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Abstract: Given that an effective combined foliar application of iodine (I), selenium (Se), and zinc (Zn)
would be farmer friendly, compared to a separate spray of each micronutrient, for the simultaneous
biofortification of grain crops, we compared effectiveness of foliar-applied potassium iodate (KIO3,
0.05%), sodium selenate (Na;SeOy, 0.0024%), and zinc sulfate (ZnSO4-7H,0, 0.5%), separately and
in their combination (as cocktail) for the micronutrient biofortification of four Basmati cultivars of
rice (Oryza sativa L.). Foliar-applied, each micronutrient or their cocktail did not affect rice grain
yield, but grain yield varied significantly among rice cultivars. Irrespective of foliar treatments,
the brown rice of cv. Super Basmati and cv. Kisan Basmati had substantially higher concentration
of micronutrients than cv. Basmati-515 and cv. Chenab Basmati. With foliar-applied KIO3, alone
or in cocktail, the I concentration in brown rice increased from 12 to 186 ug kg~!. The average I
concentration in brown rice with foliar-applied KIO; or cocktail was 126 ug kg™! in cv. Basmati-515,
160 pg kg*1 in cv. Chenab Basmati, 153 pg kg*1 in cv. Kisan Basmati, and 306 pg kg*1 in cv. Super
Basmati. Selenium concentration in brown rice increased from 54 to 760 pg kg_1, with foliar-applied
NaySeOy individually and in cocktail, respectively. The inherent Zn concentration in rice cultivars
ranged between 14 and 19 mg kg ! and increased by 5-6 mg Zn per kg grains by foliar application of
ZnSO4-7H,0 and cocktail. The results also showed the existence of genotypic variation in response
to foliar spray of micronutrients and demonstrated that a foliar-applied cocktail of I, Se, and Zn could
be an effective strategy for the simultaneous biofortification of rice grains with these micronutrients
to address the hidden hunger problem in human populations.

Keywords: hidden hunger; biofortification; iodine; selenium; rice genotypes; zinc

1. Introduction

Malnutrition of micronutrients, including iodine (I), selenium (Se), and zinc (Zn),
commonly known as hidden hunger, is a serious global health problem [1,2]. By vice of
its serious health concerns for over one-third of the world’s population, hidden hunger is
imposing an economic burden on the health system of the developing countries, costing
about 5% loss in gross domestic product [3]. Deficiencies of these micronutrients not
only impair growth and development owing to their essential roles in metabolism but
also negatively affect the immune system of the body against virulent pathogens [4,5].
During the current pandemic of COVID-19, it became evident that the disease proved
lethal to those with a weak immune system. It has been documented that Se deficiency
not only impairs the immune system of the body but also causes the rapid mutation of
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benign RNA viruses to highly virulent variants [6-8]. Plenty of scientific evidences from
over the past 50 years revealed that Zn is not only a strong antiviral agent but also acts
as a stimulant of antiviral immunity [4]. Zinc supplementation with Zn-ionophores can
impair the replication of RNA viruses including equine arteritis virus (EAV), influenza
virus, and SARS coronavirus (SARS-CoV) [9,10]. Zinc interferes with the viral replication
cycle through a number of mechanisms, including (1) inhibition of viral uncoating, (2)
free virus inactivation, (3) viral genome transcription, and (4) viral protein translation
and polyprotein processing [4,11]. The antiviral properties of Zn are owed to Zn-induced
inhibition of synthesis of RNA-dependent RNA polymerases, which catalyze the replication
of RNA viruses [10]. Thus, individuals with optimal Se and Zn nutrition could have
lower morbidity and better immunity against COVID-19. In addition to its own antiviral
effects, Zn supplementation along with Zn-ionophore drugs such as chloroquine and
hydroxychloroquine to Zn-deficient individuals suffering from COVID-19 could impart
additive or synergistic effects on the efficacy of the drugs.

