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  Tetrandrine (TET), a bis-benzylisoquinoline alkaloid from 

the root of Stephania tetrandra, is known to have anti-tumor 

activity in various malignant neoplasms. However, the precise 

mechanism by which TET inhibits tumor cell growth remains 

to be elucidated. The present studies were performed to 

characterize the potential effects of TET on phosphoinositide 

3-kinase/Akt and extracellular signal-regulated kinase (ERK) 

pathways since these signaling pathways are known to be 

responsible for cell growth and survival. TET suppressed cell 

proliferation and induced apoptosis in A549 human lung 

carcinoma cells. TET treatment resulted in a down-regulation 

of Akt and ERK phosphorylation in both time-/concentration- 

dependent manners. The inhibition of ERK using PD98059 

synergistically enhanced the TET-induced apoptosis of A549 

cells whereas the inhibition of Akt using LY294002 had a less 

significant effect. Taken together, our results suggest that 

TET: i) selectively inhibits the proliferation of lung cancer 

cells by blocking Akt activation and ii) increases apoptosis by 

inhibiting ERK. The treatment of lung cancers with TET may 

enhance the efficacy of chemotherapy and radiotherapy and 

increase the apoptotic potential of lung cancer cells.
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Introduction

Apoptosis, also called programmed cell death, is essential 
for the homeostasis of normal tissues. Altering the level of 
apoptosis is involved in various diseases including cancer, 
viral infections, autoimmune diseases, neurodegenerative 
disorders and AIDS [22]. Therefore, controlling the 
apoptotic process may provide a critical leverage point for 

the treatment of various diseases.
Akt, also named protein kinase B, is known to be a critical 

target for cancer intervention. It is activated downstream of 
phosphoinositide 3-kinase (PI3K) by phosphorylation on 
two regulatory residues, Thr-308 and Ser-473 [3]. The 
activation of Akt plays a critical role in fundamental 
cellular functions such as cell proliferation and survival by 
phosphorylating a variety of substrates. Constitutively 
active Akt results in augemented resistance against 
apoptotic cellular insults, such as growth factor deprivation, 
UV irradiation or loss of matrix attachment [15]. Akt 
activation is found in many types of human tumors 
including breast cancer, lung cancer, melanoma and 
leukemia [7,16]. 

Extracellular signal-regulated kinase (ERK)1/2 is also 
crucial molecule in cell proliferation and carcinogenesis. It 
is activated by dual phosphorylation on both Thr202 and 
Tyr204 residues. Activated ERK1/2 has been reported in a 
variety of human tumor cell lines [8] and epithelial cancer 
tissues such as breast [1], kidney [17], colon [20], head and 
neck [2] and small-and non-small-cell lung cancer [4]. In 
many cases, ERK activation protects cells from drug- 
induced cell death [21]. A number of studies have indicated 
that the phosphorylation of ERK promotes cell survival by 
inhibiting apoptosis under various pathological conditions 
[5].

Tetrandrine (TET), a bis-benzylisoquinoline alkaloid from 
the root of Stephania tetrandra, has been used in China for 
several decades for the treatment of arthritis, arrhythmia, 
inflammation and silicosis [18]. TET was also reported to 
inhibit cellular proliferation in various cancer cell types 
[14]. However, the precise mechanisms by which TET 
inhibits tumor cell growth remain to be elucidated. In this 
study, therefore, we investigated the effects of tetrandrine 
on PI3K/Akt and ERK pathways in A549 human lung 
carcinoma cells. Here, we report that TET-induced apoptosis 
is closely associated with Akt-ERK crosstalk. 
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Materials and Methods

Reagents
TET was purchased from Sigma-Aldrich (USA). Anti- 

Bid, anti-Bax, anti-Bcl-xL, anti-Akt, anti-phospho-Akt 
Thr-308, Ser-473, anti-ERK and anti-phospho-ERK 
antibodies for Western blot analysis were purchased from 
Santa Cruz Biotechnology (USA). All reagents used in this 
study were reagent grade or better.

