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Abstract The mungbean plants were grown hydroponically in the absence (control) or
presence of 0.1, 0.25, 0.50 and 0.75 ppm selenium (as sodium selenate) for 10 days. The
growth of shoots and roots increased with application of selenium with greater extent in
shoots. With 0.5 and 0.75 ppm Se levels, the shoot growth was stimulated by 24% to 27%
over control, respectively, while the roots showed a corresponding increase of 18—19%,
respectively. The shoot-to-root ratio was enhanced significantly with Se application and
maximum effects occurred at 0.75 ppm Se. A significant increase was observed in
chlorophyll and cellular respiration ability with 0.5 and 0.75 ppm selenium. The increase in
growth by selenium was accompanied by elevation of starch, sucrose and reducing sugars.
The activity of starch hydrolysing enzymes—amylases and sucrose hydrolysing enzyme—
invertase was stimulated significantly with selenium. This was associated with elevation of
activities of sucrose synthesising enzymes—sucrose synthase and sucrose phosphate
synthase. It was concluded that increase in growth of shoots and roots by application of Se
was possibly the result of up-regulation of enzymes of carbohydrate metabolism thus
providing energy substrates for enhanced growth.
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Introduction

Selenium (Se) is an essential trace element for animals, humans and micro-organisms [1],
but its requirement for the plants remains controversial. In animals and humans, selenium is
an essential component of several enzymes and proteins such as glutathione peroxidase that
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reduces hydrogen peroxide and other hydroperoxides with glutathione as reducing agent),
the thioredoxin reductases whose function is to convert the oxidised forms of thioredoxins
back to their reduced forms, the iodothyronine deiodinase that converts tetraiodothyronine,
T4, to the active triiodothyronone, T3. The functions of some of other selenoproteins are
not yet fully understood but possibly have a role in Se transport and regulation of cellular
redox balance [2]. In plants, Se may serve a role in antioxidative mechanisms and indicated
to be a component of glutathione peroxidase [3]. Previous reports suggest that trace
amounts of Se may enhance the growth of some plant species, though at higher
concentrations, Se can be toxic to the plants [4, 5] due to its pro-oxidative effects and
incorporation into amino acids in place of sulphur [6]. Se at very low levels (0.1 mg/kg)
was reported to delay the senescence and promote the growth of ageing seedlings in lettuce
[7]. Supplementation of fertilizers with Se stimulates the plant yields [8]. Moreover, Se
treatment has been reported to improve growth in plants subjected to various abiotic
stresses such as UV [9], salt [10] and drought [11]. The exact mechanism of stimulation of
growth in plants by Se is not yet understood. Earlier, Pennanen et al. [12] reported that the
plant growth promoted by Se was the result of starch accumulation in chloroplasts. In
potato, Turakainen et al. [13] reported that increase in size of the tubers was associated with
starch accumulation by Se application. Considering the involvement of Se in stimulation of
growth at its low concentrations, its role in affecting the various components of
carbohydrate metabolism was examined in the present study using mungbean (Phaseolus
aureus Roxb.) seedlings, hitherto unknown to the best of our knowledge.

Materials and Methods

The mungbean seeds (cv SML 668) procured from Punjab Agricultural University,
Ludhiana, India were sterilised for 2 min by 0.1% mercuric chloride, washed thoroughly
with distilled water. These were subsequently grown hydroponically in the absence
(control) and presence of 0.1, 0.25, 0.50 and 0.75 ppm concentrations of selenium (as
sodium selenate) under controlled conditions (30/25°C/13 h light/11 h dark) of the growth
chamber. The growth of seedlings was recorded on tenth day. The leaves of 10-day-old
seedlings were subjected to analysis of the following parameters.

Growth, Chlorophyll and 2,3,5 Triphenyl Tetrazolium Chloride Reduction Ability The
seedlings were measured for growth of roots and shoots on tenth day, and shoot-to-root
ratio was calculated. The total chlorophyll [14] and 2,3,5 triphenyl tetrazolium chloride
(TTC) reduction ability [15] were estimated from the leaves of the 10-day-old seedlings and
have been elaborated earlier [16].