In regions where soils contain low concentrations of plant-available micronutrients,
malnutrition of micronutrients is very common [12]. The relationship among the nutrient
status of soils, food crops, and human health is well explained by the fact that agriculture-
based food products are the major source of human nutrition [1,12]. Moreover, rice and
other staple cereal grains not only genetically contain low levels of micronutrients but also
their bioavailability is too low to suffice human dietary requirements [12,13]. Accordingly,
insufficient dietary intake of micronutrients is the principal reason of the prevalence of hu-
man micronutrient deficiencies in regions dependent on cereal-based staple foods [1,4,14].

The use of agricultural approaches, such as plant breeding and fertilizer application,
for the biofortification of micronutrients in staple cereals represents a cost-effective, time-
efficient, and sustainable solution to overcome micronutrient malnutrition in humans [15-19].
Multi-country research conducted under the HarvestPlus Zinc Fertilizer Project has demon-
strated that the foliar application of I, Se, and Zn is an effective agronomic approach to
obtain desirable concentrations of these micronutrients in wheat and rice grains [19-22].
These studies proved that soil applications of I or Zn is much less effective compared
to their foliar application for increasing I or Zn concentrations in grains. Improving the
nitrogen (N) nutritional status of plants also has a significant increasing effect on the root
uptake and shoot and grain accumulation of Zn and Fe, as shown in different plant species
such as rice, wheat, and maize [23-26]. It is known that improving the N nutrition of
wheat increases root release of Zn- and Fe-mobilizing phytosiderophores [27] as well as
root uptake, shoot transport and grain deposition of Zn and Fe [28].

Rice is a staple food for more than half of the global population, fulfilling 21% of their
energy and protein needs. About 90% of rice is grown and consumed in South and South-
East and East Asia, where about 62.5% of the global human population resides. Rice grains
generally contain low levels of micronutrients and fail to cater to humans with adequate
quantities of these micronutrients. For example, the average I concentration in polished
rice collected from 20 distinctly located fields in Japan was found to be 3.6 ug kg ! [29].
Similarly, Zia et al. [30] and Cakmak et al. [21] reported extremely low concentrations (<10
ug kg~1) of I in wheat and rice grains. Assuming per capita consumption of 400 g of rice
containing 10 pg of kg1, the daily intake of I is only 4 ug, i.e., merely 2.5% of the daily
recommended intake (150 pg a day; [31]). The biofortification of food crops with I-enriched
fertilizers is quite a successful strategy, as shown by published research regarding vegetable
crops [32-36]. Considering the status of rice in global calorie provision and its grain I
content, rice had been a neglected crop in terms of I biofortification until Cakmak et al. [21]
conducted a comprehensive study suggesting a very critical role of foliar biofortification of
rice grains with I to a level sufficient for human nutrition.

Likewise, grain Zn concentration in most of the rice-producing regions is lower,
i.e.,, ranges between 16 and 20 mg kg_1 [12], than the desirable Zn concentration of
28 mg kg~ ! [37] to avoid risk of human Zn malnutrition. The average level of Zn con-
centration (25.4 mg Zn kg~ !) in brown rice grains of the rice genotypes obtained from the
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International Rice Research Institute (IRRI) [38] was also too low to supply adequate Zn for
human nutrition [39].

Information on Se concentration in staple foods is more limited than I and Zn. How-
ever, Se malnutrition is recognized as a serious problem in resource-poor countries of the
world [1]. For instance, Se malnutrition in some regions of China is a cause of serious
health problems in human populations [40,41]. The foliar application of Se proved very
effective in attaining the target concentration of 300 pg Se kg~! wheat grains [22,42,43].
Foliar application of Se has also been a very successful strategy in increasing the Se in rice
grains but to a variable extent depending upon genotype [44-46]. Reis et al. [47] concluded
that the agronomic biofortification of rice with Se could help in eliminating Se malnutrition
in humans.

