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(FEE] B BRI A8 R O W20 i 55 1 9 i 35 (BB 75 I 10 5 358 38 400 6 32 e 3 32 56 1) 0 4 e 5 1 5 2R R
FOREIR . 7735 R MTT 36052 7 #ER 1) 32 30RE S IR 32 05 L-929 40 i ( 40 Jfu 422 Al v &2 43930 1 x 10° A~/mL 1 1 x 10 4~/
mL)fEH (1 ~7)d A R0 2, NP SRS M B 35 KA, SR MRS 1 x 10° 4A~/mL L-929 41 g A/ 7 & A
(1 ~7)d vp Bl 25 40 R B 1] A JE K, 200 0 285 1 A P AT b 0 35, N 3 A, A MG M A B B B s TERE IR R S 1 x 107 4/
mL L-929 4 A BAEF A (1 ~7) d v, Bl & 1 FH B a) % S <, 48 AR 2 1 1 R R SR B i 2, D A2 2 B M sk e S & f2 e, A
oS S A0 B Y W S HH B R . R AN R R VR AR B AR o TR AN MR MR 1 x 10" A/mL SRR A R OR R AN
Tk B A B JR I ) 72 h FEANMIAERNHE 1 x 107 A/mL S 0F T, Bl SR A0S W A0 1 35 0 55 S A 5 FR ] R 48 h
TR A0 42 A ik i 4 2 A R I B B TR 8 O T 40 e R R
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Study on Effect of Cell Concentration and Action Time to Cytotoxicity Tests

LI Li", ZHOU Jian-ping, HU Yu-chi
( Beijing Institute for Drug Control, Beijing 100035, China)

[ Abstract | Objective: To explore the most appropriate time reflecting cytotoxicity sensitively, to study
the effect of cell inocpLating concentration determining the sensitivity of cytotoxic results. Method: Seven test
extracts interacted with 1-929 cells (the inoculating concentration was 1 x 10* + mL ™" and 1 x10° - mL™") from 1
to 7 days in MTT method to determining the most appropriate day which reflected the cytotoxicity sensitively.
Result: The extension of cytotoxicity increased with the extracts interacting with 1 x 10*-mL ™" cells from 1 to 7
days. It was 3 rd day that the cytotoxicity classification became stabilized. The extension of cytotoxicity increased
with the extracts interacting with 1 x 10° +mL ™" cells from 1 to 7 days. It was 2nd day that the cytotoxicityrating
became stabilized, and from the 5th day the absorbance value of cells decreased. Conclusion; The effect of
cytotoxicity has relationship with time. In 1 x 10" - mL™" inoculating concentration condition, the shortest
appropriate time reflecting cytotoxicity was 72 h. In 1 x 10°-mL ™" inoculating concentration condition, the shortest
incubation time reflecting cytotoxicity was 48 h. Increased cell inoculating concentration could shorten the time of
cytotoxicity, increase the sensitivity of cytotoxicity.
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200 D B A AV R BT A B i I B AT
L e 2 — , WO AR 2 25 Wy sl Al o i B AT B
P R S0 e 4w T B, T S ) S B B A 0F 5 0
S NS I B RN 1 F = AR SR (S RN S S ]
Tia] M 440 i S 36 > o A7 0 A0 19 0F 58 ATk 2 H
fR o IR P A AT S 40 2 P A A Y B v 2 R A
E B T A S, 3 A AN [ £ S 5 = R
[F) P9 5 38 N D% Pl 00 s o 1 SR S ) 7 2 000 4G 5
T 28 S, AR R [A) 552 46 2 () A A A 2 HE B = AT
etk