Carbohydrates

The sucrose content was assayed as per the enzymatic method of Jones et al. [17]. The leaf
tissue was extracted with 80% ethanol at 80°C thrice for 1.5 h each extraction. The extracts
were pooled, evaporated at 40°C in an air-circulating oven and subsequently used for assay
of sucrose. Aliquots of 200 ul from standard sucrose and samples were added to 1 ml of
reaction mixture composed of imidazole buffer 100 mm (pH 6.9; 40 mM imidazole base,
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60 mM imidazole-HCI), 0.4 mM NADP+, 1 mM ATP, 5 mM MgCl,, 0.5 mM
dithiothreitol, 0.02% (w/v) BSA, 20 ug ml™' yeast invertase (EC3.2.1.26), 2 ug ml™ ' yeast
hexokinase (EC 2.7.1.1), 1 ug ml~' yeast P-glucoisomerase (EC 5.3.1.9) and incubated for
30 min at 25°C to allow conversion of glucose and fructose to glucose 6-P. The absorption
was read at 340 nm. Eighty-five microlitres of glucose 6-P dehydrogenase (70 U ml™")
added, mixed well and re-read after about 5 min when absorbance became constant. Blanks
were run with 200 pl of extract and 1 ml of reaction mixture without invertase. The
readings obtained from each sample were converted to sucrose concentration using a
standard curve.

For measuring reducing sugars and starch, the plant material (oven-dried) was
homogenised in hot ethanol (80%) and centrifuged at 2,000 rpm for 10 min. The
supernatant was clearly decanted off. Subsequently, 3 ml of ethanol (80%) was added to the
residue and re-centrifuged. The extraction was repeated twice to ensure the complete
recovery of sugars. The residue was stored for starch analysis. The supernatant was pooled
and evaporated to dryness in China dish on a boiling water bath. The residue was eluted
with 5 ml of 20% ethanol and subjected to analysis for reducing sugars. For estimation of
reducing sugars, 1 ml of dinitrosalicylic acid reagent was added to 1 ml of ethanol extract
(prepared as above). The reaction mixture was boiled for 12 min, 2 ml of distilled water
was added and absorbance was recorded at 560 nm against a blank containing 80% ethanol
in place of ethanol extract. The concentration of reducing sugars was calculated from a
standard curve plotted with known concentration of glucose [18]. The starch content was
measured using acid hydrolysis method given by McCready et al. [19]. The residue of
ethanol extract was washed with 80% ethanol to remove all the traces of soluble sugars. To
the residue, 5 ml of distilled water and 6.5 ml of 52% perchloric acid were added to extract
the starch by placing the samples at 0°C for 20 min. The mixture was centrifuged, and the
extract was retained. The process was repeated thrice using fresh perchloric acid, and the
extract was diluted to final volume 100 ml. To 0.5 ml of diluted extract, 4.5 ml of distilled
water was added followed by addition of 10 ml of cold anthrone sulfuric acid reagent in ice
bath. The sample mixture was heated at 100°C for 8 min and cooled rapidly to room
temperature. The absorbance was measured at 630 nm. The final content of starch was
calculated from a standard curve plotted with known concentration of glucose. For assay of
amylases and invertase, the leaf tissue were homogenised with buffer (20 mmol/l sodium
acetate, pH 5.4, containing 10 mmol/l CaCl,) and the homogenate was centrifuged at
20,000 rpm for 10 min at 4°C.