Cell culture and treatment
A549 human lung carcinoma cells were obtained from 

American Type Culture Collection (USA) and grown in 
RPMI-1640 medium supplemented with 10% fetal bovine 
serum (FBS; Hyclone Lab, USA). Cells were incubated at 
37oC in a humidified atmosphere with 5% CO2. For TET 
treatment, cells were plated at a density of 2 × 106 cells per 
T-75 cm2 culture flask, stabilized for 24 h and then treated 
with TET for the times and concentrations indicated. TET 
was dissolved in DMSO (Sigma-Aldrich, USA) at 20 mM 
as a stock solution and diluted for further analysis.

The concentration-dependent effect of TET on the 
inhibition of A549 cell proliferation

The impact of TET on the viability and proliferation of 
A549 cells was determined using the (3-[4,5-dimethylthiazol- 
2-yl]-2,5-diphenyltetrazolium bromide (MTT) assay. Briefly, 
cells were plated in 96-well culture plates (5 × 104 cells/well). 
After 24 h incubation, the cells were treated with TET (0, 
5, 10, 20, 30, 40, 50 or 60 μM) for the indicated times. After 
treatment, 10 μl of MTT solution (1 mg/ml in PBS) were 
added to each well and the plate was incubated for 4 h at 37oC. 
To achieve solubilization of the formazan crystal formed in 
viable cells, 100 μl of DMSO were added to each well. The 
plate was shaken for 15 min at room temperature and the 
absorbance was measured using a microplate reader 
(Bio-Rad, USA) at a wavelength of 595 nm. 

Western blot analysis
Protein concentration was determined using a Bradford 

analysis kit (Bio-Rad, USA). Equal amounts of protein 
were separated on a 12% SDS polyacrylamide gel and 
transferred to a nitrocellulose membrane (Hybond ECL; 
Amersham Pharmacia, USA). The blots were blocked for 2 
h at room temperature with blocking buffer (10% nonfat 
milk in TTBS buffer containing 0.1% Tween 20). The 
membrane was incubated at room temperature for 1 h with 
specific antibodies. The antibodies were used at 1 : 1,000 
dilutions as specified by the manufacturer. After washing 
with TTBS, the membrane was incubated with a horseradish 
peroxidase-labeled secondary antibody and visualized 
using the Westzol enhanced chemiluminescence detection 
kit (Intron, Korea). The bands were detected with LAS- 
3000 (Fujifilm, Japan).

Flow cytometric detection of apoptosis
The percentage of apoptotic cells was determined by 

staining cells with annexin V-FITC and propidium iodide 
(PI). The annexin V-FITC apoptosis detection kit was 
purchased from Calbiochem (Canada). After incubation, 
cells were transferred to a microfuge tube, washed with 
ice-cold PBS, then resuspended in 0.5 ml cold × 1 binding 
buffer, followed by the addition of 1.25 μl of annexin 
V-FITC. The mixture was incubated at room temperature 
for 15 min in the dark. After adding PI, the samples were 
analyzed by FACS Calibur Flowcytometry (Becton 
Dickinson, USA).

Selective inhibitor study
The mitogen-activated protein kinase kinase (MEK1/2) 

inhibitor PD98059 and PI3K inhibitor LY294002 were 
purchased from Tocris (USA) and Calbiochem (Germany), 
respectively. Stock solutions were prepared in DMSO. The 
highest concentration of DMSO used was 0.2%. For the 
co-treatment experiments using TET and an inhibitor, cells 
were preincubated with either PD98059 (50 μM) or 
LY294002 (20 μM) for 1 h prior to TET treatment.

Statistical analysis
Result are shown as the mean ± SE. Statistical analyses 

were performed following ANOVA (MS-Excel 2003; 
Microsoft, USA) for multiple comparisons or Student’s 
t-test when the data consisted of only two groups. The 
differences between groups were considered significant at 
p ＜ 0.05 and p ＜ 0.01 as indicated.

Results

To determine the effects of TET on cell viability, the MTT 
assay was performed on A549 cells treated with various 
concentrations of TET. The cells were exposed to 0-60 μM 
of TET for 24 h and 48 h. TET treatment significantly 
reduced the rate of cell proliferation compared to that of 
control cells in both time-/concentration-dependent manners. 
The reduction of cell proliferation and thus cell viability 
following treatment with 30 μM TET was roughly 59% at 
24 h (Fig. 1A) and 43% at 48 h (Fig. 1B). These results led 
us to use 30 μM of TET for further studies.