S0 A0 EEPE SR S5 R N RIR 2, AR Y
Ko A J7 1 (AN M4 b Uk B 2 N R A A S 2
TR AE B B ) PP A 45 R S R A A . AR IESE
I 0 R RR AT S A A A I B O g MTT
12 R HEAT AR, AT DA R BE T AR AL 25 A
DL RH 25 000 % 1) 4 i il 56 K -, RE B8 Sy LU R B2 9T A%
B2 B BE A5 A W o T A A BB kR AR e A i
Hedhs
1
L1 R 1929 4 (M A A R Be 4 i %) |
MEM 41 g 1% 7% 3 (Invitrogen /A &, it %5 1333049) ,
o o Jify 24 ML 3 (SR T T A A 0 o) i B AT BR 534
/A 7, #t 5 TCO70131HB-0128 ), MTT ( A Johnson
Matthey Company, fit-5 10112525) , — H F 70 ( Ik
HBAIR T RS AL 27 ik A R 7] iS5 20070518) ¢
1.2 fU&F  PB602-N 7Y K- ( I 1 4 45 )46 F £
W) ,HRSP-H £ 91 A= AL 35 7 48 (75 8 1 K Fe Aoy
VKA A PR 2 7] ), Spectra Max 190 ZY [ Fr 4%
(MolecpLar Devices ), 5410 #I — 4 1k & 1% 3% 48
( Precision Scientific) ,

2 FESER

2.1 Jr

2.1.1 #AEJ SR MTT 300 & 7 #EA R 52 4k
e R4S 929 M AEH] 1 ~7 d 19 40 il 2 7
O3 9%, T TR B Y B R R R I 3k gy s
P % B 2 20 Y 5% 7 U B M R R 5 M B X R
41 5% DMSO,7 AL ah AR RS2 1

Ve LG 48 ~ 72 h A KRB Lk B0 A
RS L-929 40 ML, JBR Al 1 Ak FH 200 M % 3% 0 TC A
1 x10* 4>/mL 1 1 x 10° 4~/mL, 96 L4 H 4 L fin
A 100 wL 039,37 C ,5% CO, 553524 h 55
FEFRWOMA S TR AR AR 1 ~7 d K
B — BB R AR, LA 20 pL 5 g+ L7" MTT %
W ARSEEE 3R 4 b JE, SR W, AL A 150 uL
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DMSO ##7% 10 min, 45 {0 5 & fL7E 570,630 nm
WA TR o AR X H 5% (RGR)

RGR =474, x100%

RGR, A XS 1851 i 5 A 0 S AL OB 5 A, 25 F
Xof HRZH W ' B
21,2 FE S b KW B R W &M GB/
T16886. 12-2005 H#iL 2 (Y 1= 42 HL 19 32E 47, 1R 2 W
0 M R IR AR S5 37 C 24 b, WLER 1.

#1 HRBRELEAITED

.y BR
e (TR R R/ R = 10%
<0.5 6 cm?-mL !
0.5~1.0 3 em?-ml !
>1.0 1.25 em® -mL ™!
R H 00 T AR [ 1 25 b 0.2 gemL ™'

AT AR 22 5L 25 b B

0.1 g-mL
(M2 BE A1 )
2.1.3 40 EEME R E bR e I ST A Ok BH

X R 20 2 O O G, FH A oF A e v == A O 3
o ek E RS B AT AR TR A E AR O 20 MR R 2
K A [V FH I [0 6% 200 M0 25 1 2 20 e R %) 3 58 88 i 47
FO#, o3 M il B R B SR I E) . WK 2,

K2 MRBSERESRIRED

405 X 3 2/ o

0 =100

1 80 ~99

2 50 ~79

3 30 ~49

4 0~29
2.1.4 GEita#r SRHI SPSS 10.0 #4705 2
I3
2.2 4

2.2.1 FESRIEW AW BT AR R T it
FE 0 72 45 W) #5 4% IR GB/T16886. 12-2005 H #i
E MR LA HEAT R HR TR R AN I R 95 W R B AR
37 C 24 h, HAANA IR 3,
2.2.2 1 x10° A~/mL 4 8 Fp e S O 45 8 &
4 UL, oS P A B B A KRS 3 ~ 7 X L-
929 4 Mg iy A KA B B A IS /E L H1 ~7 4
W S 5 Bt 5 A PR BT ] 7 S < 3% 7 18 K 5 BH 4 % R 40
FUEESL 1 ORE S, 2 %F 1929 40 g 2k K BA B 2 9 4
fil, A EH BT A RA, RS %ER
(P<0.05),