Enzymes

For extraction of enzymes, the leaf tissue was homogenised in a chilled HEPES buffer—
NaoH (50 mmol/l) pH 7, 2 mmol MgCI2, 1 mmol/l EDTA, 2 mmol/l DTT as per the
method of Dejardin et al. [20]. The activity of sucrose synthase was assayed according to
the method of Hawker [21]. The enzyme extract was added to the reaction mixture
comprising of 0.015 M UDPG, 0.05 M fructose and 0.2 M Tris—HCI buffer pH 8.2
containing 0.025 M MgSO,. The above-mentioned reaction mixture was incubated at 37°
C for 30 min, and the reaction was stopped by heating the contents in boiling water for
10 min and then cooled. The residual fructose was destroyed by adding 0.5 ml of 6%
KOH and heating the contents in boiling water bath for 20 min. After cooling the contents
to room temperature, 1 ml of 1% resorcinol solution and 3 ml of 30% HCI were added to
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it. The tubes were incubated at 80°C for 10 min, and the intensity of developed pink
colour was read at 490 nm. The concentration of sucrose was calculated from standard
graph prepared by using sucrose as standard (40-280 mg/ml). The sucrose phosphate
synthase activity was assayed using the anthrone test [22]. During the process, 70 ul of
the reaction mixture including the extract was adjusted to a final concentration of 4 mM
Fru 6-P, 20 mM Glc 6-P, 3 mM UDPG, 50 mM Hepes—KOH (pH), 5 mM MgCl, and
1 mM EDTA. The reaction mixture was incubated for 15 min at 37°C and subsequently
70 ul 30% (w/v) of KOH was added and followed by heating at 95°C for 10 min. To this,
1 ml 0.14% (w/v) anthrone in 95% H,SO,4 was then added. The mixture was incubated
20 min at 37°C, and absorbance was recorded at 650 nm. The activity of amylases was
measured using the method of Shuster and Gifford [23], while invertase was measured as
per the method of Nygaard [24], described elsewhere [25]. The data was subjected to
statistical analysis using AGRISTAT. Mean values + SE were worked out. ANOVA was
applied to replicated data, and LSD (P<0.05) was calculated.

Results

The seeds were grown in the presence of 0.1, 0.25, 0.50 and 0.75 ppm Se concentrations.
The growth of the seedlings was observed on tenth day as length of roots and shoots
(Table 1). The shoot length was enhanced to a greater extent than the root length. Thus, at
lower concentrations (0.1 and 0.25 ppm), Se application resulted in 13—-18% increase in
shoot length over control that increased to about 24-27% with higher concentrations (0.5
and 0.75 ppm). The root growth was stimulated by 18-19% with 0.5 and 0.75 ppm Se
concentrations. The shoot-to-root ratio was increased appreciably by all Se levels with
highest effects observed at 0.75 ppm (Table 1). The chlorophyll content showed slight
increase (12% over control) with 0.25 ppm Se but a significant increase was observed with
higher Se concentrations (18-19% over control; Table 2). The TTC reduction ability
reflects the respiration status of the tissues. It increased with Se in both the organs with
greater effect on shoots (Table 2). An increase of 12% and 8% occurred in respiration with
0.25 ppm Se in shoots and roots, respectively. It enhanced further (20% in shoots and 11%
in roots over control) with 0.5 ppm Se and remained higher with 0.75 ppm Se.

The starch content increased by 7% (0.1 ppm Se) to 20% (0.75 ppm) in shoots while the
roots showed a corresponding increase of 8% and 15% with these concentrations over
control (Fig. la). The activity of amylases increased with Se application. In case of «-
amylase, the activity increased by 10% with 0.25 Se in both roots and shoots (Fig. 1b). At
0.5 ppm, the shoots showed slightly but significantly greater activity (19.5% over control)

Table 1 Effect of selenium (as sodium selenate) on growth of 10-day-old mungbean seedlings (Mean + SE)

Concentration of selenium (ppm) Root growth (cm) Shoot growth (cm) Shoot/root ratio
Control (no selenium) 5.3+£0.12 3.6+0.11 0.60+0.03
0.1 6.0+0.10 4.0+0.11 0.66+0.02
0.25 6.25+0.12 4.2+0.14 0.67+0.02
0.50 6.26+0.10 4.5+0.11 0.71+0.03
0.75 6.3+0.09 4.7+0.12 0.74+0.02
LSD (P<0.05) 0.12 0.084 0.03
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Table 2 Effect of selenium (as sodium selenate) on total chlorophyll content and TTC reduction ability in
leaves of 10-day-old mungbean seedlings (Mean + SE)