Although the foliar fertilization of rice with these micronutrients could help in re-
ducing human malnutrition, however, convincing rice growers for realizing the separate
foliar application of each micronutrient is next to impossible because of the labor costs.
By virtue of cost and time saving, an effective combined spray of I, Se, and Zn would of
course be more acceptable to farmers than separate spray of each micronutrient. In spite
of its great importance, research about the combined spray of these nutrients in rice is in
initial stages with multiple ambiguities. Most of the published literature has considered the
application of a single micronutrient such as Zn [48-51], 1 [21,52,53], or Se [14,44] or two
micronutrients at a time [54,55] with a few exceptions. For example, Fang et al. [56] studied
the effect of foliar application of Zn, Se, and Fe simultaneously on the biofortification
of rice grains. Recently, Zou et al. [22] evaluated the combined foliar application of Zn,
I, Se, and Fe on wheat and found the cocktail application of these micronutrients to be
an effective technique to biofortify wheat grains but with a reduction in I enrichment in
cocktail treatment as compared to single nutrient application. Similarly, Cakmak et al. [57]
compared the effectiveness of foliar application of I alone and in cocktail with Zn and Se
and found a reduced efficiency of foliar I application in cocktail with Zn and Se as compared
to isolated I spray. Prom-u-thai et al. [58] conducted a comprehensive multi-location study
on the biofortification of rice simultaneously with Zn, I, Fe, and Se and found it highly
effective for all micronutrients except Fe. Moreover, results regarding grain I concentration
were highly variable depending upon locations. For example, in most of the cases, cocktail
application had lower grain I enhancement as compared to the application of I alone;
however, the results obtained in China and India were not consistent for unknown reasons.
The variation in ability of rice cultivars to translocate and deposit Zn into grains is well
documented [58-61], which might also affect I translocation and deposition into grains
when applied together with Zn and Se.

Therefore, the present study was designed to validate not only the foliar application
of Zn, I, and Se alone and in cocktail for rice biofortification but also the proficiency of
contrasting rice cultivars (having different yield potential and phenotypic characteristics
such as plant height, leaf area index, and ear length) in translocating and depositing these
nutrients into grains from their foliage. To the best of our knowledge, this is the first study
investigating the effect of foliar application of micronutrient cocktail (Zn, I, and Se) on the
grain nutritional quality of four diverse “Basmati” rice cultivars under similar climatic
conditions. We studied also the changes in grain concentrations of iron (Fe), copper (Cu),
manganese (Mn), and calcium (Ca) under given experimental conditions to investigate
whether foliar application of the mentioned micronutrients either individually or their
cocktail has an effect on the grain accumulation of Fe, Cu, Mn, and Ca.

2. Materials and Methods
2.1. Experimental Site and Soil Characterization

A field study was conducted during July-November 2017 at the Research Station of
Engro Eximp. (Private) Limited, Sheikhupura, which is situated in the rice belt of Punjab
province, Pakistan. Before experimentation, representative plough-layer soil (0-20 cm)
was sampled and analyzed for salient physicochemical properties (Table 1). The electrical
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conductivity (EC) and pH of the soil were measured in 1:1 soil-water extract [62]. Soil
texture, organic carbon, and calcium carbonate equivalent were determined according to
Bouyoucos [63], Jackson [64], and FAO [65], respectively. Soil Zn was determined by extrac-
tion with diethylene triamine pentaacetic acid (DTPA) following the procedure described
by Lindsay and Norvell [66], I was determined by extraction with tetramethylammonium
hydroxide (TMAH) following Zia et al. [30], and Se was determined by extraction with
KH, PO, following Dhillon et al. [67].

Table 1. Physicochemical properties of soil of the experimental field.

Parameter Unit Value

Texture Sandy loam

pH1:1 8.30

EC14 dSm™! 0.65

CaCOj equivalent 2100 g~ soil 3.54

Organic carbon g 100 g~ ! soil 0.46

NaHCOj; extractable P mg kg*1 soil 26.0

NH4OACc extractable K mg kg{1 soil 77.0

TMAH extractable I * ug kg_1 soil 0.20

KH, PO, extractable Se * ug l<g*1 soil 12.0

DTPA extractable Zn * mg kg_1 soil 1.09

* The concentration of I and Se in soil was very low, and that of Zn was adequate for plant growth.

