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This paper presents the behavior, morpho-physiological and biochemical responses of argan seedlings 
to three water regimes at 30, 60 and 100% of field capacity. Based on the results of the growth 
parameters, we use the best result obtained from height growth. The increase in the number of leaves 
and thorns is obtained in seedlings subjected to water stress levels of about 60 and 100% against the 
application of a severe water stress of 30 and 0%. This led to reduction in the height of the stem, the 
number of leaves, and radial growth of biomass, and increased the length of the root portion. Regarding 
the water parameters, we noted a gradual decline in the relative water, the fresh and dry weight of 
leaves, stems and roots contents, with minimum values in the most severe stress (30 and 0%). 
Regarding the biochemical parameters, a decline in the relative water content is followed by a 
significant accumulation of soluble sugars and protein. Regarding the physiological parameters, 
stomata density intensifies level maintained at low water contents where the number of stomata per 
unit area behaves greatly compared to that of the hydrated treatments. Sweating is greatly reduced by 
increased water deficit; it is even more pronounced in the most severe treatment (30 and 0%). 
 

Key words: Argania spinosa, germination, morphological, physiological, growth parameters, water, 
physiological water stress, biochemical water stress. 

 

 

INTRODUCTION 
 

The argan tree (Argania spinosa (L.) Skeels) is found 
only in large areas in Southern Morocco and the south-

west of Algeria. It is the northernmost representative of a 
family in this region that hardly accepts tropical 
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representatives (Lewalle, 1991). In Algeria, the argan tree 
is seen on the margins of Northwest Tindouf. It occupies 
the Wadi beds; tree density increases gradually toward 
the Atlantic Ocean, showing the tree of monotypic genus. 
It is the only survivor of tropical flora outside its natural 
range. It is considered an endemic tree (Otmani, 1995). 
The argan tree is considered as xerophytic and thermo-
philic species that adapts to high periods of prolonged 
drought and the drying effects of wind. This adaptation of 
the argan faculty is not related to the fact that this tree 
saves water, but its ability to draw water from great 
depths (Mokhtari, 2002). Also in the same periods of 
drought, the growth of certain branches of the tree 
decreases (El aboudi et al., 1991). According to Boudy 
(1950), more than a forest region is dry (arid and semi-
arid floor), and the density of its older stock is reduced, 
because the roots need a large living space to draw soil 
water. The ecology of the argan tree is closely related to 
climatic factors; it is considered to be the least 
demanding tree species in rainfall (Boudy, 1952). 
Nevertheless, it needs a hydrometric degree air, where it 
can live only above a certain temperature in the moist 
coast (Victor, 1917). According to Nouaim and 
Chaussoud (1993), argan installs inward only weakly 
beyond 150 kilometer of the Atlantic Ocean, thus 
justifying that humidity seems to be a key parameter for 
this ecology species. In this context, Wattier (1917) and 
Emberger (1939) and Boudy (1950) argue that the 
altitudinal limit of the argan tree is the isotherm (m = 
3.8°C) and a remarkably high thermal support of the 
order of 50°C. Similarly, Emberger (1924) reported that 
cold is the determinant of the geographical distribution of 
the argan tree. Plants generally require optimal 
environmental conditions for normal growth, but they are 
often subject to extreme factors of water potential, 
temperature and salinity, generating different types of 
stress (Hopkins, 1999; Bouaouina et al., 2000). However, 
water stress has a special place because of its 
frequency, and the place that water plays in metabolic 
processes (Turner, 1990; Bálo et al., 1995). Due to its role 
in photosynthesis, transport and accumulation, as well as 
multiplication and cell enlargement, water has a critical 
role in the growth and development of plants (Rascio et 
al., 1990; Blake et al., 1991; Medrano et al., 1992; 
Cabeza et al., 1995). Damage caused by water stress 
results from drying protoplasmic; the departure of water 
causes an increase in the concentration of solutes. If the 
volume of protoplasm decreases, membrane integrity and 
protein is also affected by the drying, this causes 
metabolic disorder (Hopkins, 1999). Water deficit can 
also reduce turgor pressure of the plant. This loss of 
turgor state may cause the cessation of cell elongation in 
particular (Gate, 1995). The aim of this work is to 
determine argan seedlings’ morpho- physiological 
parameters for assessing the degree of tolerance of the 
species to drought conditions (water stress). This section 
focuses   on   water   parameters (fresh and dry weight of 
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leaves, stems, roots, and the relative water content), 
physiological parameters (stomata density and 
transpiration), and biochemical parameters through an 
analysis of foliar soluble sugars and protein. 
 
 
MATERIALS AND METHODS 

 
Argan seedlings (nr = 200) were obtained after germination tests 
were performed in the laboratory. The seedlings were taken to a 
greenhouse at the University of Mascara and controlled under light 
and temperature conditions. The night and daytime temperatures 

are maintained respectively (15 and 28°C) and photoperiod is 12 h 
day. Seedlings are irrigated regularly every 10 days and divided 
into 4 groups: 
 
Lot 1: Witness (T) was maintained at 100% of field capacity. 
Lot 2: Seedlings were maintained at 0% of field capacity.  
Lot 3: Seedlings were maintained at 60% of field capacity.  
Lot 4: Seedlings were maintained at 30% of field capacity. 
 

To determine the field capacity of the pot, we weighed pots 
containing 5 kg of dry substrate used in the experiment (W1 = 5 kg 
of dry soil). Then we proceeded to irrigate seedlings to saturation, 
while covering the pots with black plastic to prevent evaporation of 
water. Thereafter, we soaked the pots for 48 h. Finally, we 
reweighed the W2 pots (weight saturation). So, the difference 
between W1 and W2 represents the amount of water that the soil 
was able to keep at 100% of field capacity. On the other hand, due 

to the evolution of the biomass of seedlings over time, the amount 
of water returned to each pot and irrigation frequency was adjusted 
every 10 days for 6 months (Figure 1).  

 
 
Measured parameters 

 
Water parameters 

  
1. Measurement of fresh and dry weight of leaves, stems, and 
roots. The dry root (DWR) Weight: It is obtained by passing in an 
oven at a temperature of 60°C for 48 h (Belkhodja and Sotani, 
1992). Air dry weight: The dry weight of the aerial part (DWA) of 
stems and leaves is evaluated by passing in the oven at a 
temperature of 60°C for 48 h. 
2. Measurements of parameters (DWR and DWA) involved the 
ratio: DWR/DWA (dry weight of the root/dry weight of the aerial 

part). 
3. Measurement of relative water content (RWC). 