Since the MTT assay is a measure of total cell numbers 
and the results reflect changes in both cell proliferation as 
well as apoptosis, we next characterized the specific effects 
of TET on levels of apoptosis. To do this, a flowcytometric 
detection method was used after cells were treated with 30 
μM TET for 12 h and 24 h. The lower right quadrant 
(Annexin V positive and PI negative) represents the 
percentage of apoptotic cells with preserved plasma 
membrane integrity whereas the upper right quadrant 
(Annexin V positive and PI positive) refers to necrotic or 
apoptotic cells with a loss of plasma membrane integrity. It 
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Fig. 1. The effect of tetrandrine on the proliferation of A549 cells.
The viability of A549 cells was measured using the MTT assay. 
The cells were incubated with increasing concentrations of 
tetrandrine for (A) 24 h or (B) 48 h. Data are presented as mean 
± SE of 3 independent experiments. *p ＜ 0.05, **p ＜ 0.01.

Fig. 2. Flowcytometric detection of apoptosis of A549 cells 
treated with tetrandrine (TET). Cells were incubated with 30 μM
of TET for 12 h and 24 h. (A) Control, (B) TET 12 h (C) TET 24
h, (D) Percentage of apoptotic cells from the time-dependent 
study. *p ＜ 0.05, **p ＜ 0.01.

Fig. 3. The effect of tetrandrine (TET) on the levels of pro- and 
anti-apoptotic proteins in A549 cells. Cells were treated with (A)
various concentrations (0, 10, 20 and 30 μM) of TET for 24 h or
(B) 30 μM of TET for indicated times (0, 2, 4, 8, 12 and 24 h).

was determined that most cells were alive since untreated 
cells were not stained with Annexin V or PI (Figs. 2A-C). 
The apoptotic fraction of cells treated with TET is 
represented in Fig. 2D. Treatment with TET caused 
apoptosis in a time-dependent manner; approximately 0.42 
± 0.07 (0 h), 1.86 ± 0.11 (12 h) and 4.88 ± 0.95% (24 h) of 
apoptotic cells were observed (Fig. 2D). Also, treatment 
with TET significantly decreased the expression level of 
the anti-apoptotic protein Bcl-xL in a concentration- 
dependent manner whereas the levels of the pro-apoptotic 
protein Bax remained unchanged (Fig. 3A). These tetradine- 
mediated effects on the apoptosis of A549 cells were 
clearly observed in time-course study. Treatment with 30 
μM of TET resulted in a significant increase in the levels of 
the pro-apoptotic proteins Bid and Bax whereas the 
expression levels of the anti-apoptotic protein Bcl-xL 
decreased in a time-dependent manner (Fig. 3B).

Since Akt is a crucial mediator of carcinogenesis and the 

phosphorylation of Akt is essential for its full activity and 
is involved in apoptosis [9], we have measured the potential 
effects of TET on Akt phosphorylation. TET treatment 
suppressed Akt phosphorylation at both Thr308 and Ser473 
in both time- and concentration-dependent manners, while 
the total Akt levels remained unchanged (Fig. 4). ERK is 
also known to be a pivotal factor in carcinogenesis and is 
closely associated with Akt signaling [19] and therefore 
the potential effects of TET treatment on ERK signaling 
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Fig. 4. The effect of tetrandrine (TET) on Akt activation in A549 
cells. The cells were treated with (A) various concentrations (0, 
10, 20 and 30 μM) of TET for 24 h or (B) 30 μM of TET for 
indicated times (0, 2, 4, 8, 12 and 24 h).

Fig. 5. The effect of tetrandrine (TET) on ERK activation in A549
cells. The cells were treated with (A) various concentrations (0, 
10, 20 and 30 μM) of TET for 24 h or (B) 30 μM TET for indicated
times (0, 2, 4, 8, 12 and 24 h).

Fig. 6. Flowcytometric detection of apoptosis in A549 cells. Cells
were treated with tetrandrine (TET) (30 μM) for 24 h in the absence
or presence of LY294002 (20 μM) or PD98059 (50 μM). (A) 
Control, (B) TET (30 μM), (C) TET (30 μM) + LY294002 (20 μM),
(D) TET (30 μM) + PD98059 (50 μM), (E) Summary of percentage
of apoptotic cells in the inhibitor study. Data are presented as mean
± SE of 3 independent experiments. **p ＜ 0.01.

were measured. Interestingly, TET also suppressed ERK 
phosphorylation in both time-/concentration- dependent 
manners similar to Akt phosphorylation (Fig. 5).