2.2. Crop Husbandry

For nursery raising, the seed bed was flood-irrigated and puddled twice, with a one-
week interval. Each puddling was followed by a planking. Two-day water-moistened
seeds of four rice cultivars, viz., Basmati-515, Chenab Basmati, Kisan Basmati, and Super
Basmati, were sown using a seed rate of 12.5 kg ha~! nursery area. To prepare for nursery
transplanting, the experimental field was repeatedly puddled and planked in standing
water with an interval of one week. Thirty-day-old rice seedlings were manually trans-
planted at a plant-plant and row-row distance of 20 cm. The size of each experimental
plot was 10 m?. Basal fertilizers, comprising of 130 kg N (urea), 90 kg P,Os (diammonium
phosphate, DAP), and 60 kg KO (sulfate of potash, SOP) per hectare, were applied by the
broadcast method. A full dose of DAP and SOP and one-half dose of urea were applied at
the time of nursery transplanting while the remaining quantity of urea was applied in two
equal splits after 25 and 50 days of transplanting. Zinc was applied at the rate of 9 kg ha™!
as ZnSOy4-7H,0 three weeks after nursery transplantation. To control rice stem borer and
rice leaf folder, two applications of Cartap (Cartap Hydrochloride) were made at the rate
of 22.5 kg ha~! during the 3rd week of August and 1st week of September. To protect the
crop from fungal attack, Nativo (trifoxystrobin and tebuconazol) was sprayed at the rate
of 160 g ha~! before and after panicle emergence. Actara (neonicotinoids) was sprayed at
the rate of 60 g ha~! to control the plant hopper. The experimental field was flooded with
canal water as and when required throughout the growth period.

2.3. Treatment Application

The experiment comprised of five foliar treatments: (T1) control (i.e., two foliar sprays
of distilled water only); (T2) two foliar sprays of 0.05% potassium iodate (KIO3); (T3) two
foliar sprays of 0.0024% sodium selenate (NaySeQOy); (T4) two foliar sprays of 0.5% zinc
sulfate heptahydrate (ZnSO4-7H,0); and (T5) two foliar sprays of a cocktail of the above
three micronutrient solutions. First, foliar spray was applied one week prior to the rice
heading stage (Zadoks Scale 41), and the second spray was made one week after heading,
i.e., at the early grain milk stage (Zadoks Scale 59). Spray solutions of all micronutrients
contained 0.05% detergent powder (Surf) as a surfactant. Based upon previous experiences,
an 800 mL spray solution was applied to each experimental plot of 10 m? (equivalent
to 800 L per hectare). This quantity of solution was enough to wet most of the leaves



Agronomy 2021, 12, 49

50f16

without run-off. For higher absorption of the applied micronutrients, foliar sprays were
realized late in the evening to avoid the immediate evaporation of water. The experimental
treatments, each having four replicates, were arranged in a randomized complete block
design. Following each foliar spray, the plants were carefully observed to see if the spray
solutions were toxic for plant leaves. At maturity, the crop was harvested when grain
moisture content reached 14%. After harvesting, plants were threshed using a pedal-driven
mini thresher to separate the grains, and yield data were recorded. The grains were washed
by using deionized water and dried at 65 & 5 °C for 72 h in a forced air oven and manually
dehusked to obtain brown rice, which was used for analyzing mineral concentrations.

2.4. Elemental Measurements

The I concentration in brown rice grains was analyzed following the method described
by Cakmak et al. [21]. This method is highly sensitive and can detect I concentration even
below 10 pg kg~ ! grain. Briefly, 0.25 g (10 mg) of dried and ground brown rice grains
were digested with 20 mL of 1.25% tetramethylammonium hydroxide in a closed-vessel
microwave digestion system (MRAS6, CEM Corp., Charlotte, NC, USA) adjusted to 90 °C
for 1 h. The cooled extracts were centrifuged for 20 min at 5000 rpm, diluted to 1:1 by
volume with double deionized water (4 uS cm~! at 25 °C), and filtered in caped plastic
vials. Iodine concentrations in the digests were measured by inductively-coupled plasma
mass spectrometer (7700 Series, Agilent Technologies, Santa Clara, CA, USA).