 
Thus, several parameters are used to quantify the water status of 
plants subjected to water deficit. We include the percentage of 
moisture, relative water content, and the percentage of imbibitions. 
So, despite the difficulties inherent to the operations of weighing the 
plant studied and changes in fresh and dry weight, we chose to 

study the relative water content. It expresses the amount of water 
present in % of the saturated amount measured and allows a 
physiological assessment of water status of the plant as well as the 
water potential. The formula below shows the estimate of this 
parameter: 
 
 RWC = (FW - DW). 100 / (W Sat - DW) 

 
 FW = Fresh weight; W Sat = weight of saturation; DW = dry weight 

1. The fresh weight is determined by weighing the sheet 
immediately after collection. 
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Figure 1. A, B and C. Germination tests in laboratoty; D. Argan seedling ; E. Acclimatization of arganseedlings ; 

F. seedlings argan in a greenhouse. 
 
 

2. The weight of water saturation is obtained by placing the sheet 
distilled water for 24 h. 
3. The dry weight is obtained by placing the sheet in the oven at 
80°C for 24 h. 
 

 
Physiological parameters 

 
Measurement of stomata density 
 

Stomatal density is obtained by the method of Dohman et al. (1991) 
and used by Lemeu (1999 and 2000). Principle: The leaf prints are 
seen by spreading a few drops of nail polish on both epidermis 
(upper and lower) of the sheet. After drying, the footprints are taken 
by a transparent adhesive tape, which is adhered to a blade in 
order to count the number of stomata (mm

2
) by using microscope 

equipped with ocular micrometer calibrated and supporting a 
phototube ZEISS brand. Finally, measurements are made on the 
number of stomata per unit area on the two types of leaf epidermis. 
 
 
Measurement of transpiration 
 
The middle of the leaf sample (perspiration is maximum) is weighed 
(fresh weight of the leaf = P1). The same sample is used to 
calculate the leaf surface; whereas in our case, the sheet is treated 
as an ellipse. The following formula allows us to calculate the leaf 
surface (Boudersa, 1998), 

 
S = 3.14. (A. b / 4) 
 
With: - a: This is the length of the leaf 
 
 - B: This is the maximum width of the leaf 
 Then the sheet is left in the open air for one (01) h, and then the 
weight loss after water is evaluated (Wb). 

 
Therefore, the calculation of sweating is achieved by the following 
formula: 
 
Swt = (Wa - Wb). S-2. T -1. 
 
Swt: Sweating (mg H2O. area

 –2
. time 

–1
); Wa: fresh leaf weight; Wb: 

weight loss after water; S -2: unit leaf area (cm
2
); T -1: Unit of time 

(second) s. 
 
 
Biochemistry parameters 
 

Protein determination 
 

The method used is that of Troll and Lindsley (1955), simplified and 

developed by Dreier and Goring (1974). Principle: It is to take 100 
mg of plant material (1/3 middle of the sheet), and then add 2 ml of 
40% methanol. The whole was heated to 85°C in a water bath for 
60 min. After cooling, the following extracts were added: 
  
1. 1 ml of acetic acid (CH3COOH). 
2. 25 mg of ninhydrin (C6H6O4). 
3. 1 ml of a mixture containing 120 ml of distilled water, 300 ml of 
acetic acid, and 80 ml of phosphoric acid (H3PO4, d = 1.7). 

 
The mixture is boiled for 30 min, then the solution turns red. After 
cooling, 5 ml of toluene was added to the solution and then shaken, 
at two separate phases (upper and lower phases). After removal of 
the lower phase, the upper phase is recovered and dried by the 
addition of a spatula of sodium sulfate anhydrous Na2SO4. Finally, 
we determine the optical density (528 nm). The values are  
converted to protein content from the standard curve, whose 
relationship is as follows:  

 
Y = 0.1043 x.  
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Figure 2. Determination of soluble sugars. 

 
 
Determination of soluble sugars 

 
The total soluble sugars (sucrose, glucose, fructose, their methyl 
derivatives and polysaccharides) are determined by the method of 
Dubois et al., 1956. Principle: It is to take 100 mg of plant material 
(1/3 of the middle sheet) in test tubes, add 3 ml of 80% ethanol to 
extract sugars and then leave in room temperature for 48 hours. At 
the time of the assay, the tubes are placed in an oven at 80 ° C to 
evaporate the alcohol in each tube; 20 ml of distilled extract 

(sample solution) water is added. In clean glass tubes, we put 2 ml 
of the sample solution, 1 ml of 5% phenol (phenol is dissolved in 
distilled water), and adds up quickly 5 ml of 96% concentrated 
sulfuric acid (d = 1.86), while avoiding pouring acid on the tube 
walls. We obtained an orange yellow solution on the surface; it 
passes through a vortex to homogenize the color of the solution. 
The tubes were left for 10 min and placed in water for 10 to 20 min 
at a temperature of 30°C. 

Note: The color of the reaction is stable for several hours. The 
values obtained are reported in the standard range, Y = 4.3918 x -
0.1946 (Figure 2).  

 
 
Statistical analysis 

 
All tests were repeated three times on measures of water, 
biochemical and morpho- physiological parameters. The results 
presented as histograms usually mean values. They were produced 
by Excel. In the case of paintings, the results were subjected to 

statistical analysis (analysis of variance, ANOVA / MANOVA) with 
the help of STATISTICA software.  

 
 
RESULTS  
 
Observations and measurements of water 
physiological and biochemical parameters  
 
Because the physiological measurements are made at 
the end of the period of water stress for different 
treatments, we perform statistical analysis of 
morphological, physiological and biochemical parameters 
under the effect of water stress at the same time (after 9 
months). 
 
 

Water Parameters 
 
Effect of water stress on fresh and dry weight of 
leaves, stems, and roots 
  
The decrease in fresh and dry weight of leaves, stems 
and roots is due to the level of water stress. Indeed, in 
the argan seedlings, processed at 0% and 30% of the 
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Table 1. The standard deviation and the average fresh weight of leaves, stems, and roots of 
argan seedlings. 
 

Stress (%) 
The average 

leaves stems roots 

0 0.37 ±0.09 0.75 ±0.15 1.20 ±0.14 

30 0.84 ±0.11 1.58 ±0.16 2.35 ±0.14 

60 1.19 ±0.14 2.07 ±0.14 3.10 ±0.20 

Witnesses (100%) 1.36 ±0.58 2.77 ±0.19 3.75 ±0.12 
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Figure 3 . Change in fresh weight of leaves, stems, and roots of seedlings argan, aged 9 months and subject to different 

levels of water stress. Base of formula 
 
 
 

field capacity, we observed lower values of fresh weight 
of leaves, stems, and roots, respectively in the following 
order: 0%: 0.37 g, 0.75 g and 1.2 g; 30%: 0.84 g, 1.58 g 
and 2.35 g (Table 1, Figure 3). 