To characterize the relative roles of Akt and ERK on 
TET-induced apoptosis, two different selective inhibitors 
(LY294002 for PI3K pathway, PD98059 for MEK/ERK 
pathway) were used. TET alone increased apoptosis when 
compared to control (Figs. 6A, B and E). However, the 

fraction of apoptotic cells in samples co-treated with TET 
and the ERK inhibitor PD98059 was significantly increased 
compared to treatment with TET alone (Figs. 6D and E). 
Interestingly, cells co-treated with TET and the PI3K 
inhibitor did not manifest such synergetic effects (Figs. 6C 
and E). Our results strongly suggest that the inactivation of 
ERK may play an important role in TET-induced apoptosis. 
TET alone was enough to suppress the phosphorylation of 
Akt at both Ser473 and Thr 308 (Fig. 7) in both time-course 
as well as dose-response studies (Fig. 4). The expression of 
phosphorylated Akt was further suppressed by co-treatment 
with TET and LY294002 or PD98059 (Fig. 7). Very similar 
phenomena were found in terms of ERK phosphorylation 
(Fig. 7).

Discussion

Lung cancer is a major cause of cancer-related mortality 
worldwide. Lung cancer has proven difficult to control 
with conventional therapeutic and surgical approaches, 
and the prognosis is poor with an overall 5 year survival 
rate of 10-14% in the USA [11]. Therefore, it is clear that 
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Fig. 7. The effects of a PI3K/Akt inhibitor and an MEK/ERK 
inhibitor on tetrandrine (TET)-treated A549 cells. The cells were
treated with TET (30 μM) for 24 h in the absence or presence of 
LY294002 (20 μM) or PD98059 (50 μM). Next, lysates were 
prepared and Western blot analysis was performed in order to 
determine protein expression levels.

novel and more effective treatments are needed to improve 
the outcome of therapy. In this respect, the use of naturally 
occurring or synthetic agents to prevent, inhibit or reverse 
lung carcinogenesis would greatly benefit public health. 
TET is a promising phytochemical agent that has recently 
attracted interest because of its cancer chemopreventive 
potential. In this study, TET, a candidate for use as a lung 
cancer chemopreventive agent, was characterized in the 
cell line A549.

Growing evidence has demonstrated that PI3K/Akt 
pathways are involved in several types of carcinogenesis. 
The activation of Akt causes malignant transformation in 
in vitro and in vivo mouse models of various human 
cancers [10]. In our study, TET suppressed Akt 
phosphorylation at Ser473 and Thr308 and inhibited lung 
tumorigenesis. The anti-tumor activity of TET appears to 
be mediated by the suppression of Akt phosphorylation 
because Akt requires phosphorylation of both Thr308 and 
Ser473 for full activity [24]. Our finding is clearly 
supported by previous reports that Akt activation is an 
early event in lung tumorigenesis [6], and that blocking 
Akt activity could suppress the progression of lung 
adenocarcinoma [12]. TET, therefore, may be an excellent 
lung cancer chemopreventive agent because one of the 
most promising molecules for chemoprevention and for 
the treatment of lung cancer targeting Akt.

Akt and ERK are both important signaling molecules that 
promote survival in different types of cancer. Spatiotemporal 
control of the ERK signal pathway is a key factor for 
determining the specificity of cellular responses including 
cell proliferation, cell differentiation and cell survival. The 
fidelity of this signaling is tightly regulated by docking 
interactions as well as scaffolding. The subcellular 

localization of ERK is controlled by cytoplasmic ERK 
anchoring proteins that have a nuclear export signal such as 
MEK. In quiescent cells, ERK localizes to the cytoplasm. 
In response to stimulation, activated ERK translocates to 
the nucleus [23]. To get detailed information about the 
relative roles of such signaling in lung cancer cell survival, 
the effect of treatment with TET and the PI3K inhibitor 
LY29294002 as well as the ERK inhibitor PD 98059 on the 
expression patterns of Akt within A549 cells was examined. 
TET treatment induced apoptosis and resulted in a 
decrease in Akt and ERK expression. PI3K inhibition had 
no clear synergistic effect on tetradrine-induced apoptosis, 
however, ERK inhibition resulted in a significant synergistic 
effect on apoptosis such that the degree of apoptosis was 
much higher than TET treatment alone and TET with PI3K 
inhibitor pretreatment. Western blot analysis of Akt and 
ERK protein levels and activation states confirmed that 
TET-induced apoptosis may occur under the dual action of 
ERK and Akt. Taken together, our results suggest that TET 
induces apoptosis and promotes the down-regulation of 
Akt expression in A549 lung cancer cells with a close 
relationship to ERK activity. Our results are further 
confirmed by other lines of evidence, which indicate that 
ERK regulates cell death in many cell lines. Increased 
levels and/ or the activation of ERK have been observed in 
a number of human cancer cell lines [8].