Concentration of selenium (ppm) Total chlorophyll content TTC reduction ability
(mg/g fresh weight) (ODs3¢/g fw)

Control (no selenium) 1.36+0.07 0.41£0.03

0.1 1.36+0.06 0.45+0.04

0.25 1.52+0.07 0.46+0.027

0.50 1.60+0.05 0.49+0.025

0.75 1.63+0.06 0.52+0.02

LSD (P<0.05) 0.11 0.03

than roots (16.5% over control; Fig. 1c). The activity with 0.75 ppm was also higher in
shoots than roots. Relatively, (3-amylase showed larger increase with 0.1 ppm Se
application in both the organs. At 0.25 and 0.50 ppm, the activity of (3-amylase was 15%
and 17% higher over control in shoots compared to 12% and 13% increase, respectively in
roots. At 0.75 ppm Se, the activity was at par with 0.5 ppm in both the organs.

The sucrose content (Fig. 2a) in shoots increased by 28% and 23% with 0.5 and
0.75 ppm Se concentrations, respectively over control. In roots, a corresponding increase of
10% and 12% was observed with these concentrations. With Se application, the extent of
increase in sucrose content was greater than for starch in shoots. At lower Se levels (0.1 and
0.25 ppm), the reducing sugars (glucose, fructose) increased slightly without any significant
difference between the roots and shoots (Fig. 2b). The reducing sugars increased by 29% in
roots and 35% in shoots over their respective controls with 0.5 ppm Se. At higher Se level,
no further increase was observed in both the organs. The sucrose synthesising enzymes,
namely sucrose synthase (Fig. 3a) and sucrose phosphate synthase (SPS; Fig. 3b), elevated
with Se application. The sucrose synthase showed increase of 11% to 22% in shoots and 5—
19% in roots over control with Se. The activity of sucrose phosphate synthase increased by
34% over control with 0.5 ppm Se compared to 23% increase in roots. The activity
decreased with 0.75 ppm Se in both the organs. The activity of invertase (Fig. 3c) elevated
by 31% in shoots and 10% in roots with 0.50 ppm Se application with slight increase at
higher (0.75 ppm) Se concentration.

Discussion

The growth of shoots and roots was unaffected at lower Se concentrations (0.1 and
0.25 ppm) but showed increase with application of 0.5 and 0.75 ppm selenium. The shoot
growth was improved to a larger extent than the root growth. Our studies regarding
stimulation of growth by Se are similar to a previous study on potato where Se application
led to formation of large sized tubers [13] as well as in improvement in growth of plants
growing under stress conditions [10].

We evaluated the possible reasons associated with increase in growth by Se application.
It was observed that the chlorophyll content increased significantly with Se application in
our studies, which is in agreement with the positive effects of Se treatment in delaying the
loss of chlorophyll in senescing Vicia faba plants [26] and drought-stressed wheat plants
[11]. Similarly, Se application was reported to increase the chlorophyll content in an alga
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Spirulina [27]. In contrast, Se treatment at its higher levels caused inhibition in chlorophyll
content in mungbean seedlings [28]. The Se-treated plants showed significant increase in
cellular respiration that is in agreement with the previous studies on Eruca sativa plants
[29] and potato tubers [30].

With application of Se, the starch accumulation increased in both roots and shoots. The
accumulation of starch in our studies is in accordance with comparable effects obtained in
potato tubers with Se application [13]. The shoots of Se-treated plants showed greater
starch content than the roots. Starch, a storage product, reflects the ability of plants to show
photosynthesis. Its greater accumulation in shoots by Se application might be the (a) result
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of enhancement in photosynthesis, (b) decrease in transport of carbohydrates to roots [13]
and/or (c) decrease in starch degradation. Earlier studies even suggested the association of
selenium with accumulation of starch granules in the chloroplasts of young lettuce leaves
[12]. In our studies, the starch hydrolysing enzymes—amylases (break down starch into
simple sugars) had higher activity in shoots than in roots, hence, the greater starch content
in shoots appear to be related to its increase in its biosynthesis rather than its degradation.