The maximum fresh weight of leaves, stems, and roots 
was found in seedlings treated with 60% and 100% of 
field capacity, in the following order: 60%: 1.19 g, 2.07 g 
and 3.1 g; 100 %: 1.36 g, 2.77 g and 3.75 g. Concerning 
the dry weight, leaves, stems and roots of argan and 
control seedlings treated at 30% of field capacity had low 
values, in the following order: 0.125, 0.290 and 0.27 , and 
0.19, 0.58 and 0.59 g. And the highest values are 
observed in seedlings treated at 60 and 100% of field 
capacity, in the order of 0.275, 0.7 and 1.18, and 0.39, 
0.87 and 2.18 g. The results show that the aerial part is 
more sensitive to the effect of water stress than the root. 
The reduction in vegetative growth observed in seedlings 
can be explained by the increased osmotic pressure of 

the medium, which prevents the absorption of water by 
the root system and consequently causes a reduction in 
the growth of the vegetative apparatus. Similar effects 
have been seen on the vegetative growth in the seedlings 
of argan (Table 2, Figure 4).  
 
 
Effect of water stress on the DWR/ADW ratio 
 
It is reported that root dry weight and air dry weight 
depend mainly on water supply. The DWR/ADW ratio has 
changed by 1.55, 2.52, 4.07 and 4.6 in argan seedlings 
witness at 30%, 60% and 100% of field capacity. Lack of 
water caused a decrease in the DWR / ADW ratio 
between the two groups; at the same time the seedling 
root system is well developed and the air dry weight 
values are still low in relation to the dry weight root.  

Indeed, the lowest values of DWR and ADW are 
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Table 2. The standard deviation and the average dry weight of leaves, stems, 
and roots of argan seedlings. 
 

Stress (%) 
Average 

leaves stems roots 

0 0.125 ±0.026 0.29 ±0.099 0.27 ±0.067 

30 0.190 ±0.039 0.58 ±0.122 0.59 ±0.137 

60 0.275 ±0.075 0.70 ±0.081 1.18 ±0.252 

Witnesses (100%) 0.39 ±0.196 0.87 ±0.200 2.18 ±0.122 
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Figure 4. Change in dry weight of leaves, stems, and roots of seedlings argan, 

aged 9 months and subject to different levels of water stress. 

 
 
 

Table 3. The standard deviation and the mean 

DWR / ADW ratio argan seedlings. 
 

Stress (%) The average 

0  1.55 ±0.11 

30  2.52 ±0.071 

60 4.07 ±0.17 

Witnesses (100%)  4.60 ±0.25 
 
 
 

Table 4. The standard deviation and the mean 

of the relative water content of argan 
seedlings. 
 

Stress (%) The average (%) 

0 % 59.89 ±8.17 

30 % 75.55 ±6.90 

60 % 87.60 ±3.29 

Witnesses (100%) 95.45 ±1.51 
 

 
 

recorded in the control seedlings with respective values 
of 0.35 and 0.24 g. While the mean values of the DWR 
and ADW are recorded in seedlings at 30 and 60% of 
field capacity, with 0.86 and 1.55 and 0.34 and 0.39 g 

values, respectively. The maximum values of DWR and 
ADW are identified in seedlings at 100% of field capacity, 
with respective values of 2.24 and 0.47 g. The results 
show that the ratio of dry root weight and dry weight of air 
is negatively correlated with the intensity of water stress 
applied. This correlation is driven by the values of the 
DWR/ADW which remain lower in the most stressed 
argan seedlings (Table 3, Figure 5).  
 
 

Effect of water stress on the variation of the relative 
water content (RWC) 
 
 The analysis of the results shows that the relative water 
content is greatly influenced by the water regime. The 
relative water content decreases as the intensity of the 
stress is high. The highest in water tenure is noted in the 
lot with 60% of field capacity. It has a maximum value of 
about 100% (control) of field capacity, ranging between 
87.60 and 95.45%. 

The relative lower water tenure is stored at 0% of field 
capacity, with 59.89% value. The average value is found 
in the batch of 30% of capacity field, in the order of 
75.55%. The analysis of the relative water content (RWC) 
describes in a comprehensive manner the water status in 
response to water stress (Table 4, Figure 6). 
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Figure 5. Change DWR / ADW ratio argan seedlings aged 9 months and subject to 

different levels of water stress. 
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Figure 6. Variation of relative water content of the argan tree seedlings, aged 9 months and 

subject to different levels of water stress. 
 
 

 

Physiological parameters 
 

Stomata density 
  
The density of stomata in the upper and lower epidermis 
is strongly influenced by the water regime. Thus, we find 
that increased water deficit causes an increase in 
stomata density at both upper and lower leaf surfaces of 
the argan tree (Table 5).  

In seedlings of the argan tree with 0% of field capacity, 
stomata density of the upper and lower epidermis has 
almost doubled (14.8 s/mm2, 24.5 s/mm2). In seedlings 
treated with 30 and 60% of field capacity, stomata density 
of the upper and lower epidermis increased slightly at 
12.8 s/mm2, 18.8 s/s/mm2, and 10 s/s/mm2, 15.1 s/mm2. 
And lower stomata density on the upper and lower 

epidermis is recorded in seedlings treated with 100% of 

field capacity, at 5.7 s/mm
2
, 11.7 s/mm

2
 (Figure 7 and 8).  

 
 

Effect of water stress on the variation of sweating 
  
The intensity of sweating is conditioned with the level of 
water stress. Moreover, we find that the lowest level of 
perspiration is recorded in seedlings treated with 0% of 
field capacity and those treated with 30% of field 

capacity, in the order of 0.000164 mg H2O. S
-1

.cm
-2

and 

0.000285 mg H2O. S
-1

.cm
-2
.  

On the other hand, maximum sweat is obtained in 
seedlings treated with 60 and 100% of field capacity, with 

values of 0.000463 mg H2O.S
-1
.cm

-2 
and 0.000517 mg 
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Table 5. The standard deviation and the mean stomatal 
density argan seedlings. 
 

Stress (%) 
The average (s/mm

2
) 

lower Epidermis upper epidermis 

0 14.8 ±1.39 24.5 ±2.67 

30 12.8 ±1.03 18.8 ±1.68 

60 10 ±1.33 15.1 ±1.68 

Witnesses (100%) 5.7 ±2.00 11.7 ±1.56 
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Figure 7. Variation in stomata density of seedlings argan, aged 9 months and 
subject to different levels of water stress. 

 
 

 

  
 

Figure 8. stomatal density (stomata per unit area) of the upper epidermis of the 
leaves of the argan tree, conducted under different water regimes. 

 
 
 
Table 6. The standard deviation and the mean transpiration argan 

seedlings. 
 