The evidence presented here suggests that TET 
deactivates Akt and synergistically promotes apoptosis 
through the inhibition of ERK. Such selective down- 
regulation of Akt activity and facilitating apoptosis 
indicates the potential utility of TET as a promising target 
for the prevention of lung cancer because Akt is likely to be 
an important factor in the early progression of lung 
carcinoma. The data presented provide evidence that TET 
selectively inhibits the proliferation of lung cancer cells by 
blocking Akt activation and that it facilitates apoptosis by 
ERK inhibition. Because Akt activity alters the sensitivity 
of non-small cell lung cancer cells to chemotherapeutic 
agents and irradiation [13], lung cancer treatment with 
TET may enhance the efficacy of chemotherapy and 
radiotherapy, and increase the apoptotic potential of lung 
cancer cells.

Acknowledgments
This work was supported in part by BK 21 Grant and 

partly supported by NSI-NCRC, KOSEF (HSC, MHC), 
and by the research program of KOSEF (M20704000010- 
07M0400-01010).

References

1. Adeyinka A, Nui Y, Cherlet T, Snell L, Watson PH, 
Murphy LC. Activated mitogen-activated protein kinase 
expression during human breast tumorigenesis and breast 



28    Hyun Sun Cho et al.

cancer progression. Clin Cancer Res 2002, 8, 1747-1753.
2. Albanell J, Codony-Servat J, Rojo F, Del Campo JM, 

Sauleda S, Anido J, Raspall G, Giralt J, Roselló J, Nicholson 
RI, Mendelsohn J, Baselga J. Activated extracellular 
signal-regulated kinases: association with epidermal growth 
factor receptor/transforming growth factor alpha expression 
in head and neck squamous carcinoma and inhibition by 
anti-epidermal growth factor receptor treatments. Cancer Res 
2001, 61, 6500-6510.

3. Alessi DR, Andjelkovic M, Caudwell B, Cron P, Morrice 
N, Cohen P, Hemmings BA. Mechanism of activation of 
protein kinase B by insulin and IGF-1. EMBO J 1996, 15, 
6541-6551.

4. Blackhall FH, Pintilie M, Michael M, Leighl N, Feld R, 
Tsao MS, Shepherd FA. Expression and prognostic 
significance of kit, protein kinase B, and mitogen-activated 
protein kinase in patients with small cell lung cancer. Clin 
Cancer Res 2003, 9, 2241-2247.

5. Bonni A, Brunet A, West AE, Datta SR, Takasu MA, 
Greenberg ME. Cell survival promoted by the Ras-MAPK 
signaling pathway by transcription-dependent and -independent 
mechanisms. Science 1999, 286, 1358-1362.

6. Chun KH, Kosmeder JW 2nd, Sun S, Pezzuto JM, Lotan 
R, Hong WK, Lee HY. Effects of deguelin on the 
phosphatidylinositol 3-kinase/Akt pathway and apoptosis in 
premalignant human bronchial epithelial cells. J Natl Cancer 
Inst 2003, 95, 291-302.

7. Fry MJ. Phosphoinositide 3-kinase signalling in breast 
cancer: how big a role might it play? Breast Cancer Res 
2001, 3, 304-312.

8. Hoshino R, Chatani Y, Yamori T, Tsuruo T, Oka H, 
Yoshida O, Shimada Y, Ari-i S, Wada H, Fujimoto J, 
Kohno M. Constitutive activation of the 41-/43-kDa 
mitogen-activated protein kinase signaling pathway in 
human tumors. Oncogene 1999, 18, 813-822. 

