Responses of tolerant and sensitive rice mutants
to salt stress at seedling stage
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Salt stress occurs when excessive salts in soil solution causes a reduction in plant growth
or yield. Soil salinity is a major abiotic stress that affects crop productivity. Currently, more
than 800 million ha of land worldwide are affected either by salinity (397 million ha) or
sodicity (434 million ha). This constitutes nearly 20% of the world’s cultivated land area
and about half of the world’s irrigated land. Salinity affects plant growth and development
through ion toxicity, osmotic stress, and nutrient imbalances. Since rice is salt-sensitive
and its growth and yield can drastically be reduced by salt stress, identifying the key
mechanisms and genes involved in salinity tolerance will facilitate the breeding efforts to
develop salt-tolerant varieties. In this regard, mutant lines with altered responses to
salinity can be effectively used to elucidate the mechanisms of salt tolerance and to
identify candidate genes involved in these mechanisms.

Materials and methods

Six mutant lines, four of them with better tolerance for and two with higher sensitivity to salt stress
compared with wild type IR64, were selected. This was achieved through high-throughput
screening of more than 5,000 diepoxybotane IR64 mutant lines under controlled greenhouse
conditions (29/21 °C day/night temperature and ~70% RH) using hydroponics.
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Correlations between SES with shoot Na* (a), shoot K* (b),
shoot Na*-K- ratio (c), and leaf area (d) across all genotypes
under stress conditions
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b Salinity considerably reduced leaf area and
root, shoot, and total biomass in all genotypes,
with greater effects on sensitive mutants.

[ Sensitive mutants had higher shoot Na*
concentrations and lower leaf area under salt |f;-
stress compared with tolerant mutants and : :
wild type. e

% The SES scores had significant and positive c
correlation with shoot Na* and shoot Na*/K*.

= The SES scores showed significant and
negative correlation with shoot K* and green
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Performance of sensitive (S-730-1, S-730-5) and tolerant
(167-1, 167-1-3) IR64 mutant lines at different EC levels.
a&b) 1wk at EC=24 dS m; ¢) 3wk at EC=18 dS m'L.
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| Process of imposing stress, scoring and sampling |

To decipher the key mechanisms contributing to salinity tolerance or sensitivity during the early
seedling stage, selected mutants with contrasting responses to salt stress, along with three
checks (IR29 [sensitive], IR64 [parent, intermediate], and FL478 [tolerant], were phenotypically
analyzed. Morphological, physiological, and biochemical parameters were measured in a set of
experiments under controlled greenhouse conditions. Pregerminated seeds were sown on
styrofoam floats with a net bottom suspended on trays filled with distilled water. On the 4th day,
the distilled water was replaced with Yoshida nutrient solution. It was subsequently renewed
every 5-7 d and the pH maintained at 5.0 daily. Plants were grown on nutrient solution for 10 d
and weak plants were removed before imposing the stress. Salt stress was then imposed 13 d
after sowing by adding NaCl to the nutrient solution. Electrical conductivity (EC) of the nutrient
solution was gradually increased in three steps (6, 8, and 12 dS m™) over a period of 5 d with 2-d
intervals for a final EC of 12 dS m™. The EC of the nutrient solution in the stress treatment was
monitored and maintained at 12 dS m* during the experiment. The non-saline control treatment
with Yoshida solution had an EC of 0.94-1.1 dS m™. The chart above summarizes the gradual
process of imposing stress, scoring, and sampling times during the experiment.

Results

Growth and morphological responses of selected mutants to salt stress

Highly significant differences were observed between control and stress treatments for almost all
traits studied. Similarly, salinity caused significant differences between salt-tolerant and salt-
sensitive mutants and their parent line. Tolerant mutants had lower SES scores, lower Na*-K*
ratio, smaller root to shoot Na* translocation, higher chlorophyll contents, greater root and shoot
biomass, greater green leaf area, higher osmotic potential, taller plants, and higher carbohydrate
concentrations than IR64 and their sensitive counterparts (see Table). Tolerant mutants are more
efficient in upregulating their antioxidant system, which helps in scavenging radical oxygen
species generated during stress. These advantages allow tolerant mutants to survive and grow
better under saline conditions compared with wild type and sensitive mutants.

SES scores, growth, and morphological parameters of salt-sensitive and | (a) Relationship between leaf area and shoot Na*
salt-tolerant IR64 mutants under salt stress. Salinity imposed 2 wk after | concentration of selected mutant lines and checks
sowing at EC = 12 dS m-L. Final scoring and sampling were done when IR29 | under stress conditions. (b) Root and shoot dry matter
scored 7 based on SES. Data are mean values of four replications with five | and total biomass of selected mutant lines and checks
subsamples per replication. under normal and stress conditions.
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k Tolerant mutants absorbed less Na* and kept most of the absorbed Na* in their
roots.

Sensitive mutants showed significantly higher Na* concentrations in their shoots
and higher root to shoot Na* translocation compared with tolerant mutants and
wild type.

Tolerant mutants maintained higher ratios of K* to Na* in their shoots under
saline conditions.

Tolerant mutants are probably more efficient in excluding Na* from the
transpiration stream and in retrieving Na* from the xylem to the roots. They
might be able to sequester Na* to the root vacuoles to prevent its adverse
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Effect of salinity on chlorophyll ‘a’, chlorophyll ‘b’, and total [if
(atb) chlorophyll (a). Chlorophyll concentration showed a
significant and positive correlation with shoot [K'] (b) but a
strong and negative correlation with shoot [Na'] (c).
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antioxidant enzymes under
stress and non-stress
conditions were evaluated in
IR64 and its mutants.

# Activities of catalase (a),
glutathione reductase (b),
ascorbate peroxidase (c),
and superoxide dismutase
(d), were significantly
upregulated under stress
conditions in tolerant mutant.

3 The sensitive mutant did not
show any significant

differences in the levels of
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Conclusions

3% Tolerant mutants take less Na* and are more efficient in excluding Na* from their
shoots. They probably sequester Na* in vacuoles of their roots to help in osmotic
regulation and to maintain water uptake.

3 Sensitive mutants take more Na* and transfer most of it to their shoots.

% Sensitive mutants are less efficient in upregulating their radical oxygen scavenging
system. However, tolerant mutants are more efficient in this respect, which could
help in scavenging radical oxygen species generated during stress.
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