Stress (%) The average (mg H2O. S
-1

.cm
-2
) 

0 0.00016 ±0.000034 

30 0.00028 ±0.000018 

60 0.00046 ±0.000020 

Witnesses (100%) 0.00051 ±0.000021 

H2O.S
-1

.cm
-2

. The relationship between water deficit and 
physiological parameters shows the need for maintaining 
good sweat (Table 6, Figure 9).  
 
 

Biochemical parameters 
 

Effect of water stress on the variation in the content 
of proline 
 

In the results, we note that water stress is causing an 
increase in proline tenure in leaves of argan seedlings.  
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Figure 9. Change sweating argan seedlings, aged 9 months and subject to different 

levels of water stress. 
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Figure 10. Change in proline accumulation in leaves of argan tree seedlings, aged 

9 months and subject to different levels of water stress. 

 
 
 
Table 7. The standard deviation and the average proline argan 

seedlings. 
 

Stress (%) The average (mg/g PF) 

0 0.05 ±0.0013 

30 0.037 ±0.0022 

60 0.025 ±0.0016 

Witnesses (100%) 0.013 ±0.0012 

 
 
 
Indeed, in control seedlings and those treated with 30% 
of field capacity, the contents of proline are more marked, 
in the order of 0.0505 mg/g FW and 0.0379 mg/g FW. 

The average values of proline levels are identified in 
argan seedlings treated at 60% of the field capacity, of 

about 0.0251 mg/g FW. And the lowest levels of proline 
are stored in the control seedlings treated with 100% of 
the field capacity of about 0.0132 mg/g FW (Table 7, 
Figure 10). 
 
 
Effect of water stress on the accumulation of soluble 
sugars 
 
The levels of applied water stress cause significant 
increase in the levels of soluble sugar. Indeed, when the 
level of water stress becomes severe, the argan tree 
seedlings record very high levels of soluble sugar. So the 
highest level of soluble sugar is stored in the argan tree 
seedlings with 0% of field capacity and those treated with 
30% of field capacity, with values  of 32.28 mg/g FW and  
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Table 8. The standard deviation and the mean of 
soluble sugars argan seedlings. 
 

Stress (%) The average (mg/g PF) 

0  32.12 ±0.49 

30  19.27 ±0.337 

60  11.74 ±0.26 

Witnesses (100%) 9.21 ±0.43 
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Figure 11. rate of accumulation of soluble sugars in the leaves of the argan tree 

seedlings, aged 9 months and subject to different levels of water stress. 

 
 
 
19.34 mg/g FW. The contents of soluble sugar readings 
are the lowest in seedlings treated with 100% of field 
capacity (9.348 mg/g FW).In seedlings treated with 50% 
of field capacity, we find that the levels of soluble sugar 
are average, about 11.60 mg/g FW. The effect of water 
deficit on biochemical parameters is used to highlight a 
highly significant effect of water deficit on the 
accumulation of leaf protein (Table 8, Figure 11).  
 
 
DISCUSSION 
 
The effect of drought is also expressed by a progressive 
and rapid slowdown in growth as the primary water deficit 
reduces turgor and consequently the expansive power of 
the leaves. Results linking water deficit and water 
parameters show that the effect of water stress on root 
growth, leaf and stem is very remarkable, corresponding 
to a statistically significant difference noted between the 
different treatments. It is also shown that the aerial part is 
more sensitive to the effect of water stress than the root. 
The reduction of vegetative growth observed in seedlings 
argan can be explained by the increase of the osmotic 
pressure of the medium, which prevents the absorption of 
water by the root system and thus leads to a reduction in 

the growth of the vegetative apparatus. Similar effects 
have been seen on the vegetative growth in seedlings of 
argan. The same results were also obtained by the same 
species (Harrouni, 1995); and according to Thakur and 
Rai (1982), water deficit causes a delay in plant growth. It 
results in a reduction in the height and diameter of the 
nod, a shortening of the internodes and a decrease in the 
number of leaves and leaf surface (Aspinall, 1986). With 
a decrease in root growth depending on the degree of 
exploitation of the soil by the root system, the argan 
seedlings tend to reduce the length of the roots to 
overcome the effect of water stress caused. The results 
show that the ratio of dry root weight and dry weight of air 
is negatively correlated with the intensity of water stress 
applied. This correlation is driven by the values of the 
PSR / PSA which are still lower in the most stressed 
seedlings of argan. This indicates that the water deficit 
did not affect similarly the two parts of the plant. The 
increase in the ratio could be explained by an increase in 
root growth mostly affected by lack of water than air. The 
preferential development of the root system to the 
detriment of the aviation system is considered by many 
authors as a criterion for drought resistance; making 
better use of available water more accessible (Bensalem, 
1993;   Bchini  et al.,  2002).  The analysis   of the relative 
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water content (TRE) is used to describe in a 
comprehensive way the water status in response to water 
stress and to assess the ability to achieve a good 
osmoregulation and maintain cell turgor (Eljaafari, 2000).  

The water status of the plant, expressed by the relative 
water content was sensitive to changes in water available 
in the soil. Indeed, water deficit causes a regression of 
the values of relative water content in which these 
findings are confirmed by the net negative and significant 
relationship revealed between water deficit and relative 
water content. During our experiments, the results 
obtained indicate that the application of severe water 
deficit negatively affects and significantly reduces the 
relative water content of the tissue. The greater the 
intensity of water stress, the more the water content is 
lowered in the most severe water stress (0 and 30%). 
This reduction is due to dehydration, leading to a loss of 
water in the cells. The relative water content is high 
compared to control seedlings subjected to water stress 
levels at 60 and 100%. This is probably due to active 
osmoregulation. Similar work was done by Morgan 
(1984) Bennaceur (1994) and Nouri (2002) on different 
types of plants subjected to water stress of different 
intensities.  

The relationship between water deficit and 
physiological parameters shows the need for maintaining 
good sweat, and consequently maintaining stomatal 
coverage during water deficit directly involved in the level 
of the relative water content (Denden and Leneur, 1999; 
Nouri, 2002). This indirectly conditions the use of water 
effectively for photosynthesis (Erchidi et al., 2000). 
According to Slama et al. (2005), the reduction of water 
loss by stomatal closure is a means by which plants 
adapt to drought. Thus, our results show a strong positive 
relationship between water stress and stomatal density at 
both upper and lower epidermis of the leaves. According 
to Slama (2002), the increase in the number of stomata 
per unit area could be a factor in resistance to water 
stress if it is accompanied by a good physiological 
activity.  

