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Abstract—Cadmium (II) (Cd) is one of the major toxic elemental 

pollutants, which is hazardous for humans, animals and plants. -
Polyglutamic acid (-PGA) is an extracellular biopolymer produced 
by several species of Bacillus which has been reported to be an 
effective biosorbent for metal ions. The effect of -PGA on growth of 
rice grown under laboratory conditions was investigated. Rice seeds 
were germinated and then grown at 30±1C on filter paper soaked 
with Cd solution and -PGA for 7 days. The result showed that Cd 
significantly inhibited the growth of roots, shoots by reducing root, 
and shoot lengths. Fresh and dry weights also decreased compared 
with control; however, the addition of 500 mg·L-1 -PGA alleviated 
rice seedlings from the adverse effects of Cd. The analysis of 
physiological traits revealed that Cd caused a decrease in the total 
chlorophyll and soluble protein contents and amylase activities in all 
treatments. The Cd content in seedling tissues increased for the Cd 
250 M treatment (P<0.05) but the addition of 500 mg·L-1 -PGA 
resulted in a noticeable decrease in Cd (P<0.05).  

 
Keywords—Polyglutamic acid, Cadmium, Rice, Bacillus subtilis.  

I. INTRODUCTION 

ADMIUM (II) (Cd) is one of the highly toxic, heavy 
metals and causes a serious threat to plant growth and 

human health due to its accumulation in edible plant tissues 
[1], [2]. Thus, Cd can be transferred to animals and humans 
via the food chain. Agricultural soils of many countries have 
been contaminated by Cd because of human activities, such as 
industrial wastes, zinc mining, sewage sludge and phosphate 
fertilizers [3], [4]. In Mae Sot district, Tak province, Thailand, 
the contamination of paddy fields and creeks by Cd released 
from zinc mining has been occurring for more than 20 years. 

Samples collected from sediments of the creeks, paddy soils, 
rice grains and soybeans cultivated in the contaminated areas 
had Cd concentrations exceed the maximum range of 
permissible levels [4]. Over 80% of rice grain samples 
collected contain Cd at a concentration exceeding the Codex 
Committee on Food Additives and Contaminants (CCFAC) 
Maximum Permissible Level for rice grain of 0.2 mg Cd kg-1 
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and the estimated weekly intake (WI) values ranged from 20 
to 82 g Cd kg-1 body weight [5]. Therefore, the people who 
live in the contaminated area and consume rice grown locally 
are always exposed to the risk of chronic Cd toxicity. 
Although the Thai government policies are designed 
to promote sugarcane cultivation in terms of renewable 
energy, local farmers are still interested in growing rice in this 
area because the government rice mortgage program has 
produced a high market price for rice. 

Gamma-polyglutamic acid (-PGA) is a naturally occurring 
anionic polymer, biodegradable, edible, and nontoxic to 
humans and environments. -PGA consists of D- and L-
isomers of glutamic acid linked by amide bonds between α-
amino group and carboxyl group [6]. In the past few years, it 
has been interested in various applications such as thickeners, 
humectants, drug carriers, biological adhesives, foods, 
cosmetics, medicines, water absorbents, bioflocculants and 
wastewater treatment [7]. Moreover, it has been reported to be 
an effective biosorbent for several metal ions; Ni (II), Cu(II), 
Mn(II), Al(III) and Cr(III) [8], and Cd (II) [9] in water 
treatment. Thus, it is of interest to consider whether -PGA 
can be used as a Cd biosorbent with plants and to reduce Cd 
toxicity in rice. This study investigated the effect of Cd and -
PGA on rice seedlings grown in the laboratory. 

II.  MATERIAL AND METHOD  

A. -PGA Production 

-PGA was prepared by Bacillus subtilis NBRC16449 
according to the method described on [10]. 

B. Effect of -PGA and Cd on Growth of Rice Seedling 

The healthy rice seeds were surface sterilized in 10% 
sodium hypochlorite for 10 min, then rinsed 4 times with 
deionized water. Rice seeds were soaked in deionized water 
for 24 h. A filter paper was placed on a Petri dish (9 cm in 
diameter) and moistened with 5 mL of Cd (supplied as 
CdCl2·2.5H2O solution) and -PGA mixer solution in different 
series concentrations (Cd; 0, 50, 100, 250, 500 µM and -
PGA; 0, 50, 100, 500, 1,000 mg·L-1). Ten rice seeds were put 
on a Petri dish and incubated in the growth chamber with 12 h 
light and 12 h darkness at 28ºC±1ºC for 7 days. Three 
replications were conducted in each treatment. Physical 
parameters of rice seedling were determined. 

