96
1001 36h
10% RPMI-1640
5 0() 10 (%) 20 (%)
40% 60% 80% 8 37C
5% CO, 24h
4 MTT :
MTT Smg ml 20pl 37C 4h
1501
DMSO 10min 490nm
OD (%)
= oD - OD OD X
100 % % = oD - OD
OD  X100%
5 LDH : 96
100p1 96
2% Triton-
100 100p1 30min
1001 LDH NBD 4.0mg NAD' 10mg
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PMS 1.0mg 2.0ml 1.6ml
1.0mol L 0.4ml 0.1mol L PBS pH7.4
10ml 30~150s 32~37C

490nm 30s OD
OD LDH
% = OD oD+ OD X
100 %
6 ACE ACE
7
4 1x10° ml
3min
% = +
X100 %
8
10
9
q
1 VEC-304
5%  10% 20%
40%
60 %
80 %
2 MTT
VEC-304 MTT
24h 30.9% P
<0.01
5% 10% 20% 40%4
P<0.05 P<
0.01 40% 52.88%
60 % 80 %
29.57% P<0.01
60%  80% 73.70%
67.52% P<
0.05
3 VEC-304
ACE LDH VEC-304 ACE
20% VEC-304
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1 MTT
VEC-304
MTT
OD xts X10* ml £+ s %
6024144 8 51.33+11.57 4 100.00
416 £112* 8 51.16£10.96 4 99.12
5% 481 +48* 8 49.54+14.35 4 99.00
10% 538+23*44 8 51.46+12.44 4 98.53
20% 549+ 624 8 49.59+17.21 4 96.47
40% 6364144 8 40.22+15.94 4 86.64
60% 577+78% 8 31.47+13.00" 4 73.70
80% 494+91* 8 34.19+14.18* 4 67.52
*P<0.05 * P<0.01 ap<
0.05 44pP<0.01
2 VEC-304
ACE LDH Tts
ACE LDH
n
u %
8 15.34+1.17 2.01+1.09
8 16.42+1.94 3.12+1.13
5% 8 15.87+1.07 3.10+1.21
10% 8 15.64+1.74 2.12+0.45
20% 8 17.05+1.91 8.20+3.47*
40 % 8 20.41+1.97* 29.85+3.10%
60 % 8 26.45+3.20" 38.97+10.03*
80 % 8 29.19+1.33” 46.16+11.24*
*P<0.01
40 % VEC-
304 ACE P<0.01 VEC-304
LDH 20% LDH
P<0.01
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5 1~8 3
+~+++ 10 +~ 22
12 10
10 6 6
1 30g
100ml
3g 6g 6g
100ml
2
100ml 37C
10~ 15cm
20cm 2

251 075000

4. 17
2000 20
2 :82.
2000—11-10 2001 —07—-08
2 1
1 2
1 4
XZ
1
2
<2~4
<10
2 36 23 63.9% 7
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4 18.2% 9 40.9% 9 40.9%
59.1% P<0.05
2 30 2 6.7%
13 4 30.8% pP<
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