For the determination of other minerals including calcium (Ca), copper (Cu), iron
(Fe), manganese (Mn), Se, and Zn, brown rice grains were digested in a mixture of nitric
acid and perchloric acid (HNO3-HCIO,) following the protocol of AOAC [68]. Briefly,
1.0 g of each grain sample contained in a conical flask was initially digested in 5 mL of
concentrated HNOj; at 100 °C using a hotplate until most of the dark brown fumes had
gone. The mixtures were cooled; then, 1 mL of HCIO4 was added to each mixture and
reheated at 180 °C until dense white fumes of HCIO,4 appeared. The digests were cooled,
diluted to 50 mL with double deionized water, and stored in capped plastic bottles after
filtering through Whatman filter paper No. 42. Elemental concentrations in the digests
were measured by inductively coupled plasma mass spectrometry (7700 Series, Agilent
Technologies, Santa Clara, CA, USA). The concentrations of the elements in blank were
subtracted from their concentrations in the samples.

2.5. Statistical Analyses

The data were statistically analyzed following two-way analysis of variance (ANOVA)
and means were compared by the Least Significance Difference (LSD) test at a confidence
level of 95% [69]. For grain concentrations of I, Se, and Zn, only relevant treatments were
included in the statistical analysis, while for grain yield and concentration of Ca, Cu, Fe,
and Mn in grains, all the treatments were included. Statistics 9.0 computer software was
used for data analysis.

3. Results
3.1. Grain Yield

Foliar sprays of micronutrients, separately or as a cocktail, did not exhibit any visible
detrimental effects on rice leaves. The effect of foliar micronutrient treatments on the grain
yield of all rice cultivars was non-significant. However, grain yields differed significantly
among the rice cultivars and exhibited following grain yield order: cv. Chenab Basmati >
cv. Kisan Basmati > cv. Super Basmati > cv. Basmati-515 (p < 0.05; Table 2).
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Table 2. Effect of foliar treatments on paddy yield (Mg ha™!) of different cultivars of Basmati rice.

Treatment ? Basmati-515 Chenab‘ Kisan . Super . Mean
Basmati Basmati Basmati
Control 3.24 +0.02 498 £0.29 436 £0.16 3.76 £0.10 4.09
Foliar KIO3 3.28 £ 0.14 4.80 + 0.06 4.48 +0.10 3.67 = 0.26 4.06
Foliar NaySeOy4 3.13 £0.15 5.10 £ 0.13 4.46 £ 0.06 3.83 +0.17 413
Foliar ZnSOy4 320+ 0.14 495+ 0.25 437 £0.10 3.85 + 0.06 4.09
Foliar Cocktail 3.21 +£0.10 4.98 +0.32 4.53 +0.09 3.60 = 0.10 4.08
Mean 32la* 4.96 a 444Db 3.74 c

2 Control, two foliar sprays of distilled water; Foliar KIO3, two foliar sprays of 0.05% KIOs; Foliar Na;SeOy,
two foliar sprays of 0.0024% Na;SeOy; Foliar ZnSOy, two foliar sprays of 0.5% ZnSO,-7H,O; Foliar Cocktail,
two foliar sprays of a mixture of 0.05% KIO3, 0.0024% Na;SeO4 and 0.5% ZnSO,-7H, 0. * Values (means + SE)
within a row followed by different letters differed significantly at p = 0.05. LSD: Cultivar = 0.205, Treatment = NS,
Cultivar x Treatment = NS.

3.2. Iodine Concentration in Brown Rice

The main effects of cultivars and foliar treatments as well as their two-way interaction
significantly affected the I concentration in brown rice (p < 0.01; Figure 1). With control
treatment (foliar sprays of distilled water only), the I concentration in brown rice was very
low, i.e., ranging between 8 and 18 pg kg !, irrespective of cultivar. The foliar application
of KIO3 and cocktail treatment substantially (p < 0.01) increased I concentration, ranging
from 5 to 28 folds, depending upon cultivar and treatment composition. Except for cv.
Basmati-515, increases in the I concentration of brown rice grains with foliar sprays of KIO3
and cocktail were statistically similar among the cultivars. In cv. Basamti-515, micronutrient
cocktail application reduced the effect of foliar I spray by almost 49% when compared with
the application of KIO3 alone.