C. Chlorophyll Analysis 

Chlorophyll content in seedlings was determined by the 
method described on [11].  

Potential of -Polyglutamic Acid for Cadmium 
Toxicity Alleviation in Rice  

N. Kotabin, Y. Tahara, K. Issakul, O. Chunhachart  

C 



International Journal of Biological, Life and Agricultural Sciences

ISSN: 2415-6612

Vol:9, No:9, 2015

995

 

 

D. Amylase Activity 

Amylase activities were determined by the method 
described on [12]. 

E. Determination of Cadmium Content 

Rice seedlings were soaked in 20 mM EDTA for 15 min to 
remove metal ions on surface [13]; then washed with 
deionized water three times. The seedlings were dried at 80C 
until constant weight and ground to fine powder. Seedling 
powder was digested with HNO3:HClO4 mixture (4:1, v/v) at 
120C for 12 h. The Cd concentration in seedlings was 
determined using an atomic absorption spectrometer (Unicam 
M-Series Solaar, USA).  

III. RESULT 

A. Effect of -PGA and Cd on the Growth of Rice Seedlings 

Cd produced a significant decrease in shoot length 
compared with the control. Shoot length was gradually 
reduced by 15%, 24%, 27% and 50% in the Cd treatments of 
50, 100, 250 and 500 µM, respectively. The root length was 
decreased by 24%, 48%, 83% and 96% in the Cd treatments of 
50, 100, 250 and 500 µM, respectively. Interestingly, the 
addition of -PGA led to an increase in both root and shoot 
lengths. The addition of 1,000 mg·L-1 of -PGA significantly 
increased the shoot length in the Cd treatments with 250 and 
500 µM compared with the same Cd treatments with no -
PGA added. Furthermore, the root length slowly increased 
when -PGA was added. The fresh and dry weights were also 
found to decrease with increased Cd concentrations. The 
addition of -PGA significantly increased both fresh and dry 
weights under Cd stress (Table I). 

B. Chlorophyll Content 

The rice seedlings treated with Cd were clearly bleached 
and subsequent analysis indicated that the chlorophyll content 
gradually reduced at high concentrations of Cd. The amount of 
chlorophyll a slowly decreased with an increase in the Cd 
concentration. In the 250 µM Cd treatment without added -
PGA, the amounts of chlorophyll a, b and total chlorophyll 
were significantly reduced compared with the control. 
Nevertheless, the addition of -PGA alleviated the chlorophyll 
a, b and total chlorophyll contents in the rice tissues, 
especially at 1,000 mg·L-1 -PGA which maintained the 
chlorophyll content at the same level as in the control (Fig. 1). 

C. Amylase Activity 

Total amylase activity in the rice seedlings treated with Cd 
gradually decreased with an increase in the Cd concentration 
compared with the control. Cd concentrations of 250 and 500 
µM significantly reduced the total amylase and α-amylase 
activities. However, the -amylase activity was not 
significantly different among all treatments. The addition of -
PGA increased the total amylase, α-amylase and β-amylase 
contents compared with the Cd treatments without -PG (Fig. 
1). 

D. Cd Concentration 

An increased Cd concentration in the solution resulted in an 
increased amount of Cd in the rice tissue samples (Table II). 
The Cd treatments of 250 and 500 µM without -PGA 
exhibited significantly increased amounts of Cd. After the -
PGA was added, the Cd content in the rice tissues decreased 
compared with the treatment with only Cd. In particular, when 
the Cd solution concentration was 250 µM, the Cd tissue 
concentration was significantly reduced with the addition of 
either 500 or 1,000 mg/L -PGA. However, at the highest 
added Cd concentration (500 µM ), -PGA at a concentration 
of 1,000 mg/L was unable to reduce the Cd content in the rice 
tissues which suggested that this very high concentration of 
Cd may exceed the adsorption ability of -PGA 

E. The Correlation between -PGA Concentration and Cd 
Content in Rice Tissue 

Result of the correlation analyses between -PGA 
concentration used in the experiment (50, 100, 500 and 1,000 
mg·L-1) and Cd content in rice tissue is shown in Table III. Cd 
100 and 250 µM were significantly correlated (P0.05) with 
negatively correlation coefficient of -.882 and -.893, 
respectively. It can be generally concluded that the cadmium 
content in rice tissue tend to be significantly decreased with 
the increasing of -PGA concentration (Table III).  