The increase in stomatal density can increase the net 
CO2 assimilation and reduce water loss. Indeed, a large 
number of stomata can cause stomata small size and fast 
closing (Slama et al., 2005). Passive cell dehydration of 
argan seedlings induces turgor loss at the cellular level. 
To overcome this, plants try to limit water loss, which 
results in decreased sweating due to the closure of the 
stomata (Yakhlef, 2001; Nouri, 2002). The results show a 
very highly significant positive correlation between 
transpiration and relative water content. Estimated 
through water loss by excised leaf transpiration is greatly 
reduced by the accentuation of the water deficit. This 
decrease was more marked in the most severe 
treatment. Similarly, these data are confirmed through the 
work of Clark et al. (1989, 1991 ), which indicates that 
sweating is a key parameter variation of the water status 
of the plant and affects productivity. The effect of water  

 
 
 
 
deficit on biochemical parameters is used to highlight a 
highly significant effect of water deficit on the 
accumulation of leaf proline. Similar results were 
encountered in different forest species such as Fraxinus 
excelsior and Quercus petrea (Ladefoged, 1963), 
Quescus coccifera (Losch et al., 1982) and Argania 
spinosa (Peltier et al., 1992). However, Claussen (2005), 
working on tomato under salt and drought stress, 
suggested that the accumulation of proline could be due 
to an induction/activation of the enzyme involved in the 
biosynthesis of proline or lowering of glutamate in its 
oxidation and improved proteins. One of the causes of 
the accumulation of proline is membrane proteolysis 
which could accumulate proline following a disturbance in 
the metabolism of proteins (Bezzala, 2005). Clifford et al. 
(1998), in their work, show an accumulation of proline 
and soluble sugars (hexoses , glucose). This is in 
agreement with our results that a very highly significant 
positive correlation exists between soluble sugars and 
proline. This suggests the latter is extremely sensitive to 
the synthesis of proline at the reduction of NADP + and 
enhances cellular data, stating that the synthesis of 
proline is a means for regulating cellular redox potential 
''contribution in energy adjustment'' (Bellinger et al., 1987; 
Rai, 2002). Furthermore, it can be inferred that soluble 
sugars (sucrose and glucose) are effectors of the 
accumulation of proline. Mastrangelo et al. (2000) and 
Nouri (2002) suggest that the ability to accumulate in 
these genotypes osmoticums (sugars and proline) is 
used as the basis for selecting drought tolerant 
genotypes. The levels of soluble sugars sheets show a 
very highly significant negative correlation between the 
relative water content and accumulation of soluble sugars 
(glucose). Therefore, an increase in soluble sugars was 
seen in many woody plants such as Eucalyptus and 
microtheca (Chunyang, 1998; Pesoli et al., 2003). 
According to these authors, the increase in soluble 
sugars is attributed to degradation of starch due to the 
rapid conversion of sucrose and inhibition of the 
synthesis of starch reserves. 
 
 

REFERENCES  

 
Aspinall D (1986). Effects of water and salinity stress in relation to 

expansion of the leaf surface. Oust J. Plant Physiol. 13:59-73. 

Bálo B, Varga I, Váradi G, Misik S (1995). Drought damage in 
vineyards. INRA, Inter drought, VIII-27, (Transferring drought 
tolerance from tetraploid fescue to ryegrass), in European vineyards. 

Eur. J. Entomol. 96:375-380. 
Bchini H, Dalloul A, Sayar R (2002). Genetic variability of some 

parameters of wheat root system due (triticum durum Desf) under two 

water regimes. Edit. Plant Génétic Resources Newsletter. 192:25-31. 
Belkhodja M, Soltani N (1992). Responses of the bean Vicia faba L 

salinity Study of germination of some lines to growth. Determined. 

Bull. Soc. Bot. FR. 357-368. 
Ben naceur M (1994). Contribution to the assessment of the degree of 

resistance to water stress (drought and excess water) in barley 

(Hordeum vulgare L.) and fescue (Festuca arundinacea Schreb). 
State doctoral thesis. INA (el Harrach in Algeria). 1-13. 

Bensalem M (1993). Comparative study of drought adaptation in wheat,  



 
 
 
 
barley and triticale. Dan: Drought tolerance of cereals in Mediterranean 

area. Genetic diversity and varietal improvement. The symposia 
LNRA. 64:275-298. 

 Bezzala A (2005). Introductory essay to the Argan (Argania spinosa 
(L.) Skeels) in the area M'doukel and evaluation of some parameters 
of drought resistance. Magister Thesis, University of Batna, Algeria. 

68. 
Blake TJ, Bevilacqua ZJJ (1991). Effects of repeated stress on turgor 

pressure and cell elasticity exchange in black spruce seedlings. Can. 

J. For. Res. 21:1329-1333. 
Bouaouina S, Zid E Hajji M (2000). Tolerance to salinity, chlorophyll 

fluorescence and ion transport in durum wheat (Triticum turgidum L.). 

Option Mediterranean. 239-243. 
Boudy P (1950). North African Forest Economy (monographs and 

treatment of tree species). VolumeII (1), Larose. 382-416.  

Boudy P (1952). Guide forest in North Africa, Rustic House Edition 
(Paris). 
Cabeza C, Kin A, Ledent JF (1995). Effect of irrigation and tiller removal 

on development and yield of the main shoot in two wheat cultivars. 
INRA. Inter. drought. VIII. 29. 

Gate PH (1995). Ecophysiology wheat. And technical documentation. 

ISBN. Ed Tec and Doc. Lavoisier, Paris. 429. 
Chevalier (1943). Sapotaceae arid regions. J. Inst. Appl. Bot. Trop. 

Agric. 260-262 and 153-159.  

Chunyang L (1998). Some aspects of leaf water relations in four 
provenances of Eucalyptus michrotheca seedlings. Forest Ecology 
and Management 111. 3036-308. 

ClarkE JM, Romagosa I (1991). Evaluation of excised-leaf water loss 
rate for selection of durum wheat for dry environments. Physiology-
breeding of winter cereals for stressed Mediterranean Environments 

(Montp. Franc, 3-6 July. 1989). Edit. INRA. Col. 55:411-413. 
Claussen W (2005). Protein as a measure of stress in tomato plants. 

Plant Science. J. Plant Nutr. Soil Sci. 168 (2. 168, 2416, 248. 

Clifford SC, Karnd T S, Corlett JE, Jochi S, Sankhla N, Popp M, Hamlyn 
GJ (1998). The role of solute accumulation, osmotic adjustment and 
changes in cell wall elasticity in drought tolerance in ZiZiphus 

mauritiana (Lamk.). J. Exp. Bot. Vol. 49(323):967-977. 
Denden M, Leneur R (1999). Measurement of transpiration by the 

Penman-monteith model. Drought. John Libbey Eurotext. Medical 

and Scientific Publications France. 10:39-44. 
El aboudi A (1990). Typology of sub-Mediterranean and ecophysiology 

argan argan tree (Argania spinosa (L.) Skells) in Sub (Morocco) 

Thesis Univ. Grenoble I. 113. 
El jaafari S (2000). Durum wheat breeding for abiotic stresses 

resistance: Defining physiological traits and criteria. Option 

méditerranéenne. 40:251-256. 
Emberger L (1924). About the geographic distribution of the argan tree. 