I X BT AT 4L A AR X A R (RGR) k47 3



2T, 45 « 4 D e JSE R P ) X 240 M 2 P AG: A 35 52 i Y )

RI HRRREREHN&EER

2053 Ei fit= HURE B L1
B R AW g WB061201R5 1.20 g 0.2 g-mL™!
Fedh 1 B E T R 51280220202513 60 cm? 6 cm®+mlL !
K 2 5% ) i el 070425-39 30 em? 3 cm®emL !
K3 3w G S R 30802001458 1.96 g 0.2 gomL"~!

4 ® L IE W e WEO081201R1 2.00 g 0.2 grmL™'
eSS Rubber Stopper AMG20080725 2.02 g 0.2 g-mL ™!
FE il 6 W) % OF LT Al — 2.06 g 0.2 g-mL ™!
Bk 7 A Sk 080820 2.08 g 0.2 g-mL"'

F4 1x10* N~/mL HEEEMREL~TdHAB(x+s,n=3)
21 51 il
d1 a2 43 d4 d5 d6 47

25 0.261 £0.012  0.373 £0.009  0.703 £0.010  1.016 £0.092  1.554 0. 051 1.916 +0. 106 2.050 0. 004
199 44 0.252+0.021  0.362+0.011  0.608 £0.0952 0.970 +0.053  1.528 +0.039  1.836 +0. 105 1.939 +0. 005
[H 4 0.167 £0.013"  0.170 £0.006" 0.163 =0.024" 0.191 £0.011"  0.206 0. 018" 0.109 £0.019"  0.118 =0. 024"
Fin 1 0.183 £0.014"”  0.151 £0.011"”  0.199 £0.024" 0.157 £0.015" 0.217 £0. 028" 0.075 +0.008"  0.125 £0. 009"
i 2 0.166 +0.010" 0.170 £0.008" 0.163 £0.022"  0.177 £0.015" 0.216 +0.031" 0.120 £0.007" 0. 144 £0.027"
B3 0.268 +0.013  0.376 +0.006  0.698 £0.025  0.938 +0.096  1.444 +0.107  1.652 0. 099 1.926 0. 201

4 0.258 £0.013  0.353 £0.015  0.652 £0.037  0.953 20.048  0.846 +0.083  1.739 0. 107 1.912 £0. 203
B S 0.252+0.011  0.322+0.026  0.587 £0.037  0.934 +0.058  1.343 +0.058  1.666 £0.206 0. 830 0. 107
B 6 0.267 £0.015  0.397 +0.012  0.650 £0.036  0.983 +0.043  1.579 +0.085  1.840 0. 102 2.048 +0. 301
BT 0.262+0.023  0.354+0.006  0.582£0.050  0.950 £0.034  1.454 +0.105  1.658 £0.266 1. 829 0. 205

o Ha Pt R P <0.05,

&S, %5 L-929 41 i 3% A7 B & 30 i 7E I i BA 4 X
WRZH FERh 3 A 7 B9 RGRAE 1 ~7 d WP 4+ 7E
100% - °F , MiHAG WY 0 40 i 75 6% BH A 0 B 20 4
di 1 FVRE & 2 B2 1R FH B ) A 22 4 3L RGR 3% 7
ik, A4S RGR A7 40 M5 1k 43 95, B M T A 20 4
MIBEPE R 1 90, PHPEXT BRZH7E d1 2R B 1Rl 2 9%,
d2 (A REPE R 3 9%, D\ d3 R AH L REPE O 4 9, 4%
PRI S A Wb o A d2 2 i3 2o, 78 2 ~
Td i RESL 3 RS T R AT S S 0 R 1
9, oA EEYE o PHAMERT IR RS 1 RS 2 7E dL A
MLEEVE R 2 9, d3 AU AR BT 3 9, DA d3 AR AN i 7
PEAERRTE 4 9. 150 e 7 8505 N 40 i B M 0w Y B
FEEFAISY 72 h, WA 1,2,