400 OControl OFoliar KIO; MFoliar Cocktail

a 3

N W W

w0 O W

[N -}
1 1 1

200 - b b p
150
100 C

W
S

d d d d

Grain I concentration (pg kg'!)

Basmati-515 Chenab Basmati Kisan Basmati Super Basmati

Figure 1. Effect of foliar sprays of KIO3; (0.05%) alone or contained in a cocktail together with
ZnSOy4-7H,0 (0.5%) and NaySeOy (0.0024%) on I concentration in brown rice grains of different
Basmati rice cultivars. Control, two foliar sprays of distilled water; Foliar KIO3, two foliar sprays of
0.05% KIOs3; Foliar Cocktail, two foliar sprays of a mixture of 0.05% KIO3, 0.0024% NaSeO, and 0.5%
ZnSO,-7H,0. Bars (mean =+ SE) having different letters differ significantly at p = 0.05. LSD: Cultivar
=23.9, Treatment = 20.7, Cultivar x Treatment = 41.4.

Overall, cv. Kisan Basmati showed a substantially higher response to foliar treatment of
I resulting in two-fold higher brown rice I concentration as compared to other cultivars. The
average I concentration in brown rice with a foliar application of KIO3 alone or with cocktail
was 126 pg kg~! in cv. Basmati-515, 160 pug kg~ in cv. Chenab Basmati, 306 g kg~! in cv.
Kisan Basmati, and 153 pg kg ! in cv. Super Basmati.

3.3. Selenium Concentration in Brown Rice

The main effects of cultivars and foliar treatments as well as their two-way interaction
significantly affected brown rice Se concentration (p < 0.01; Figure 2). Similar to I, with
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control treatment (i.e., foliar sprays of distilled water only), the Se concentration in brown
rice of all rice cultivars was also very low, ranging from 39 to 50 pg kgfl, with no significant
cultivar effect. However, substantial increases in the Se concentration of brown rice, ranging
from nine to 16 folds, were found with the foliar application of Nay;SeO, and cocktail
treatments (p < 0.05) depending upon rice cultivar and treatment composition. Except for
cv. Kisan Basmati, in the remaining three cultivars, the foliar application of Na;SeO4 and
cocktail increased brown rice Se concentration to a similar extent. In cv. Kisan Basmati,
cocktail application reduced the effect of Se biofortification by 12% as compared to the
application of Na,;SeO4 alone (Figure 2). In addition, with a foliar application of NaySeQOy,
cv. Kisan Basmati accumulated the highest Se concentration, which was followed by cv.
Super Basmati > cv. Chenab Basmati = cv. Basmati-515. With foliar cocktail treatment,
brown rice Se concentration was significantly higher in cv. Kisan Basmati and cv. Super
Basmati than cv. Chenab Basmati and cv. Basmati-515. On average, the former group
of cultivars (i.e., Kisan Basmati and Super Basmati) contained 223 ug higher Se per kg
of brown rice than the latter group of cultivars (Chenab Basmati and Basmati-515); the
differences between the cultivars of both groups were non-significant.

1200 - OControl  OFoliar Na.SeOs B Foliar Cocktail
. a
i 1 |
E] 000 b b
g b
= 800 -
S ¢ od
§ cd cd c
§ 600 -
=)
3
&2 400 -
g
g
O 200 -
e e e e
0 ] ]
Basmati-515 Chenab Basmati Kisan Basmati Super Basmati

Figure 2. Effect of foliar application of Na;SeO, (0.0024%) alone or contained in a cocktail together
with KIO3 (0.05%) and ZnSOy4-7H,0O (0.5%) on Se concentration in brown rice grains of different
Basmati rice cultivars. Control, two foliar sprays of distilled water; Foliar Nay;SeOy; two foliar sprays
of 0.0024% NaySeOy; Foliar Cocktail, two foliar sprays of a mixture of 0.05% KIO3, 0.0024% NaySeOy,
and 0.5% ZnSOy4-7H;,0. Data bars (mean + SE) having different letters differed significantly at p =
0.05. LSD: Cultivar = 57.6, Treatment = 49.9, Cultivar x Treatment = 99.8.