Bull. Soc. Sci. Nat. Morocco. 4(7):151-153. 
Emberger L (1939). Overview on the vegetation of Morocco. 

Commentary phytosociological map of Morocco to 1/500000, Veroff. 
Geobot. Inst. Rübel in Zürich (14) and Mem. Sc Nat. Morocco. I.S.C., 
Rabat. 40-157. 

Erchidi AE, Benbella M, Talouizte A (2000). Relationship between 
certain parameters controlling water loss and grain yield of new 
varieties of durum wheat subjected to water stress. Mediterranean 

option. 40.279-282. 
Harrouni MC, Zahri S, El hamaid A (1995).Transplant seedlings Argan: 

combined effect of cultivation techniques and water stress. 

Conference proceedings intrnational forest to desertification "case of 
argan" Faculty, Agadir. 26, 27 et 28 octobre. 115-33. 

 

 
 
 

 
 
 

 
 
 

 
 

Zohra et al.          55 
 
 
 
Hopkins (1999). Introduction to plant physiology. Second edition. The 

University of Western Ontario. Edit. John Wilay and sounds. Inc. 512. 
Lewalle J (1991). Argan exceptional tree. Royal Air Morocco magazine. 

53:12-14. 
Lösch R, Tenhunen JD, Pereira JS, Lange OL (1982). Dinrnal courses 

of stomata resistance and transpiration of wild and cultivated 

Mediterranean perennials at the end of the summer dry season in 
Portugal. Flora. 172:138-160. 

Mastrangelo AM, Rascio A, Mazzucco l, Russo M, Cattivelli l, Di fonzo 

N (2000). Molecular aspects of abiotic stress resistance in durum 
wheat. Option méditerranéenne. 40:207-213. 

Medrano H, Aguilo F socias FX (1992). Effect of drought on 

subterranean clover: 1 - leaf water relationships of plants Subjected 
to rapid or slowly induced drought. Photosynthetica. 413-419. 

Miloudi A (2006). The physiological and biochemical responses of the 

argan (Argania spinosa L.Skeels natural abiotic factors. Doctorate 
thesis, University of Oran ES SENIA). 1-2:30-90. 

Mokhtari M (2002). Quick Production plants argan Apt transplantation. 

Laboratory of Plant Ecophysiology; Agronomic and Veterinary 
Institute Hassan II. Agadir. Bull. Information and Liaison PNTTA No 
95. 1-3. 

Nouaim R, Chaussod (1993) .Argan (Argania spinosa (L) Skeels). The 
flamboyant newsletter network members’ tropical trees 27. 
Septembre1993. 50-64. 

Nouri L (2002). Osmotic adjustment and maintenance of photosynthetic 
activity in durum wheat (Triticum durum, Desf.), under conditions of 
water deficit. Magister thesis in Plant Biology.INA (el Harrach). 4-16. 

Otmani N (1995). The problem of the argan tree. In: Proceedings of 
study days on the argan tree (Marrakech, 29-30 September 1995). 3.  

Peltier JP, El aboudi A, Carlier G, Doche B (1992). Water potential and 

stomata conductance of argan leaves (Argania spinosa (L.) Skeels) 
at the beginning and during the dry season in the Souss (Western 
Morocco). Bull. Ecol. 5-16. 

Pesoli P, Gratani L, Larcher W (2003). Responses of Quercus ilex from 
different provenances to experimentally imposed water stress. 
Biologia plantarum. 577-581. 

Rai V K (2002). Role of amino acids in plant responses to stresses. 
Biologia Plantarum. 481- 487. 

Rascio A, Cedola MC Toponi M, Flagella, Zwittmer G (1990). Leaf 

morphology and water status in exchange Triticum durum under 
stress. Physiologia plantarum. 78:462-467. 

Slama A, Salem M, Ben naceur M, Zid E (2005). Cereals in Tunisia 

production, effect of drought resistance and mécaniseme edit. 
Drought. 16:225-229. 

Thakur PS, Rai VK (1986). Effect of water stress on protein content in 

two maize cultivars differing in drought resistance. Biologia Plant 
(Praha) 1982. 24:96-100. 

 Turner IB (1990). The extent and pattern of osmotic ajustement in white 
clover (Trifolium repens L.) during the development of water stress. 

Ann. Bot. 66:721-727. 
Victor P (1917). Morocco geography. Story development. Edi. Colin. 63. 
Ykhlef N (2001). Photosynthesis, photochemical activity and tolerance 

to water deficit in durum wheat (Triticum durum Desf.). Doctorate 
Thesis in plant physiology.  

Wattier R (1917). Note on the argan tree of Morocco. International 

Colonial Exposition. Paris 1931. 57p. University of Sidi-bel-Abbes. 
120. 

 



 

 

 

 

 
Vol. 6(5), pp. 56-65, June 2014 

DOI: 10.5897/IJPPB2014.0207 

Article Number: AC9F57E45433  

ISSN 2006- 9871 

Copyright © 2014 

Author(s) retain the copyright of this article 

http://www.academicjournals.org/IJPPB 

International Journal of Plant Physiology and 
Biochemistry 

 
 
 
 

Full Length Research Paper 

 

Comparative changes in metabolism of Vigna radiata by 
foliar and root application of brassinolide at different 

concentrations 
 

Sana Riaz, Neelofer Hamid and Afshan Rahman* 
 

Department of Botany, University of Karachi, Karachi 75270, Pakistan. 
 

Received 30
 
April, 2014; Accepted 3 June, 2014 

 

The present study shows the effect of the foliar and root application of brassinolide on growth and 
metabolism of Vigna radiata. For this purpose, three concentrations of brassinolide (1, 0.01 and 0.0001 
ppm) were applied on the plant. Brassinolide (BL) solutions were applied as foliar and root treatments 
for 21 days after sowing (DAS). Samples were collected after two and four weeks of treatments. Content 
of total sugars, reducing sugars, chlorophyll and proteins, activity of peroxidase (EC 1.11.1x), leaf area 
and height of plants were estimated. All these parameters increased significantly by 1 ppm foliar spray 
of BL as compared to the other concentrations. It was concluded that BL enhanced growth of V. radiata. 
L. under both root and foliar applications, but foliar treatment was more effective. 
 
Key words: Vigna radiata, foliar spray, root irrigation, brassinolide, concentrations.  