— =

= 80 —o— Atk #g”gZ Ras
g z B womEs e

e FHL —o— prita — BT

b

d4
t/d

d6 d7

B 1 L-929 4HfE 1 x10* 4/ mL 3K E
1~7 d #83+1854 % (RGR)

2.2.3 1 x10° A/mlL 4 R e i i &5 8 thaR 5
AOL, 28 OO IR B X IR AL AR AL 3 ~ T 19 A {H B

6

3 FHT

E:t)

i FEES

2 L-929 ZHf 1 x10* 4~/mL $EHiR E
1~7 dHBRSHEIR

A T[] A G T3 , fHAA d5 &2 A B R nTREAIR
52 DA AT i 2 40 4 Al ok B 86 K 351 x 107 A~/ mL, A K
A5 Y I K, WA kS A K A A 20 i H PR
FETZ, LA 5 ~T d B i vl {5 PR BR AR, i 38 4 25 S K
K1 ~4 d By,

ML ~4 d BRI R B, 25 Pk BB AL B X e
A RERL 3 ~T 19 A B BEE 1R T a] Y 4 4 52 1 K
X L-929 241 Jif A K J6 B S B0 4 R 5 BH X B2 R
di 1 RTRE b 2 X L-929 4 fitg AE < B A W 5 41 il 4 A
BAS 525 (P <0.05)

WX RGR #E47 H# & 3, X L-929 40 i i& A
P S A0 ) D A B A o HELZEL RE Y 3 ~ 7 B9 RGR 7E 1
~4 d PYEFRFTE 100% T, 1 2 A B A4V H i
FH X BRZH R 1 FURE & 2 i 1 FH s ] 19 228 4 H:
RGR Z Wi b5 . MR RGR {H #1741 M 5 M 7 S s
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£5 1x10° A~/mL HREEMIRE(1~7)d A E(x£s,n=3)

2851 al
d1 d2 d3 d4 d5 de6 d7

25 1.114 0. 101 1. 403 +0. 080 2.340 £0. 196 2.423 +0.200 2.111 £0. 107 1.639 0. 101 1. 628 0. 049
9 0.967 0. 041 1.213 0. 070 2.266 +0. 103 2.317 £0.195 2.021 £0.172 1.597 £0. 102 1. 499 +0. 039
[{EES 0.523 £0.029"  0.273 £0.065"  0.199 £0.011"  0.195 £0.009"  0.194 £0.013"  0.144 £0.007"  0.122 +0.010"
FE b 1 0.388 £0.021"  0.154 £0.017"  0.177 £0.018"  0.109 =0.008"  0.148 £0.016"  0.062 =0.013"  0.075 =0. 004"
R 2 0.427 £0.020"  0.144 +0.049"  0.172 £0.020"  0.168 +£0.023"  0.174 £0.013"  0.141 £0.015" 0. 126 +0.016"

3 1.277 £0.101 1.298 +0.055 2.125 £0.171 2.338 £0.195 2.101 0. 164 1. 840 +0. 103 1.669 +0. 042
BEG 4 1.086 +0. 101 1.261 0. 093 2.190 +0. 098 2.318 +£0.155 2.056 +0. 104 1.973 £0. 098 1. 833 £0. 084
BEGY 5 0.990 +0. 100 1.236 +0. 165 2.152 £0. 127 2.360 +0.103 2.109 +0.176 1.611 £0. 102 1.626 £0. 042
FESh 6 1.204 =0. 101 1.374 £0. 175 2.191 +0.200 2.331 £0. 106 2.079 £0. 175 1.603 +0. 104 1.561 +0. 056
FE 7 1. 063 0. 089 1.285 +0. 080 2.262 0. 169 2.246 +0.098 2.030 +0.099 1.402 £0. 101 1.363 0. 058