3.4. Zinc Concentration in Brown Rice

The main effects of cultivars and foliar treatments on brown rice Zn concentration were
significant, while their interaction was non-significant (Table 3). The grain Zn concentration
of the control treatment (with water application) in the rice cultivars was between 14 and
19 mg kg ! and differed significantly among rice cultivars. With control treatment, brown
rice Zn concentration was higher in cv. Kisan Basmati and cv. Super Basmati compared to
cv. Basmati-515 and cv. Chenab Basmati. Foliar applications of ZnSO, and cocktail were
equally effective in increasing brown rice Zn concentration, irrespective of the cultivar, and
they caused an enhancement of 5-6 mg per kg of brown rice Zn concentrations. With foliar
ZnSO4 and cocktail, the cultivars maintained their inherent order with respect to brown
rice grain Zn concentration; i.e., the cultivars having higher Zn concentration in brown
rice with control treatment also had higher Zn concentration with foliar spray of ZnSOy or
cocktail by the same magnitude.
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Table 3. Effect of foliar treatments on Zn concentration (mg kg~! grain) in brown rice grains of
different Basmati cultivars.

Treatment 2 Basmati-515 Chenab. Kisan . Super . Mean
Basmati Basmati Basmati
Control 14.8 £ 0.42 13.6 - 0.60 18.5 +0.34 19.0 £ 0.32 165b*
Foliar ZnSOy4 20.7 + 0.54 19.7 £ 0.70 23.2 £ 0.55 24.5 £+ 0.30 22.0a
Foliar Cocktail 21.4 +£0.34 19.8 + 0.68 24.0 £+ 0.31 24.3 +0.28 223a
Mean 19.0b* 17.7 ¢ 219a 22.6a

2 Control, two foliar sprays of distilled water; Foliar ZnSOy, two foliar sprays of 0.5% ZnSO4-7H,O; Foliar Cocktail,
two foliar sprays of a mixture of 0.05% KIOj3, 0.0024% NaySeOy, and 0.5% ZnSO4-7H,0. Values (means =+ SE)
within a column or row followed by different letters differ significantly at p = 0.05. * LSD: Cultivar = 0.69,
Treatment = 0.80, Cultivar x Treatment = NS.

3.5. Copper, Iron, Manganese, and Calcium Concentrations in Brown Rice

Foliar treatments did not affect concentrations of Cu, Fe, and Mn in brown rice,
irrespective of cultivars; however, the differences among cultivars were significant for all
micronutrients (p < 0.05; Table 4). On average, the highest Cu concentration in brown
rice was recorded in cv. Kisan Basmati (3.5 mg kg~!) followed by cv. Super Basmati
(2.9 mg kg™ 1), cv. Chenab Basmati (2.3 mg kg~ 1), and cv. Basamati-515 (2.0 mg kg 1);
however, the last two cultivars had statistically similar concentrations. The cultivar-wise
order of Fe concentration in brown rice was Super Basmati > Kisan Basmati > Chenab
Basmati > Basmati-515. Brown rice Min concentration was also higher in cv. Super Basmati
than the rest of the three cultivars having statistically similar Mn concentrations. The
calcium concentration in brown rice of cv. Kisan Basmati and cv. Super Basmati was
significantly higher (up to 37%) than cv. Basmati-515 and cv. Chenab Basmati (p < 0.05;
Figure 3). On average, the former group contained 39 mg higher Ca per kg of grains than
the latter group, and differences between the cultivars within groups were non-significant.
Compared to control treatment, foliar micronutrient treatments did not affect grain Ca
concentration in cv. Basmati-515 and cv. Chenab Basmati. However, there was a statistically
significant decreasing trend in grain Ca concentration with foliar application of KIO; in cv.
Kisan Basmati and both by KIO3 and cocktail in cv. Super Basmati (p < 0.05; Figure 3).