 
 
INTRODUCTION 
 
Vigna radiata L. belongs to the pulse family. It is a rich 
source of protein, especially in under developed countries 
like Pakistan where proteinaceous diet is not accessible 
to every person. Its worth is very important. The total 
area under major pulse crops in Pakistan is about 1.5 m 
hectares. With the development of short duration and 
uniform maturing varieties, mung bean can be fitted in 
various cropping systems (Pakistan Agriculture Research 
Council).  

Brassinolide is a compound of Brassinosteroids (BR) 
class, the sixth class of plant hormones, discovered in the 
1970s. Brassinosteroids are involved in many 
physiological processes like stem elongation, xylem 

differentiation, root inhibition, pollen tube growth, 
ethylene biosynthesis, leaf epinasty, regulation of gene 
expression and photosynthesis (Sasse, 2003). A lot of 
work has done on the effects of this hormone on plants 
grown under different stress conditions and it is found to 
be effective in amelioration of stress. BRs can act 
efficiently in plants as immunomodulators when applied 
at the appropriate concentration and at the correct stage 
of plants‟ development (Bajguz and Shamsul, 2009). The 
foliar spray either with 24-epiBL or 28-homoBL signi-
ficantly enhanced the growth, photosynthesis, and protein 
content in mung bean; they play a critical role in a range 
of developmental processes, for example stem and root 
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growth, floral initiation, and the development of flowers 
and fruits (Shamsul and Ahmed, 2003). Kalinich et al. 
(1985) investigated Phaseolus vulgaris and Phaseolus 
aureus and elucidated that BRs had an impact on the 
transcription, leading to an increase in protein content. 
Exogenous application of BRs enhanced the prospective 
efficiency of crops by stimulating cell elongation, vascular 
differentiation and/or proton pump (Hayat and Ahmad, 
2003).  

In the present study, the effects of brassinolide on 
growth and metabolism of Vigna radiata L. were studied. 
Observation regarding total proteins, total carbohydrates, 
reducing sugars, photosynthetic pigments, peroxidase 
activity, and leaf area and plant heights were recorded. 
 
 

MATERIALS AND METHODS 
 

Field experiments were performed. For this purpose, healthy seeds 
were sterilized with 1% solution of mercuric chloride for 5 min and 
then washed with distilled water several times before sowing. 
Plastic pots of 6 inches diameter were used for the experiment. In 
each pot, equal quantity of soil was used. Brassinolide solution with 
concentrations of 1, 0.01 and 0.0001 ppm was applied to plants 21 
days after sowing (DAS) at two leaf stage (as foliar and root 
treatments to separate set of plants and to compare results of both 
treatments). For each treatment, three replicates were used. For 
biochemical evaluations, samples were taken at 2nd and 4th week 
after treatment. Leaf area and height of plants were taken when 
plants reached their maximum heights.  
 
 

Estimation of chlorophyll 
 

Chlorophyll was estimated by the method of Maclachaln and Zalik 
1963. 0.5 g of fresh leaves was taken and macerated in 7 ml of 
80% acetone and centrifuged at 1000 rpm for 5 min. The debris 
was then washed 3 times using 3 ml of 80 % acetone each time. 
The supernatants were then pooled and made up to the final 
volume with 80 % acetone. Optical density of this solution was then 
recorded at 663 and 645 nm. 

The chlorophyll content was calculated using the formula given 
below and expressed in milligram per gram fresh weight. 
 

                                        12.3 D663 – 0.861 D645 x V 
Chlorophyll a (mg / g) =  
     D x 1000 x W  
 

                                       19.3 D645 – 3.6 D663 x V 
Chlorophyll b (mg /g) =  
     D x 1000 x W  
 
 

Total carbohydrates 
 

0.3 g fresh leaves were taken and macerated in 7 ml of tris HCl 
buffer and then centrifuged at 2500 rpm for 20 min. Supernatant 
was collected for estimation. 1 ml of aliquots was taken and 4 ml 
distilled water was added to it. 10 ml anthrone reagent was used. 
The reaction mixture was incubated at boiling water bath for 16 min, 
and then cooled. Optical density was recorded at 680nm. For 
reagent blank, 1 ml buffer was used instead of leaf extract. Sucrose 
(1000 µg/ml) was used to prepare standard curve. Total 
carbohydrates were determined by the method of Hassid and 
Abraham (1957). 
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Estimation of reducing sugars 
 
Determination of reducing sugars was done according to Bernfeld 
(1955). Leaf extracts were prepared by taking 0.3 g fresh leaves, 
macerated in 7 ml of tris HCl buffer and centrifuged at 2500 rpm for 
20 min. 1 ml of this leaf extract was mixed with 2ml of DNS (3,5-
dinitrosalicylic acid). It was prepared by dissolving 1g of DNS in 
50ml water and then 30 g of potassium sodium tartarate was added 
slowly. Then, 20 ml 2N NaOH was added and diluted up to 100ml. 
Samples were incubated in boiling water bath for 15 min. Reaction 
was terminated in an ice bath and optical density was recorded at 
540 nm. Maltose was used to prepare calibration curve in µg/ml. 

 
 
Bradford protein assay  

 
Protein standards  

 
Protein standards were prepared in the same buffer as the samples 
to be assayed. A convenient standard curve was made using 
bovine serum albumin (BSA).  

 
 
Assay reagent  

 
Coomassie blue G250 (100 mg) is dissolved in 50 ml of methanol 
and filtered through a glass-fiber filter. The solution is added to 100 
ml of 85% H3PO4 and diluted to 200 ml with water. The assay 
reagent is then diluted 4 folds.  

 
 
Assay  
 

0.04 ml of aliquots was added to 2 ml of assay reagent. After 30 
min of incubation at room temperature, the optical density was 
recorded at 595 nm. The total protein was calculated in µg/ml by 
using standard curve. 
 
 

Peroxidase activity 
 

Peroxidase activity was analyzed by the method of Chance and 
Maehly (1955). 0.5 g sample was crushed in 5 ml of phosphate 
buffer of pH = 6. It was centrifuged at 1600 rpm for 10 min and then 
the supernatant used for the estimation of enzyme was collected. 
0.1 ml enzyme extract of plant was mixed with 2.1 ml deionized 
water, 0.32 ml buffer and 0.16 ml hydrogen peroxide (5%) (freshly 
prepared). 0.32 ml pyrogallol solution (5 %) (freshly prepared) was 
added and the reaction mixture was chilled. The absorbance of the 
reaction maximum was measured at 420 nm with a double bean 
UV/ visible spectrophotometer. For reagent blank, buffer was used 
instead of enzyme extract. The calibration curve was prepared by 
using peroxidase solution. Enzyme activity was measured in 
µg/min/mg FW by the following formula: 
 
                                        Reading from std. curve x Amount of extract 
Enzyme activity =  
                               Activity time x wt. of material x volume of extract used in test  
 
 

RESULTS AND DISCUSSION 
 

The aim of this study was to check whether brassinolide 
foliar spray or root irrigation is beneficial for plant growth 
and    metabolism   and   to   find   which   method    and 



 
58         Int. J. Plant Physiol. Biochem. 
 
 
 

Control 1ppm 0.01ppm 0.0001ppm

H
e
ig

h
t 

o
f 

P
la

n
t 

(I
n

c
h

e
s
)

0

5

10

15

20

Root Treatment of Brassinolide

Foliar Spray of Brassinolide
 

 

Figure 1. Effect of different concentrations of brassinolide on height (inches) 
of Vigna radiate. Bars show standard error, SE ± (n=3). 
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Figure 2. Effect of different concentrations of brassinolide on leaf area (cm2) of 
Vigna radiata.  Error Bars represent standard error of mean (n=3). 