IV. DISCUSSION 

The present study indicated that -PGA has the potential to 
reduce Cd toxicities and decrease the Cd content in rice 
seedling tissues (Table II) based on the fact that the addition of 
-PGA to Cd-treated seedlings resulted in increased growth 
(Fig. 1), chlorophyll contents and amylase activities (Fig. 1). 
Cadmium at high concentrations inhibited the germination of 
rice consistent with the results from [3], [12]. The inhibition of 
growth is the first phenotypic evidence in Cd-treated plants, a 
reduced rates of elongation in the roots and shoots was 
apparent at low concentrations of Cd. Cd (1 µM) decreased 
the mitotic index of root tips and they observed noticeable 
inhibition when the Cd concentration was increased in rice 
seedling [12]. The effect of Cd was more apparent on roots 
than shoots because roots are the first point of contact with Cd 
and the distribution of metals was different in roots and shoots 
showing that roots had higher quantities of Cd and retained 
most of the heavy metal in the apoplastic environment outside 
the cell [14]. In addition, 55-62% of Cd in Oryza sativa L. cv 
Zhonghua 11 was bound onto the root cell wall [3]. A 
reduction in the chlorophyll content of rice seedlings under Cd 
stress may be due to an inhibition of the activity of 
protochlorophyllide reductase, which is an important enzyme 
for chlorophyll synthesis [15]. Moreover, inhibition at the 
sulhydryl site of reductase protein can cause a decrease in the 
density and size of the chloroplast [15]. In addition, Cd 
induced the production of chlorophyllase, the enzyme that 
activates the degradation of the chlorophyll [16]. The 
inhibition of amylase activity resulted in a low rate of starch 
hydrolysis and insufficient energy supply during seed 
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germination and seedling growth [12], [17]. Amylase activities 
in germinating seed are inhibited by Cd because Cd displaced 
calcium, which is a cofactor of amylase. The results of 
displacement are disporting of calcium from -amylase and -
amylase or changing the steric configurations of -amylase 
and -amylase. The current study showed that the Cd content 
in rice seedlings sharply increased with an increase in the 
supplied Cd concentration (Table II) which was in agreement 
with the previous reports [2]. The addition of -PGA reduced 
the Cd toxicity resulting in a slow increase in the growth rate, 
amylase activities and the chlorophyll and Cd contents in 
seedling tissues. Moreover, the correlation between -PGA 
concentration used in the experiment and Cd content in rice 
tissue was negative correlation. Therefore, increasing of -
PGA concentration decreased cadmium content in rice tissue. 

Because -PGA is an anionic polymer of glutamic acid; it has 
been used as a chelating material as it is capable of binding 
metal ions via its carboxylic and amide groups [18]. Heavy 
metal ions bind with -PGA in a similar chelation mechanism 
followed by a conformational change of -PGA into an 
enveloped aggregate precipitate [19]. Plants transport free 
metal ions by diffusion along the concentration gradient [20] 
as their results suggested that -PGA was bound to Cd outside 
the cell wall and formed a Cd-PGA complex which had 
difficulty in penetrating the cell wall. They also noted that the 
concentration of soluble Cd became low as a result of the 
formation of the Cd-PGA complexes which affected the Cd in 
flux or its transport rate by plantlet roots.  

 
TABLE I  

EFFECT OF PGA AND CD ON GROWTH OF RICE SEEDLING 

Cd (M):PGA 
(mgL-1) 

Mean ±SD 

Shoot length (cm) Root length (cm) Fresh weight (g) Dry weight (g) 

Control  5.35 ±0.61 ab 4.17 ±1.65 ab  0.0356 ±0.0088 ab  0.0072 ±0.0009 ab 

Cd 0 : PGA 50  5.37 ±0.70 ab  4.20 ±1.87 ab  0.0331 ±0.0123 abc  0.0068 ±0.0012 abc 