Sucrose content was increased to a greater level in shoots than in roots, which was
related to higher activity of its biosynthetic enzymes—SPS and sucrose synthase in the
shoots relative to roots. Additionally, sucrose transport might be reduced into the roots with
Se treatment leading to elevation of sucrose levels in the shoots. With Se application, the
degree of increase was greater for sucrose (up to 28% over control in shoots) than for starch
(up to 20% than control) suggesting greater diversion of triose-phosphates towards sucrose
generation. Simultaneously, we found invertase (converts sucrose into glucose and fructose)
to increase significantly with Se application. The reducing sugars (glucose and fructose)
that are used as respiratory substrates [31] were found to be elevated in Se-treated plants
that were related to enhanced activities of amylases and invertase. It is pertinent to mention
that the increase in activity of invertase was higher than amylases suggesting greater
contribution of sucrose towards generation of reducing sugars.

The cellular respiration increased with Se application that coincided with the elevated
levels of reducing sugars. The increase in respiration might assist to provide adequate
energy needs for the growth stimulated by selenium. The cellular respiration and hexoses
(reducing sugars) were greater in shoots than in roots that possibly resulted in higher
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growth in the shoots. In a study on potato, larger tubers were produced with very low Se
(0.075 mg Se kg ' and 0/3 mg Se kg ') that was attributed to stimulation in the levels of
starch and sugars [13]. Our studies, while corroborating these findings, have provided
additional information about the stimulation of enzymes pertaining to carbohydrate
metabolism.

Thus, the present study indicated that Se at lower levels can stimulate the plant growth,
especially those of shoots by up-regulation of enzymes related to starch and sucrose
catabolism leading to elevation of sugars that is accompanied by increase in cellular
respiration to meet the energy needs required for faster growth.