 
 
 

concentration of brassinolide application enhance the 
quality of crops under normal conditions.  

The morphological parameters like plant height, leaf 
area increased significantly (P < 0.05) with sprays and 

dosage of brassinolide compared to control and root 
irrigation (Figures 1 and 2). Similar result was reported by 
Ramraj et al. (1997). Plants sprayed with brassinolide 
reached  the  reproductive stage earlier than plants which
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Figure 3. Changes in chlorophyll „a‟ in Vigna radiata by foliar and root 
application brassinolide at different concentrations after 2nd week. 
Significantly different at (p< 0.05). 
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Figure 4. Changes in chlorophyll „a‟ in Vigna radiata by foliar and root 
application brassinolide at different concentrations after 4th week. 
Significantly different at (p< 0.05). 

 
 
 

were not sprayed with brassinolide. This increase in 
height and leaf area is due to the increase in cell division 
and cell elongation. This is supported by Rao et al. 
(2002).  

Brassinolide  affects  the  growth   and   quality  of  crop 

when treated with irrigation water or spray method. The 
amount of chlorophyll “a” and chlorophyll “b” increased 
significantly when plants were sprayed with solutions of 
BL (Figures 3 and 4). Chlorophyll content decreased with 
decrease in concentration (1ppm, 0.01ppm, 0.0001ppm) 



 
60         Int. J. Plant Physiol. Biochem. 
 
 
 

Control 1ppm 0.01ppm 0.0001ppmC
h

lo
ro

p
h

y
ll

 b
 (

m
g

/g
m

 f
re

s
h

 w
e

ig
h

t 
o

f 
le

a
v

e
s

)

0.00

0.05

0.10

0.15

0.20

0.25

Root Treatment of Brassinolide

Foliar Spray of Brassinolide
 

 

Figure 5. Changes in chlorophyll „b‟ in Vigna radiata by foliar and root 
application brassinolide at different concentrations after 2nd week. 
Significantly different at (p< 0.05). 
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Figure 6. Changes in chlorophyll „b‟ in V. radiata by foliar and root 
application brassinolide at different concentrations after 4th week. 
Significantly different at (p< 0.05). 

 
 
 

but remained higher than control. These results were 
supported by the work of Sairam (1994). The interaction 
of BL and time period also showed significant (P< 0.05) 
results. In 2

nd
 week, the amount of chlorophyll pigments 

was increased with foliar spray but later, after the 4
th
 

week, root application was effective (Figures 5 and 6). 

Foliar spray of BL increases significantly (p<0.05) the 
amount of total sugars and reducing sugars as compared 
to root application after 2

nd
 week of treatment (Figures 7 

and 8). It was also revealed that the effect of BL 
increases with the time duration as the amount of total 
sugars is high in the samples taken at 4

th
 week (Figures 9  
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Figure 7. Effect on the amount of total sugar in Vigna radiata treated after 2nd week 
at different concentartions of brassinolide apply as foliar and root treatment. 
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Figure 8. Effect on the amount of total sugar in Vigna radiata treated after 4th 
week at different concentartions of brassinolide apply as foliar and root treatment. 
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Figure 9. Effect of different concentrations of brassinolide on amount of 
reducing sugar in Vigna radiata after 2nd week of treatment. Significant 
results at (p< 0.05). 
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Figure 10. Effect of different concentrations of brassinolide on amount 
of reducing sugar in Vigna radiata after 4th week of treatment. 
Significant results at (p< 0.05). 

 
 
  

and 10). The highest amount of total sugars was found in 
plants sprayed with 1 ppm of BL. This indicates that 

brassinolide increases the metabolic activities in mung 
beans (Vardhini and Rao, 1998). The increase in total 
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Figure 11. Changes in total protein (µg/mg fresh weight) in Vigna radiata by 
foliar and  root application of brassinolide after 2nd week. 
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Figure 12. Changes in total protein (µg/mg fresh weight) in Vigna radiata by 
foliar and root application of brassinolide after 4th week. 

 
 
 
sugar was noticed due to the rise in the rate of 
photosynthesis with increase in the amount of chlorophyll 
content (Braun and Wild, 1984). 

 Total proteins were significantly enhanced (P< 0.05) by 
spraying different concentrations of BLs solutions 
compared to root application (Figures 11 and  12). Result 
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Figure 13. Peroxidase activity (µg/min/mg fresh weight) show changes in 
Vigna radiata after 2nd week of brassinolide application. Bars represent 
standard error of mean (n=3). 
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Figure 14. Peroxidase activity (µg/min/mg fresh weight) show 
changes in Vigna radiata after 4th week of brassinolide application. 
Bars represent standard error of mean (n=3). 

 
 
 

analysis showed the direct relationship between amount 
of proteins and concentration of BL. Similar results were 
observed by many researchers and co-workers (Sharma 
et al., 2014; Bajguz, 2000). 

The activity of peroxidase was decreased by the 
supplementation of BRs rather than sprays and root 
irrigation. It was higher in control samples (Figures 13 
and 14). Result  of  peroxidase  activity  is  supported by 



 
 
 
 
 
Arora et al., 2008. Higher peroxidase activities are closely 
associated with growth of the plants (Zheng and van 
Huystee, 1992). BL suppressed the activity of 
peroxidase. It indicates advanced and healthier growth of 
the plant over the control sample because it was revealed 
that activity of peroxidase is responsible for the 
gluconeogenesis of lipids (Jones, 1972). 
 
 
Conclusion 
 
Our investigation demonstrated that both foliar and root 
application of brassinolide are effective. Initially, in 2

nd
 

week, effect of foliar treatment is significant because it is 
readily absorb in plant cell through stomata and 
enhanced metabolic activities. But as time passes, plants 
suck up the brassinolide by their roots and utilize it in 
their cells. This plays a constructive role in their growth 
and metabolism. The order of effective response to BL 
treatment was 1 > 0.01 > 0.0001 ppm > control. 
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