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JOHE G/ 8 f29%-2(Bel-2) \Bel-2 48 % X & & (Bax) 5 & 44k Je R P a0t &% C(Cyt-c) 8k ik, 4R RERAEAHRT % (60,
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Mechanism Research of Human L-02 Cells Apoptosis Induced with Triptolide

YAO Jin-cheng', LIU Ying', HU Ling’, ZHANG Lu-yong’, RAO Jian', ZENG Ling-gui', JIANG Zhen-zhou’, HE
Ling’ (1.Hunan Center for Drug Evaluation and ADR Monitoring, Changsha 410013, China; 2. The Second
Xiangya Hospital of Central South University, Changsha 410011, China; 3. National Center for Drug Screen-
ing, China Pharmaceutical University, Nanjing 210009, China)

ABSTRACT OBJECTIVE: To study the mechanism of triptolide-induced L-02 cells apoptosis. METHODS: L-02 cells were cul-
tured in vitro. The inhibitory effect of triptolide on the proliferation of L-02 cells was evaluated using MTT assay. Hoechst 33258
fluorescent staining was used to observe themorphological changes of apoptotic cells. Flow cytometry was performed to determine
the apoptotic rate. The protein expression of p53, Bcl-2, Bax, Cyt-c in mitochondria and cytosol were detected using Western blot
analysis. RESULTS: L-02 cells are treated with different concentrations of triptolide (60, 120 and 180 nmol/L) and same concentra-
tion of triptolide for different times (12, 24 and 48 h). It showed that inhibition effect of triptolide on cell proliferation was posi-
tively correlated with the concentration of triptolide or the time. Hoechst 33258 staining revealed typical apoptotic morphological
changes. Western blot analysis suggested that the contents of p53, Bax and cytosol Cyt-c enhanced significantly (P<<0.05) , and
Bcl-2 and the content of Cyt-c in mitochondria weakened significantly (P<<0.05) after treatment with triptolide 120 nmol/L. CON-
CLUSION: Triptolide probably may induce the apoptosis of L-02 cells by up-regulating proteins expression of Cyt-c in p53, Bax
and cytosol and down-regulating proteins expression of Cyt-c in Bel-2 and mitochondria.

KEY WORDS Triptolide; Human liver cell L-02; Apoptosis
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SV IRAL AR - * P<<0.05, ¥ *P<<0.01
Fig 1 Effects of triptolide on the activity of L-02 cells
A.L-02 cells treated with different concentrations of triptolide (60, 120,
180 nmol/L) for 24 h; B. L-02 cells treated with triptolide120 nmol/L for
12, 24 and 48 h
vs.solent control group: *P<<0.05,**P<<0.01

A

E2 ZTAEFRZRFSL-02MMATKHMAMZESHNLET
(Hoechst 33258 & ,200x )
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Fig 2 Morphology change of nucleus in the apoptosis of

L-02 cells induced by triptolide (Hoechst 33258 staining,

200x)
A. solvent control group; B. triptolide group
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Fig 3 Apoptosis of L-02 cells induced by triptolide
A.L-02 cells treated with different concentrations of triptolide (60, 120,
180 nmol/L) for 24 h; B. L-02 cells treated with triptolide120 nmol/L for
12, 24 and 48 h
vs.solent control group: “P<<0.05,**P<<0.01
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Fig 4 The protein expression of p53, Bax, Bcl-2 and cyt-c
in L-02 cells
A.picture; B.statistical result
vs.solent control group: *P<<0.05, **P<<0.01
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H E AW AT KK LR P FOENEETEY(ADC) A F 6 &80 A8 &% (HPLC) M € 7 %, 7 ik : &% 4 4 ODS Ci
(250 mmx4.6 mm,5 um) , A8 A THE-AK(23:77,VIV) , %Kik 2 1.2 ml/min, A% % 25 C, 40K K %4 208 nm, #AEF 4 20 pl, A
A F R KA HNERE G Fe B#RIEHN ST ADC G , M R R BF ] fe 25 08 B . SRR 3p8T AT F e F A4k, 4R X
B M2 E §ARHIEHL T ADCE 100 H A (1.4740.15) .(0.45+0.03) h, .2 %1 4 (5.82£0.29) . (2.,561+£0.13) h, V/IF %
#%(1.32+£0.12) . (0.38 £ 0.04) L, AUCy01 4% 31 4 (567.51 + 28.55) . (243.58 + 12.17) pg/(ml-h) , CL/F 2 %] 4 (0.53 £ 0.03) .
(0.16 +0.02)L/(h-kg) o # B ADCJE , fun 7 2 h, o 132.33 pg/ml, 2536 A5 kA MIE EH RHES EABE . TAT
ADC s 25 04 ol B 25 3 S AR

E4EiIE ADC; SR M G gk B

Determination of ADC in Plasma by HPLC and Its Pharmacokinetics in Rats
LIU Lei,ZHANG Yu,HAN Guang,HUA Su(Institute of Pharmaceutics, Henan University, Henan Kaifeng 475004,
China)

ABSTRACT OBJECTIVE: To establish a high performance liquid chromatography (HPLC) method for the determination of
ADC in rat plasma and study the pharmacokinetics of ADC in rats. METHODS: Chromatographic separation was performed on an
Cis column (250 mmx4.6 mm, 5 pm) with acetonitrile-water (23:77, V/V) as mobile phase at a flow rate of 1.2 ml/min with UV
detection at 208 nm, the column temperature was at 25 °C and aloin was used as an internal standard. ADC was intragastric admin-
istered and caudal vein injection to rats respectively .The concentrations of ADC in rat plasma were determined by HPLC and used
to analyze the pharmacokinetic parameters in the compartment model by 3p87 program. RESULTS: After intragastric administration
vs. caudal vein administration of ADC, pharmaceutical parameters were as follows: fi,a were (1.47 £ 0.15)h, (0.45 + 0.03) h; 7.
were (5.82 +0.29)h, (2.51 £ 0.13)h; V/F were (1.32 + 0.12)L, (0.38 + 0.04) L; AUCyu » were (567.51 + 28.35)ug/(ml-h),
(243.58 £ 12.17)pg/(ml-h) ; CL/F were(0.53 £ 0.03)L/(h-kg), (0.16 £ 0.02)L/(h-kg). After intragastric administration of ADC,
tmx Was 2 h e was 132.33 pg/ml. CONCLUSION: The method is simple and accurate with a high sensitivity and a good repeat-
ability, and it can be applied to the evaluation of pharmacokinetic parameters of ADC in rats and blood concentration of ADC in
clinical controlling.

KEYWORDS ADC; HPLC; Pharmacokinetics
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