@ Springer



538 Malik et al.

References

—_

. Birringer M, Pilawa S, Flohe L (2002) Trends in selenium biochemistry. Nat Prod Rep 19:693-718
2. Thomson CD (2003) Selenium/Physiology. In: Caballero B, Trugo LC, Finglas PM (eds) Encyclopaedia
of Food Science, Food Technology and Nutrition, 2nd edn. Academic Press, London, pp 5117-5124
3. Ekelund NGA, Danilov RA (2001) The influence of selenium on photosynthesis and “light-enhanced
dark respiration” (LEDR) in the flagellate Euglena gracilis after exposure to ultraviolet radiation. Aquat
Sci 63:457-465
4. Brooks RR (1998) Plants that hyperaccumulate heavy metals. Cab International, New York, pp 295-308
5. Aggarwal M, Sharma S, Kaur N, Pathania D, Bhandhari K, Kaushal N, Kaur R, Singh KJ, Srivastava A,
Nayyar H (2010) Exogenous proline application reduces phytotoxic effects of selenium by minimising
oxidative stress and improves growth in bean (Phaseolus vulgaris L.) seedlings. Biol Trace Elem Res (in
press) doi:10.1007/s12011-010-8699-9
6. Amweg EL, Stuart DL, Weston DP (2003) Comparative bioavailability of selenium to aquatic organisms
after biological treatment of agricultural drainage water. Aquat Toxicol 63:13-25
7. Xue T, Hartikainen H, Piironen V (2001) Antioxidative and growth-promoting effect of selenium in
senescing lettuce. Plant Soil 237:55-61
8. Hartikainen H (2005) Biogeochemistry of selenium and its impact on food chain quality and human
health. J Trace Elem Med Biol 18:309-318
9. Hartikainen H, Xue T (1999) The promotive effect of selenium on plant growth as triggered by
ultraviolet irradiation. J Environ Qual 28:1372-1375
10. Hawrylak-Nowak B (2009) Beneficial effects of exogenous selenium in cucumber seedlings subjected to
salt stress. Biol Trace Elem Res 132:259-269
11. Yao X, Chu J, Wang G (2009) Effects of selenium on wheat seedlings under drought stress. Biol Trace
Elem Res 130:283-290
12. Pennanen A, Xue T, Hartikainen H (2002) Protective role of selenium in plant subjected to severe UV
irradiation stress. J Appl Bot 76:66-76
13. Turakainen M, Hartikainen H, Seppanen MM (2004) Effects of selenium treatments on potato (Solanum
tuberosum L.) growth and concentrations of soluble sugars and starch. J Agric Food Chem 52:5378-
5382
14. Arnon DI (1949) Copper enzyme in isolated chloroplasts: Polyphenol oxidase in Beta vulgaris. Plant
Physiol 24:1-15
15. Steponkus PL, Lanphear FO (1967) Refinement of the triphenyl tetrazolium chloride method of
determining cold injury. Plant Physiol 42:1423-1426
16. Nayyar H, Gupta D (2006) Differential sensitivity of C; and C4 plants to water deficit stress: association
with oxidative stress and antioxidants. Environ Exp Bot 58:106—113
17. Jones MGK, Outlaw WH Jr, Lowry OH (1977) Enzymic assay of 10 to 10~'* moles of sucrose in plant
tissues. Plant Physiol 60:379-383
18. Sumner JB, Howell SF (1935) A method for determination of saccharase activity. J Biol Chem 108:51—
54
19. McCready RM, Guggolz J, Silviera V, Owens HS (1950) Determination of starch and amylose in
vegetables: application to peas. Anal Chem 29:1156-1158
20. Dejardin A, Rochat C, Maugenest S, Boutin JP (1997) Purification, characterization and physiological
role of sucrose syntase in the pea seed coat (Pisum sativum L.). Planta 201:128-137
21. Hawker JS, Walker RR, Raffner HP (1976) Invertase and sucrose synthase in flowers. Phytochemistry
15:1411-1443
22. Huber JLA, Huber SC, Nielsen TH (1989) Protein phosphorylation as a mechanism for regulation of
spinach leaf sucrose-phosphate synthase activity. Arch Biochem Biophys 270:681-690
23. Shuster L, Gifford RH (1962) Changes in 3-nucleaotidases during the germination of wheat embryo.
Arch Biochem Biophys 96:532-540
24. Nygaard P (1977) Utilization of exogenous carbohydrates for tube growth and starch synthesis in pine
pollen suspension culture. Physiol Plant 39:206-210
25. Angra S, Kaur S, Singh K, Pathania D, Kaur N, Sharma S, Nayyar H (2010) Water-deficit stress during
seed filling in contrasting soybean genotypes: association of stress sensitivity with profiles of osmolytes
and antioxidants. Int J Agric Res 5:328-345
26. Moussa HR, El-Fatah A, Ahmed M (2010) Protective role of selenium on development and
physiological responses of Vicia faba. Int J Veg Sci 16:174-183
27. Chen TF, Zheng WIJ, Wong YS, Yang FJ (2008) Selenium-induced changes in activities of
antioxidant enzymes and content of photosynthetic pigments in Spirulina platensis. J Integr Plant
Biol 50:40—48

@ Springer


http://dx.doi.org/10.1007/s12011-010-8699-9

Promotion of Growth in Mungbean by Selenium 539

28. Padmaja K, Prasad DDK, Prasad ARK (1989) Effect of selenium on chlorophyll biosynthesis in mung
bean seedlings. Phytochemistry 128:3321-3324

29. Germ M, Oswald J (2005) Selenium treatment affected respiratory potential in Eruca sativa. Acta Agric
Sloven 85:329-335

30. Germ M, Kreft I, Stibilj V, Urbanc-Bercic O (2007) Combined effects of selenium and drought on
photosynthesis and mitochondrial respiration in potato. Plant Physiol Biochem 45:162-167

31. Jang JC, Sheen J (1994) Sugar sensing in higher plants. Plant Cell 6:1665-1679

@ Springer



	Promotion of Growth in Mungbean (Phaseolus aureus Roxb.) by Selenium is Associated with Stimulation of Carbohydrate Metabolism
	Abstract
	Introduction
	Materials and Methods
	Carbohydrates
	Enzymes
	Results
	Discussion
	References


