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altered regulation of p34 ／cyclin B． 
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DNA拓扑异构酶 I抑制荆羟基喜树碱对小鼠 

腹水肝癌细胞组蛋白H 和 H。磷酸化的抑制 

建墨 ，量 堂： 足 ． 
(中国科学院上海药物研究肼．上~200031，中国) 

细胞 ．DNA 合成明显降低 ．组蛋白磷酸化受抑 ，此两 

种效应 皆为时间嵌赖性． 凝胶电泳进一步发现 HCPT 

选择性抑制组蛋白H 和 H 的磷酸化 ，体内实验亦显示 

HCPT显著抑制组蛋 白H 和 Ha磷酸化． 目此 ．HCPT 

对肿精细胞的致死作用至少部分与其抑制组蛋白H 和 

H 的磷酸化有关． 

关 A摘要 件外用羟基喜树碱(HcPT)处理小鼠腹水肝癌 细 培养的肿墉 
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Effeet of eseulentoside H OH release of turn or necrosis factor from 

m ouse peritoneal m acrophages’ 

HU Zben--Lin，ZHANG Jun—Ping，YI Yang-- Hua ，QIAN Dins--Hua 

(Research Laboratory os Natural and ,Synthetic Drng 8，I Dep artmest越 Phytochemi~ry，Colleg e 

Pharmacy’Second M ilitary M edica U niver~ty，Shuns hai 200433，China) 

^BSTR^CT Effect of~ culentoside H (EH ) on re— 

lease of tumor necrosis faetor (TNF) from murine 

peritoneal macrophage (M ) in viCro wFt$ studied． 

The f髓 uRs showed that EH (12．5— 200 B-ml_。)抽一 

duced the thloglycolate—broth elicited peritoneal M to 

release TNF into 0upernatants in a dose—dependent 

m al3ner．and higher leveLS of TNF activity were detect一 

0d in the supel"~ t&m s from EH—stim ulated ca lcimycin— 

primed M culture． EH —induced TN F releage had a 

dffakrem  type of kinetiCs CO；llflpared with that of 

lipopolysaccharides (LPS)． LPS—induced release of 

TNF increased rapidly until 6 h after LPS stimulation． 

then declined gradually， while EH-induce d TN F re— 

lesse increased srad ua1ly after EH stim ulation and 

reached its peak at approximately 24 h later． These 

results suggc*ted that the anti—tum or meehanisms of 

Phy~olaccaceae may be related to the capacity of EH for 

TNF relesse． 

KEY W ORDS esculentoside H } tum or necros~ 

factor}macrophages l calcim ydn 
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Tumor necrosis factor (TNF )， a 

macrophage(M 中)-derived peptide·was origi— 

nally described as a m ediator of lipopolysac- 

charides (LPS)-induced hemorrhagic necrosis 

of tumor in animals and as a m olecule w ith cy- 

tostatic／cytotoxic activity f0r tumor cells in 

culture⋯ - The anti-tum or potency of system - 

ically adm inistered TN F has been shown to be 

disappOinting in phase l clinical trails，using 

a variety of recom binant TN F preparations 

over last 5 years，as its toxicity severely limit- 

ed the dosage of TN F adm inistered in bu— 

m ans[ 
． Hence the triggering of endogenous 

TNF production may be a key strategy that 

lessen the side effects of hiSh TNF dosages ad— 

ministered． In order to searth for the in ducer 

of endogenous TNF and investigate the anti- 

tum or m echanisms of P hytolaccaceae， we 

studied the effects of esculentoside H (EH)，a 

w ater—soluble saponin isolated from the roots 

of P hytolacca egculenta van Houtte (Phytotac- 

caceae) ，on release of TNF from thioglyco— 
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late (TG)-broth elicited murine peritoneal M 0 

primed (or not primed)with calcimycin (Ca1) 

and compared the effects of EH with that of a 

TNF eliciting—agent· the lipopolysaccharides 

(LPS)． ‘ 

M ATER 1ALS ^N D M ETHODS 

Reagent$ EH w as provided by Yl Yang— Hua 

(Faculty of Pharmacyt Second M ilitary M ed ical Uni— 

verslty)． LPS derived from coli O 111 lB4 and Cal 

were om SiSma；Dactinomycin (Dac)，Xinya Phar— 

maceutical Co，Shanghai}TG-broth，Shanghai Acade— 

my of Biologic Products． The ce ll culture medium was 

RPM I一1640 (Sigma)with glutamine (2 mmol·L ) 