Cd 0 : PGA 100  5.22 ±0.69 abc  4.46 ±1.55 a  0.0352 ±0.0075 ab  0.0068 ±0.0009 abcd 

Cd 0 : PGA 500  5.48 ±0.76 a  3.85 ±2.05 ab  0.0366 ±0.0132 a  0.0072 ±0.0012 ab 

Cd 0 : PGA 1,000  5.61 ±0.79 a  4.22 ±1.83 a  0.0380 ±0.0176 a  0.0074 ±0.0012 ab 

Cd 50 : PGA 0  4.52 ±0.50 def  3.16 ±0.83 bc  0.0303 ±0.0069 abcde  0.0061 ±0.0007 cdef 

Cd 50 : PGA 50  4.49 ±0.62 defg  2.49 ±1.09 cdef  0.0284 ±0.0085 bcdef  0.0058 ±0.0008 efg 

Cd 50 : PGA 100  4.43 ±0.52 efgh  2.66 ±1.23 cd  0.0314 ±0.0072 abcd  0.0059 ±0.0006 defg 

Cd 50 : PGA 500  4.79 ±0.55 bcde  2.49 ±0.76 cdef  0.0366 ±0.0060 a  0.0064 ±0.0009 bcde 

Cd 50 : PGA 1,000  5.06 ±0.39 abcd  3.14 ±1.33 bc  0.0358 ±0.0088 ab  0.0058 ±0.0011 efg 

Cd 100 : PGA 0  4.06 ±0.64 fgh  2.15 ±0.80 cdef  0.0263 ±0.0062 cdefg  0.0054 ±0.0009 fgh 

Cd 100 : PGA 50  4.52 ±0.56 def  1.96 ±0.82 def  0.0237 ±0.0068 defghij  0.0055 ±0.0007 fgh 

Cd 100 : PGA 100  4.38 ±0.54 efgh  2.40 ±0.95 cdef  0.0245 ±0.0075 defghi  0.0053 ±0.0007 fgh 

Cd 100 : PGA 500  4.53 ±0.46 def  2.77 ±1.14 cd  0.0283 ±0.0066 bcdef  0.0053 ±0.0008 fgh 

Cd 100 : PGA 1,000  4.63 ±0.62 cdef  2.61 ±1.16 cde  0.0341 ±0.0059 ab  0.0059 ±0.0011 defg 

Cd 250 : PGA 0  3.88 ±0.27 h  0.68 ±0.46 gh  0.0183 ±0.0044 hijk  0.0038 ±0.0005 kl 

Cd 250 : PGA 50  3.91 ±0.36 gh  0.71 ±0.30 gh  0.0199 ±0.0041 ghijk  0.0047 ±0.0008 hij 

Cd 250 : PGA 100  3.88 ±0.59 h  0.75 ±0.41 gh  0.0202 ±0.0060 ghijk  0.0043 ±0.0007 ijk 

Cd 250 : PGA 500  4.39 ±0.49 efgh  1.53 ±0.79 fg  0.0235 ±0.0051 efghij  0.0051 ±0.0008 ghi 

Cd 250 : PGA 1,000  4.73 ±0.47 cde  1.60 ±0.86 ef  0.0256 ±0.0055 cdefgh  0.0051 ±0.0008 ghi 

Cd 500 : PGA 0  2.67 ±1.31 i  0.16 ±0.09 h  0.0142 ±0.0055 k  0.0027 ±0.0010 m 

Cd 500 : PGA 50  3.07 ±0.88 i  0.24 ±0.17 h  0.0170 ±0.0042 ijk  0.0031 ±0.0008 lm 

Cd 500 : PGA 100  3.21 ±0.83 i  0.33 ±0.26 h  0.0161 ±0.0068 jk  0.0029 ±0.0009 m 

Cd 500 : PGA 500  3.90 ±0.28 gh  0.74 ±0.54 gh  0.0212 ±0.0028 fghijk  0.0041 ±0.0008 jk 

Cd 500 : PGA 1,000  4.36 ±0.42 efgh  1.55 ±0.58 fg  0.0253 ±0.0048 defgh  0.0047 ±0.0007 hij 

*Values in a column with different letters are significantly different at (P<0.05). 
 