T 52 A s P <0.05,

BRIV %o BE ZE 20 7 1R 1 G, PHPE X BB 4 #F d1 41
BEPEN 3 90, M\ d2 &40 M FEME S 4 9, e BRI BT
FIRARE N d1 IR O LR, 7E 1 ~4 d PO FER
3 ~T7 WA MR 532 0 B 1 9%, oAl sk . FH
PEXT IR FE S T ORESS 2 78 dl A 3 9, A
d2 AR 4 9. U6RA BB 7 B0R N 40 i B 1
B REFRRI] 48 h, ULIE 3,4,

140
120 ¢

100 ‘%

8 —o— Bl —X— R —— RS
60 [ O —X— B8 —— 6

40 —D— B —O—FERA ——— BERT
20 | -
X

A X
0 1 2 3 4
t/d

RGR/%

3 L-929 48R 1 x10° 4/mL
HEMIRE1~4 d fANHEER

Bt FE RRRL

B2 B3 RRM MRS REs RRRT
Eit)

E4 L-929 4B 1 x10° 4~/ mL $EF
3 it REE1~4d ABEHSR

(S 6 24 4L ) v 240 i 2 P R A 1k 2 ke 2 R 3 e
N E T LA T R R P IR A iy
B BRI R ARG i AR R 2 N R R R A
K, B = B E A AL

H Al BT A 0 s e | B 2 1Y 02 GB/
T16886. 5-2003 , iz #E % FH 2 1) 7 i R B2 i)
WU R X S T v A R LR D 1, %)
SR e axk AR v A BB E U T S

1 x 10" /~/mL 20 0 322 Fh vk JBE #) &85 S5 2 PR i 4L
J2I 240 Ff #E PR A A R SR R 72 h, X5 GB/
- 104 -

T14233.2-2005 1 MTT 35 248 ffd 35 P A5 A v 9 e 45
JHH ] — 3 % 4 Bk WV R IE 3 ~7 d R
FEINH ) 20 L PR 2 SR AR — B, X A R TR S PR
5 3b A v R A AR i EL A DL B HE RS ]

1 x 107 A/ mL 40 i 42 b e JF ) &5 572 3 01 i R AL
N 24 P R ) % SR I [R) Ry 48 h i A5 SR 1 x
10* A~/ mL 40 0 42 Ff vl 5 il 22 45 52 107 40 i 7 1 A
B REFRESE] 72 h $EHT 24 h BB T A EE R RN . U
A 348 K A g B Pl B 22 1 % 10° A/ mL B 45 46 41 il 7
P L) B [, 8 A ) O 4 B 1 R . (R R
WP N dS 2 A B B2 REAR, T R T i R A A 2 b ik
FERE K2 1 x10° A~/mL, 4B K& dS 4008 B ok, %
A Ak A 23 (], 40 BB T, 156 B 40 i 4 vk
FEAN AL I, A SR AE 40 VR A48 B 1k 45 R 22 iy 4 %
I IR R T A0 o) 240 B A 2R R S B as AL R W Y R R
TR,

B2 AR A SRR W, 1 x 10° A~/ mL 41 i
FER R B2 1 45 R 3 B e R BB N 40 T B M A Y B
FEBHE R 72 h, 1 x10° 4~/ mL 20 e Fh ik BE (1 45 5 %
R 8 R B0 N A B 25 P A e i 15 FRINEIA) Ry 48 h, BEOR
A0 MR EE 2 1 x 107 A/ mL B 45 J6 40 0 2 1 1 B0
P4 FSF (), 348 A ] DR 240 L i P AU B
(&% k]

(1] BWE,DRE, X, 5. U738 7 32 Uy X 88 4/
RN i L i 4 B e B T e ny s ma [0 ] o I S 5 ) A
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