9. Hövelmann S, Beckers TL, Schmidt M. Molecular 
alterations in apoptotic pathways after PKB/Akt-mediated 
chemoresistance in NCI H460 cells. Br J Cancer 2004, 90, 
2370-2377.

10. Hutchinson J, Jin J, Cardiff RD, Woodgett JR, Muller 
WJ. Activation of AKT (protein kinase B) in mammary 
epithelium provides a critical cell survival signal required for 
tumor progression. Mol Cell Biol 2001, 21, 2203-2212.

11. Jemal A, Tiwari RC, Murray T, Ghafoor A, Samuels A, 
Ward E, Feuer EJ, Thun MJ. Cancer Statistics, 2004. CA 
Cancer J Clin 2004, 54, 8-29.

12. Kim HW, Park IK, Cho CS, Lee KH, Beck GR Jr, 
Colburn NH, Cho MH. Aerosol delivery of glucosylated 
polyethylenimine/phosphatase and tensin homologue deleted 
on chromosome 10 complex suppresses Akt downstream 

pathways in the lung of K-ras null mice. Cancer Res 2004, 
64, 7971-7976.

13. Lee HY. Molecular mechanisms of deguelin-induced 
apoptosis in transformed human bronchial epithelial cells. 
Biochem Pharmacol 2004, 68, 1119-1124.

14. Lee JH, Kang GH, Kim KC, Kim KM, Park DI, Choi BT, 
Kang HS, Lee YT, Choi YH. Tetrandrine-induced cell 
cycle arrest and apoptosis in A549 human lung carcinoma 
cells. Int J Oncol 2002, 21, 1239-1244.

15. Li B, Desai SA, MacCorkle-Chosnek RA, Fan L, Spencer 
DM. A novel conditional Akt 'survival switch' reversibly 
protects cells from apoptosis. Gene Ther 2002, 9, 233-244.

16. Lin X, Böhle AS, Dohrmann P, Leuschner I, Schulz A, 
Kremer B, Fändrich F. Overexpression of phosphatidylinositol 
3-kinase in human lung cancer. Langenbecks Arch Surg 2001, 
386, 293-301.

17. Oka H, Chatani Y, Hoshino R, Ogawa O, Kakehi Y, 
Terachi T, Okada Y, Kawaichi M, Kohno M, Yoshida O. 
Constitutive activation of mitogen-activated protein (MAP) 
kinases in human renal cell carcinoma. Cancer Res 1995, 55, 
4182-4187.

18. Pang L, Hoult JR. Cytotoxicity to macrophages of tetrandrine, 
an antisilicosis alkaloid, accompanied by an overproduction 
of prostaglandins. Biochem Pharmacol 1997, 53, 773-782.

19. Perkinton MS, Ip JK, Wood GL, Crossthwaite AJ, 
Williams RJ. Phosphatidylinositol 3-kinase is a central 
mediator of NMDA receptor signalling to MAP kinase (Erk1 
/2), Akt/PKB and CREB in striatal neurones. J Neurochem 
2002, 80, 239-254.

20. Sebolt-Leopold JS, Dudley DT, Herrera R, Van Becelaere 
K, Wiland A, Gowan RC, Tecle H, Barrett SD, Bridges A, 
Przybranowski S, Leopold WR, Saltiel AR. Blockade of 
the MAP kinase pathway suppresses growth of colon tumors 
in vivo. Nat Med 1999, 5, 810-816.

21. Seidman R, Gitelman I, Sagi O, Horwitz SB, Wolfson M. 
The role of ERK 1/2 and p38 MAP-kinase pathways in 
taxol-induced apoptosis in human ovarian carcinoma cells. 
Exp Cell Res 2001, 268, 84-92.

22. Sen S, D'Incalci M. Apoptosis. Biochemical events and 
relevance to cancer chemotherapy. FEBS Lett 1992, 307, 
122-127.

23. Torii S, Nakayama K, Yamamoto T, Nishida E. Regulatory 
mechanisms and function of ERK MAP kinases. J Biochem 
2004, 136, 557-561.

24. West KA, Brognard J, Clark AS, Linnoila IR, Yang X, 
Swain SM, Harris C, Belinsky S, Dennis PA. Rapid Akt 
activation by nicotine and a tobacco carcinogen modulates 
the phenotype of normal human airway epithelial cells. J 
Clin Invest 2003, 111, 81-90.