TABLE II 
CADMIUM CONTENT IN RICE SEEDLING TISSUES 

PGA concentration 
(mgL-1) 

Cd content (mgkg-1 DW)  ±SD 

Cd 0 µM Cd 50 µM Cd 100 µM Cd 250 µM 

PGA 0 0.012 ±0.004 c 30.387 ±0.618 b 52.875 ±2.453 bc 998.849 ±35.324 b 

PGA 50 0.049 ±0.008 a 35.225 ±0.157 a 61.791 ±1.251 a 985.767 ±30.652 b 

PGA 100 0.022 ±0.004 bc 36.012 ±0.918 a 59.472 ±2.736 ab 1141.471 ±0.066 a 

PGA 500 0.033 ±0.001 ab 36.389 ±1.040 a 51.987 ±0.702 c 74.891 ±2.571 c 

PGA 1,000 0.026 ±0.001 bc 25.390 ±0.011 c 40.946 ±0.138 d 69.521 ±2.987 c 

*Values in a column with different letters are significantly different at (P<0.05). 
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Fig. 1 Effect of PGA and Cd on chlorophyll a and b contents (a and b) and amylase activity (c) (Error lines show standard deviation and bars 
with different letters are significantly different at (P<0.05)) 

 
TABLE III 

THE CORRELATION BETWEEN PGA CONCENTRATION AND CD CONTENT  
IN RICE TISSUE 

 
Treatments 

Cd 0 µM Cd 50 µM Cd 100 µM Cd 250 µM 

Pearson Correlation .025 -.620 -.882* -.893* 

Sig. (2-tailed) .969 .264 .048 .042 

*Correlation is significant different at the 0.05 level (2-tailed). 
 

From the results of the current study, the application of 
PGA was found to be an alternative way for alleviating Cd 
toxicity. Further study is to investigate effect of PGA on 
reduction of Cd in rice cultivated in a Cd-contaminated 
environment.  

ACKNOWLEDGMENTS 

 This work was financially supported by Research and 
Development Institute, Kasetsart University and Center for 
Advanced Studies in Tropical Natural Resources, National 
Research University-Kasetsart. The author also thanks to 
research unit of Microbes for Agriculture, Faculty of Liberal 
Arts and Science, Kasetsart University Kamphaeng Saen 
campus. 

REFERENCES  
[1] Y. F. Yan, D. H. Choi, D. S. Kim, and B. W. Lee, “Absorption, 

Translocation, and Remobilization of Cadmium Supplied at Different 
Growth Stages of Rice,” J. Crop Sci. Biotech., vol.13, pp. 113-119, 
2010. 

[2] N. Rascio, F. D. Vecchai, N. L. Rocca, R. Barbato, C. Pagliano, M. 
Raviolo, C. Gonnelli, and R. Gabrielli, “Metal Accumulation and 
Damage in Rice (cv. Vialone nano) Seedlings Exposed to Cadmium,” 
Environ. Exp. Bot., vol. 62, pp. 267-278, 2008. 

[3] J. Y. He, Y. F. Ren, C. Zhu, and D. A. Jiang, “Effects of Cadmium 
Stress on Seed Germination, Seedling Growth and Seed Amylase 

Activities in Rice (Oryza sativa),” Rice Sci., vol. 15(4), pp. 319-325, 
2008. 

[4] W. Swaddiwudhipong, P. Limpatanachote, P. Mahasakpan, S. 
Krintratun, and C. Paduangtod, “Cadmium-Exposed Population in Mae 
Sot District, Tak Province: 1. Prevalence of High Urinary Cadmium 
Levels in the Adults,” Med. Assoc. Thai, vol. 90, pp. 143-148, 2007. 

[5] R. W. Simmons, P. Pongsakul, D. Saiyasitpanich, and S. Klinphoklap, 
“Elevated Levels of Cadmium and Zinc in Paddy Soils and Elevated 
Levels of Cadmium in Rice Grain Downstream of a Zinc Mineralized 
Area in Thailand: Implications for Public Health,” Environ. Geochem. 
Health, vol. 27, pp. 501-511, 2005. 

[6] J. H. Jeong, J. N. Kim, Y. J. Wee, and H. W. Ryu, “The Statistically 
Optimized Production of Poly (-glutamic acid) by Batch Fermentation 
of a Newly Isolated Bacillus subtilis RKY3,” Bioresour. Technol., vol. 
101, pp. 4533-4539, 2010. 

