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Assessment of Nitrate Reductase Gene Expression Pattern and Qualitative
and Physiological Characteristics Under Oxidative Stress Conditions in
Spinach (Spinacea oleracea L.)
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Table 1. Scoring by apparent phenotype based on the following table from 1 to 9.
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Phenotype appearance Score
Jss 9

Control
JssS ans aw,e 4+ 90 percent similar to control 8
JyuS ans s ye Ae - 80 percent similar to control 7
JysS ami ao,e Yoo 70 percent similar to control 6
JS ans we,s £+ 60 percent similar to control 5
JyuS ans sy 0o 50 percent similar to control 4
JysS ams ao,e ¥+ 40 percent similar to control 3
JysS s ae,e e 30 percent similar to control 2
JyuS ans asye Yo 20 percent similar to control 1
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Table 2. Primer details of nitrate reductase and GAPDH house-keeping genes.
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primers Start  Nucleotide Sequencing primer 'ﬁea‘é“o{‘ Melting
nucleotides end roduc temperature
length
Nir For 78 101 5'- CCTAYTGGCCGCCRCART -3 116b 62.4
Nir Rev 193 174 5'- CGTTGAACTTRCCGGT -3 P 60.50
GAPDH For 113 132 5'-TCACCACCGACTACATGACC-3’ 121b 60
GAPDH Rev 233 214 5'-ACAGCAACCTCCTTCTCACC-3 P 60
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Table 3. Appearance changes of spinach leaves (New Persian cultivar) treatment by spraying silver nitrate
(AgNO3) and actions of ascorbic acid pretreatment (ASA 20mM).

(5bJslre) Jlos (cele) (L2l Jslome 5l o Olo

Treatment (spraying) Time after spraying (hour)
48 24 12
Control (water) () aals 9 9 9
Ascorbic ACId ol 550l 9 9 9
AgNOz 1ImM 5 7 8
AgNO3 2mM 3 6 7
ASA + AgNO3; 1mM 6 8 9
ASA + AgNO3; 2mM 5 7 8

Rated based on the 1 and 9 respectively. score 9 in control, Points 1, 20% of eligible control surface and
intermediate values any 10% difference in the take. 1 point of difference was not statistically significant by t test
ata=0.05.
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Table 4. The changes of shoot dry mater (g) and leaf area (m?) in spinach per plant (Newpersian cultivar) under
spraying silver nitrate (AgNOs3) and pretreatment of ascorbic acid (ASA 20mM).

(3l sbme) o S gl @l il S22 055
Treatment (spraying) Leaf area (m? per plant Shoot dry weight (g)
fA \Ad VY fA \Ad VY
48 (hour) 24 (hour) 12 (hour) 48 (hour)  24(hour) 12
(hour)
Control (water) (<) sals 0.062 0.062 0.061 7.100 6.900 6.900
AscorbicAcid . . .
RS 0.067 0.065 0.060 7.200 7.100 6.900
AgNO3 ImM 0.051" 0.061" 0.057" 6.200" 6.500" 6.600"
AgNO; 2mM 0.047" 0.050" 0.053" 6.000" 6.300" 6.500"
ASA + AgNO3 1mM 0.055" 0.060" 0.069 6.500" 6.700" 6.800
ASA + AgNO3z 2mM 0.055" 0.054" 0.055" 6.100" 6.500" 6.600"

The asterisk represents a significant reduction compared to the control (a=-/-0).
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Fig. 1. The changes growth rate of spinach plant (the New persian) measured values affected by treatments,
including spraying water + ascorbic acid as a control, silver nitrate levels 1 and 2 mM spraying
treatments and combination treatments applied ascorbic acid pretreatment (mM 20) two hours before
spraying silver nitrate (values are average).
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Fig. 2. Changes in the protein content of spinach leaves under the influence of the measured values after foliar
spraying treatments. As mean values and standard error values shown above each column.
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Table 5. Chlorophyll a and b compared with control values in spinach leaves (New Persian cultivar) after
spraying by treatments.

& g ls b s k5
(b Jele) Hlews Chlorophyll a Chlorophyll b

Treatment (spraying) (cel) VY (el vE (cel) FA  (cel) VY (celo) YF (cels) FA
12 (hour) 24 (hour) 48 (hour) 12 (hour) 24 (hour) 48 (hour)

Control (water) () aals 100 100 100 100 100 100

Ascorbic ACId sl S, 5! 99 100 98 100 99 99

AgNO3 1mM 87+ 83" 65* 91* 86" 70*

AgNO3 2mM 80* 73" 60* 85* 70* 66*

ASA + AgNO3 1mM 95 92 74 96 93 79+

ASA + AgNO3 2mM 85* 81" 66* 93 80* 73*

Chlorophyll values (percent compared control) is on average. The asterisk represents a significant reduction
compared to the control (05/0 = a).
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Table 6- Changes in the oxidation level cell (TBARM) and lipoxygenase activity (LOX) in spinach plant leaves
(New Persian cultivar) affected by treatments.

(5 Jsloee) Jlous LOX (nmol min"mg! protein) TBARM (umol g* FW)
Treatment (spraying) Al vY FA VY vf FA
12 (hour) 24 (hour) 48 (hour) | 12 (hour) 24 (hour) 48 (hour)
Control (water) (.1 sals 1.9 2.7 25 35 3.9 3.3
Ascorbic ACId ol 55l 2.1 25 2.6 4 3.7 3.1
AgNO3 1mM 5.9% 7.3* 9.1% 10.1# 13.9* 15#
AgNO3 2mM 8.1* 10.5% 11.9% 14.3* 17+# 16.6*
ASA + AgNO3 1mM 4.1 5.7 8.1* 6.1 7.0 9.7¢
ASA + AgNO3 2mM 5.9 8.9* 9.3* 8.1% 10.5* 11.3%

Data are mean. The asterisk represents a significant reduction compared to the control (05/0 = a).
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Research article

Assessment of Nitrate Reductase Gene Expression Pattern and Qualitative
and Physiological Characteristics Under Oxidative Stress Conditions in
Spinach (Spinacea oleracea L.)

S. Navabpour*, G. Kazemi and A. Mazandarani'

Spinach is one the most important vegetables with high qualities that is widely cultivated
in northern region of Iran. Environmental stresses are excessively grown up and they are
serious threat in quality of cultivated spinach. These stresses generally cause dreadful
damages in plant cells via increasing reactive oxygen species (ROS). In this study oxidative
stress has been applied by using AgNOs (0, 1, 2 mM) spray, also pre-treatment of ascorbic
acid (0, 20 mM) was used followed by AgNO; treatment. The measured traits included
phenotypic performance, leaf area, dry mass, growth index, leaf protein, chlorophyll and
oxidative cellular levels (LOX and TBARM assay) during sampling period (12, 24, 48 h)
after sprayed treatments. The New Persian cultivar was used in greenhouse condition with 6
treatments in RBCD design with 4 replications. The results showed spraying ascorbic acid
had no detrimental effect on studied traits. Whereas, sprayed of AgNOj3 caused some decline
in the amount of most traits as well as some increase in the content of TBARM and LOX.
Nitrate reductase gene expression relatively increased by ascorbic acid compared with control
(water spray). Whereas, applying AgNO; significantly decline nitrate reductase gene
expression. However, applying pre-treatment of ascorbic acid followed by AgNOs3 after 2 h
retrieved mostly all studied traits.

Keywords: Cellular oxidation, Chlorophyll content, Growth parameters, Protein content,
Spinach.
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