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Apoptosis induction of traditional Chinese herb Pianzihuang ( 5 {F/&) in human osteosarcoma U-20S cells ZHANG
Li,YU Bo,LIN Jian-hua*. *The First Affiliated Hospital of Fujian Medical College , Fuzhou 350004, Fujian , China
ABSTRACT Objective:To study the effect of apoptosis induction of Pianzihuang in human osteosarcoma U-20S cells.
Methods: (DSixth SD rats were randomly divided into group A (8 rats) and group B (8 rats) in the study. Among them, 8 rats
(group A) were treated with PBS and 8 rats (group B) treated with Pianzihuang. @ Human osteosarcoma U-20S cells were
cultured in nutrient solution (including fetal calf serum of 10% , penicillin of 100 TU/ml, streptomycin of 100 pg/ml) ,the en-
vironic condition in saturated humidity 5%CO0,,37 °C. The osteosarcoma U-20S cell proliferation effect by different saturation
of blood serum was measured by MTT method. And the optimal concentration of the serum (including Pianzihuang) could be
obtained. @) The morphous of osteosarcoma U-20S cell were observed by inverted phase contrast microscope and electron mi-
croscope. @ Apoptosis cell was detected by TUNEL in situ end labeling. @Extracted DNA , agarose gel electrophoresis (AGE)
to detect apoptosis cell by transmission electron microscope (TEM). Results: (DIt was best that osteosarcoma U-20S cell pro-
liferation effect by 20% of the concentration of the serum (including Pianzihuang). @On inverted phase contrast microscope
showed that the cells of group A were fusiform adherence growth;the cyton transform shrind and circle in 20% of the concen-
tration of the serum (including Pianzihuang). Follow lasting time, the cell turning circle gradually increased. Necrosis cell and
fragment were found by microscope. @The detected result of apoptosis cell in 20% of the concentration of the serum (including
Pianzihuang) was positive by TUNEL assays. @AGE showed “ladder” strand of DNA , a special phenomenon of cellular apop-
tosis. 3 Chromatin aggregated along corrugativus caryotheca and apoptotic body appeared on cell surface by observation of
TEM. Conclusion: Pianzihuang can inhibit proliferation and induce apoptosis for osteosarcoma U-20S cell
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1% 35 Ig BH BE 12 (Biovision) ; 4= H 31 Bl #5 1X (Biotek ) ; & F)
EM 208 KI5 5T EE
1.2 IEECH
1.2.1 MTT ¥ FREL 250 mg MTT, Ji AZNEEFR A, A
50 ml PBS (0.01 mol/L,pH 7.4) 7E f J1 i $35 F 28 b 5t P
30 min, H 0.22 pum 42 IERR IR BR A, 4 CREGLRAE
1.2.2 PBS (KH) 7E 800 ml ZEIM /KM 8 g NaCl, 0.2 g
KCl, 1.44 g Na,HPO, Fi1 0.24 g KH,PO,, JH HCI 35 i) pH
HZE 7.4, KERZE 1 L, 7E 15 1bf/in*(1.034x10° Pa) 5
ZESKH 20 min, RIFTFEIR,
1.2.3 HFEHEHESE (Ampicillin, 100 mg/ml)
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1.3 AdEdr
13,1 MTT A I [R]85 24 00 938 Ak 5 %o B R 98 &t
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Wi, A 15% FBS 1) DMEM ¥3 3 b 350G BE 24 b, R85
W, IR 1% 5% 10% 15% 20% .25% 30% A A7 5% &

1 g Ampicillin

25175 8% 28 1 LT B9 DMEM 3532 3% Bk 6 L, IFi%
15% FBS IEH AU X BRAL, K537 72 h, Fdsa ik ffLmA
90 wl PBS IEW I 10 pl 0.5% MTT ¥k ,37 CIRE 4 h, F&
MTT, il A 100 wl DMSO, 7843557 10 min, FEEHR{X 570 nm
K AE LG R AE (OD B , 10 545 5 I 153 ek Jo8 400 g 1 441
F=[ (X IR OD-3C864H OD) /X HEZH OD ]x100%., Lb4k AT
BEEZMIEA (B ) K25 HILIEZH (A 2H) 78 A [R) R B X 441 fif
TEFE AN AT AT R 2 R