supplemented with NaHCO3(2 g)t penicillin (30 mg· 

L_。)．streptomycin (25 mg·L_。)， mercaptoethanol 

(100 mol·L )．and 1 O heatinactivated new—born 

bovine serum (NBS)(complcted RPM I一16{O)． 

ICR mice 早，weighing 28土8 2 g，fromthe An— 

imal Center of th扭 unlversilv． 

Preparation of M lcR m ice were in】ected ip 

with l mI 3 TG—broth and peritoneat exudate cells 

(PEC)were harvested 4 d later by washing the peri— 

toneat cavity with phosphate—buffered saline (PBS)一 

PECs were washed  3 times with PBS，then蝴 justed to 

5×1 0 ／ml in completed RPMI一16{0． The cell suspen— 

sion waS dispensed in to cell culture nask (the area for 

cell adherence was 5 cm ×3 cm)(2 ml／flask)． After 

6 h of incubatjon at 37℃ ，5 CO ．the nonadherent 

cells w 4~re removed by washing with RPM 】一1640 medi- 

um ，and the adherent ce lls were used 聃 TG—elicited  

M 中． 

Priming M  ／or TNF release In order to Dn— 

han ce the TNF release from M 中 in response to the 

stimu]ation of LPS．the TG—elicited PEC were Incubat+ 

ed in the presence  of priming agent·Cat— Six hours 

Iater．the cells were washed with RPM I一1640 medium 

to remove the agent and the nonadherent co lIs，and the 

adherem  eells were used as Cat —primed  M 乱  

Induction of TNF from M M 中岛were incubat— 

ed for 24 hin the presence ofEH (0— 2OO g·mr )。r 

LPS (100 ng·mr )and the supernatants were collect— 

ed fvr TN F bioassay． For kineties ana上ysis 0f EH or 

LPS-induced TNF production， M 中s were cultured 

with EH (1OO g·ml一 )or LPS (1 OO ng·mI一 )for 

various periods (2— 3O h)，and the supernatants were 

assayed for TNF activity． 

Bloassay for TN F activity TN F activitY in the 

supernatants were m onRored  by crystal violet sta~ in g 

assay t# “r0 ． In brieft L929 cells (5× 1(P／wel1) 

were incubated for 18 h in the presence  ofDac (1 g· 

ml一 )and seriat 1 l 2 dilutions of test sam ples _n 96一 

well flat—bottom microtiter plates． U nits of TNF 

were det~qed as the dilution required to lys e 5O 0f 

L929 target ceils． 

RESULTS 

PrIinIng effect of Cal for TNF release 

from M 0 Incubating the TG-elicited PECs 

for 6 h in the precence of Cal (O．1— 1O umo1 

· L一 )enhanced the TNF release from M 中 in 

response to the stim ulation of LPS． This in— 

dicated that Cal could prime the M 中 for TN F 

felonse． Since Cal at 1 um o1．L_。showed the 

best priming effect，this concentration was se。 

Jected in the experiments (Tab 1)． 

Tab l_Tumor ne~ro~ls factor (TNF)activity Induced 

by IlpooolyaaeeharIdol(LPS)(me ng·ml～ ·g h)from 

the M which had been incubated f蚪 g h in lhe pr髑 - 

enee ot ealclmyctn． 一 l· 士 罩． ‘P< 口一口l” ton- 

tro1． 

Caleimysin／ TNF activity／U·ml— 

um e1·L一 

O 

O．1 

1 

10 

12士 

142士 

201士 

54士 3． 

EH Induced release of TNF EH (12．5— 

200 g·ml )induced the release of TNF from 

both TG—elicited M 0 and Cal—prim ed M 0 con— 

centration—dependently． The TNF levels in 

the supernatants from Cal-primed M 0 cultures 

were higher than those from T G-elicited M 中 

(Tab 2)． 

Comparison of LPS and EH—induced TNF 

Production TN F levels were detectable in 

the supernatants 2 h after LPS—stimulation and 
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Tab 2． Etteem of e$culeatoside H (EH ) and 

Ifoopolysleehr‘哇啊 (LPS) olt the releaze of tumor 

~ecrogb faelor (TNF)ltom thioglyeelste (TG)一broth 

~ldled macroohage (M 垂)of esleimyein (Cs1)*primed 

M n； l，i土 & ‘P> O，05 ’P< o．ⅡI， ‘P< O．o1’蓐 

conlro1． 

EH／ LPs／ TNF (U·mt一 )induced(zorn 

g·mr  ng·ml一 TG-ellcited M e,Cal—primed M 中 

rose rapidly until 6 h，then declined graduaHy． 

while TNF 1evels were not detectable untU 6 h 

after EH 。stim ulation and increased gradually 

in 24 h (Tab 3)． 

Tab1．EH (1 0 0 ·ml )orLPS(1 0 0ng ·mr )一 

Induced releⅢ o2 TNF l rOiIB TG--elleJt．d M 垂 of Cal- 

0rimed M 垂· 竹； l， 土 

Time／ EH-induced release of LPs nduced 

TNF (U ·ml一 )from release of TNF 

h TG—ericited 

M 中 

Cal—primed (U ·mr‘)from 

M 中 Cm -Drim耐 M  

fence-the capacity of EH for TNF release may 

be related to the anti-tom or mechanisms of 

P  ̂ 0Laccd ede． 

It w ould be interesting to note that the ki— 

netics of EH -induced’TN F production exhibit— 

ed som e differences compared with that of 

LPS· 。This suggested that LPS and EH in— 

duced the TN F release through different 

moieeular m echan讧ms that need to be further 

invest ated· 
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商陆皂甙辛对小矗腹腔巨噬细胞释出 
肿矗坏死园子的髟 

~， 尺 
扭 张傻平，曼堑圭。，钱定华 
(第二军医太学药学院中西药研究童． 

植物化学教研室，上海2。0433．中国) 

擒蔓 商陆皂贰辛(EH)(12．5--200 g·m1 )可剂量 

依较性地诱导硫代zl醇酸钠培养基诱出的小鼠腹腔巨 

噬细胞(M中)以盈卡西霉素启动激活的 M中分泌肿瘤 

坏死因子(TNF)． 时效关系研究发现t脂多糖(LPS) 

诱导的TNF分泌于6 h左右达峰．而EH诱导的TNF 

分泌麓时闻延长逐渐增多，于24 h左右选峰，提示 EH 

和LPS诱导TNF分泌的机制可瞻不同 

murjne peritoneal M中· since TNF js an im一 关■调 趋睦皇苴主l贮瘗 至咽 ±l里堡塑 - 
portant eytokiI1 iIlvolved in host immune de一 卡西霉素 、 
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