[7] I. Shih and Y. Van, “The Production of Poly-(-Glutamic Acid) from 
Microorganisms and Its Various Applications,” Bioresour. Technol., vol. 
79, pp. 207-225, 2001. 

[8] R. C. McLean, D. C. Wolf, F. G. Ferris, and T. J. Beveridge, “Metal 
Binding Characteristics of the Gamma-Glutamyl Capsular Polymer of 
Bacillus licheniformis ATCC 9945,” Appl. Environ. Microbiol., vol. 56, 
pp. 3671-3677, 1990. 

[9] S. S. Mark, T. C. Crusberg, C. M. Dacunha, and D. Iorio, “A Heavy 
Metal Biotrap for Wastewater Remediation Using Poly-Gamma-
Glutamic Acid,” Biotechnol. Prog., vol. 22, pp. 523-531, 2006. 

[10] Y. Ogawa, F. Yamaguchi, K. Yuasa, and Y. Tahara, “Efficient 
Production of γ-Polyglutamic Acid by Bacillus subtilis (natto) in Jar 
Fermenters. Biosci. Biotechnol. Biochem. vol. 61, pp. 1684-1687, 1997.  

[11] S. Dere, T. Günes, and R. Sivaci, “Spectrophotometric Determination of 
Chlorophyll-A, B and Total Carotenoid Contents of Some Algae Species 
Using Different Solvents,” Tr. J. Bot., vol. 22, pp. 13-17, 1998. 

[12] J. He, Y. Ren, X. Pan, Y. Yan, C. Zhu, and D. Jiang, “Salicylic Acid 
Alleviates the Toxicity Effect of Cadmium on Germination, Seedling 
Growth, and Amylase Activity of Rice,” J. Plant Nutr. Soil Sci., vol. 
173, pp. 300-305, 2010. 

[13] X. E. Yang, V. C. Baligar, D. C. Martens, and R. B. Clark, “Cadmium 
Effects on Influx and Transport of Mineral Nutrients in Plant Species,” 
J. Plant Nutr., vol. 19, pp. 643-656, 1996. 

[14] W. H. O. Ernst, J. A. C. Verkleij, and H. Schatm, “Metal Tolerance in 
Plants,” Acta Botanica Neerlandica, vol. 41, pp. 229-248, 1992. 



International Journal of Biological, Life and Agricultural Sciences

ISSN: 2415-6612

Vol:9, No:9, 2015

998

 

 

[15] C. S. Seth, P. K. Chaturvedi, and V. Misra, “The Role of Phytochelatins 
and Antioxidants in Tolerance to Cd Accumulation in Brassica juncea 
L.,” Ecotoxicol. Environ. Saf., vol. 71, pp. 76-85, 2008. 

[16] S. Hayat, B. Ali, A. Hansan, and A. Ahmad, “Brassinosteroid Enhanced 
the Level of Antioxidant under Cadmium Stress in Brassica juncea.,” 
Environ. Exp. Bot., vol. 60, pp. 33-41, 2007. 

[17] C. L. Ge, X. Y. Yang, J. H. Sun, and Z. G. Wang, “Effect of Heavy 
Metal Stress on the Amylase Activity in Germination Rice Seeds,” J. 
Northwest Sci. Tech. Univ., vol. 30(3), pp. 47-52, 2002. 

[18] F. Y. Siao, J. F. Lu, J. S. Wang, B. S. Inbaraj, and B. H. Chen, “In vitro 
Binding of Heavy Metals by an Edible Biopolymer Poly (-glutamic 
acid) ,” J. Agric. Food Chem., vol. 57, pp. 777-784, 2009. 

[19] G. H. Ho, T. I. Ho, K. H. Hsieh, Y.C. Su, P.Y. Lin, and J. Yang, “-
Polyglutamic Acid Produced by Bacillus subtilis (natto): Structural 
Characteristics, Chemical Properties and Biological Functionalities,” J. 
Chinese Chem. Society, vol. 53, pp. 1363-1384, 2006. 

[20] B. P. Shaw, S. K. Sahu, and R. K. Mishra, “Heavy Metal Induced 
Oxidative Damage in Terrestrial Plants. In Heavy Metal Stress in Plants 
from Biomolecules to Ecosystems”, edited by Prasad, M.N.V. New 
Delhi: Narosa publishing house. pp. 84-126, 2004. 