1.3.2 {882 BRI A KA m kR
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B3 24 h JE AR 1R 24 h, 58 A0 22 B0 T W T
J5i 48.72.96 h 4RI a1k,
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JHRM T b T A i 22 R R TR Al i L AN B s 4% 22 T H
T V5 T 5 U T 58 25 min, [ SE AU AN FE #E v 5 LT &
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i1 Jil Equilibration Buffer 100 wl % 35 41 ffd . & +TdT B 19
TUNEL KR 37 °C, (F2E ) MR8 S 60 min, BT EEHD
il DAB T/ b (s B, SEBensg s

1.3.4 DNA Ladder FEIKSMHTH BT FESAIKS
IOSCHRCTHEA T, K AT TIE TR T 400 wl AR (10 mM
Tris=HCL pH7.5,10 mM EDTA ,0.5%Triton X-100)541,37 °C 1 h,
12 000 r/min &> 20 min, WH - IE R IFINA RNaseA , {# 28
WREH 0.5 mg/ml, 50 °C 1 h, SRS B/ E A F A7 4
DNA F 1 2 AR e /K ZBETTIE , 4 °Cid 2, 14 000 r/min
B0 20 min, BOITHE , DI TS 20 pl TE 8, BI M A5
KA o BURFIIRE S 20 Wl FH 1% BIERHERIR B K, 4 V/em
JE, LK 90 min , ZAME AT WEE , HEAH

1.3.5 BSOS AIINIE S B8 A 22 B AT WS 4T i
JEAE AR AL, B0 (1 500 %% /min, 5 min) MUK G 4 CF,
2% 3% T -1.5%2 JE W ERT A 2 B0K , 1% R - 1.5% 4%
FALE T E 1.5 h, PBS EEEE  70% . T4t 1T 192 b % vk B
Yy, LT EARE EE K, A G 618 AU ALHE AR
J 80 nm, BEFRAN B RRETAS UL A 5 miny 7E KRN EM 2087
BT TSR R,

1.4 Siefab i SRA SPSS 11.5 B b3 S # e it
HYORE, 45 R Dlaes Foom AL LSRR ¢ SRR ¢ 156, LU
P<0.05 HZESA G FE X,
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2.1 MTT KA [R1R B A7 5 24 I8 o) PR R 4 A 3 5
FISEIR DLER 1, 725 FH Y3 20 200 000 a0 5 e J32 348 o 4 i o
PCASASH S 5 A £ 24 1T 355 L 20T i 75 o 5 4 o i 1 4

FR1 FREKERFESHDENESAEMAMEGENRIE (n=8,X+s)

Tab.1 Cell proliferation of human osteosarcoma U-20S cells cultured in different concentration of Pianzihuang (n=8,x+s)

20 51 1% 5% 10% 15% 20% 25% 30%
25 HMYEL (A)  0.140£0.032 0.140+0.030 0.173+0.035 0.173+0.013 0.252+0.056 0.173+0.042 0.196+0.013
THMEH (B)  0.140+0.036 0.196+0.032 0.196+0.065 0.210+0.013 0.364+0.023* 0.210+0.010 0.198+0.042

5 A 4Lk, *P<0.05
Note: Compared with group A, *P<0.05
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B 1 IS WA N . R 2 T 2R S
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B2 {55 A2 WA TSR . 25 I NS 4B AR U
208 Yl ZARTEMEREE A (x400) B3 79
B 2407 2T L PR A R PR Y 2 9 T
i AR N AR AR R (x400) B4 A LTS
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B 5 A B2 s vl W T IMA 9 8 R I (i
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Fig.1 Inverted phase contrast microscope showed that the cells transformed circle, abscission and necrosis fragment in cell of including Pianzihuang

serum (x400)

Fig.2 Inverted phase contrast microscope showed that the cells were fusiform shape grew normally in the group A(x400) Fig.3 Hu-

man osteosarcoma U-20S cells of including Pianzihuang serum showed clustering positive staining apoptosis by TUNEL assay (x400) Fig4 The posi-
tive staining apoptosis was not found in the group A(x400) Fig.5 TEM showed apoptotic body with deep (arrow point) density in human osteosarcoma
U-20S cells of including Pianzihuang serum Fig.6 TEM showed that cell had normal enation with affluent, normal mitochondrion and endoplasmic

reticulum (arrow point)
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Clinical experience of nonselective replantation with severed distal finger segment XJ/A Zeng-bing, WANG Dan,YUAN
Yong-jian ,MIN Ji-kang,YANG Wen-long,XU Xu-chun LI Zhan-chun. Department of Orthopaedics ,the First People’s Hospi-

tal of Huzhou ,Huzhou 313000, Zhejiang, China

Key words Replantation of amputated finger; Microsurgery
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