200 4 O Control OFoliar KIOs B Foliar Na>SeO. BFoliar ZnSO.4 M Foliar Cocktail
a a
_ be b =rbeibed
50160 - e d
- e
£ gE
= 120 -
2
g
= 80 A
3
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s 40 A
O
g
E 0
Basmati-515 Chenab Basmati  Kisan Basmati Super Basmati

Figure 3. Effect of foliar sprays of KIO3; (0.05%), NaSeOy (0.0024%), and ZnSOy4-7H,0O (0.5%)
alone or together as a cocktail on Ca concentration in brown rice grains of different Basmati rice
cultivars. Control, two foliar sprays of distilled water; Foliar KIO3 two foliar sprays of 0.05% KIO3,
Foliar Na;SeOy, two foliar sprays of 0.0024% Na,SeOy; Foliar ZnSOy, two foliar sprays of 0.5%
ZnSOy-7H;0; Foliar Cocktail, two foliar sprays of a mixture of 0.05% KIOj3, 0.0024% NaySeO4 and
0.5% ZnSO4-7H;0. Data bars (mean + SE) having different letters differ significantly at p = 0.05. LSD:
Cultivar = 4.37, Treatment = NS, Cultivar x Treatment = 9.76.
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Table 4. Effect of foliar treatments on Cu, Fe, and Mn concentration in brown rice grains of different

Basmati cultivars.

Treatment 2 Basmati-515 Chenab Basmati Kisan Basmati Super Basmati Mean
Cu (mgkg™!)
Control 1.7 £ 0.07 2.2+ 0.09 3.6 +0.14 3.0+0.11 2.6
Foliar KIO3 2.1+ 0.05 2.5+ 0.04 35+0.15 3.0+0.13 2.8
Foliar NaySeOy 1.9 £0.01 2.3+ 0.05 35+0.16 2.8 +0.07 2.6
Foliar ZnSOy4 2.1+ 0.09 2.2+ 0.01 3.6 +0.13 3.14+0.10 2.7
Foliar Cocktail 2.0 £ 0.06 2.4+ 0.04 34+0.13 2.6 +0.05 2.6
Mean 20c* 23c¢ 35a 29b 2.6
Fe (mgkg ™)
Control 7.9 +£042 8.6 +0.51 10.8 £ 0.36 11.3 £ 0.60 9.7
Foliar KIO3 8.3 +0.35 8.7 +0.27 10.2 £ 0.24 11.0 £ 0.28 9.5
Foliar NaSeOy 7.6 £ 0.07 9.2+ 0.57 11.1 £0.29 10.6 £ 0.1 9.6
Foliar ZnSOy4 8.4+ 041 9.2+0.25 10.2 £0.13 11.2 £ 0.33 9.7
Foliar Cocktail 8.7 £0.15 9.0+ 045 11.2 +£0.44 11.0 £ 0.45 10.0
Mean 82c 89b 10.7 a 11.0a
Mn (mg kg ™)
Control 17.7 £ 043 17.3 £ 1.04 17.6 £ 0.45 22.0 £+ 0.35 18.6
Foliar KIO3 19.0 £ 0.53 179 £ 0.76 18.1 £0.44 224 +0.79 19.3
Foliar NaySeOy 18.1 +0.31 179+ 0.78 19.6 + 0.20 23.0 £0.82 19.7
Foliar ZnSOy4 17.7 £ 0.35 17.9 £ 0.65 172 £0.73 234+ 0.84 19.0
Foliar Cocktail 18.6 £ 0.04 18.2 £ 045 19.2 £0.29 21.6 £ 0.54 194
Mean 18.20b 17.83b 18.33b 2251 a

2 Control, two foliar sprays of distilled water; Foliar KIO3, two foliar sprays of 0.05% KIO3, Foliar NaySeOy; two
foliar sprays of 0.0024% NaySeOy; Foliar ZnSOy, two foliar sprays of 0.5% ZnSO,-7H,O; Foliar Cocktail, two
foliar sprays of a mixture of 0.05% KIO3, 0.0024% NaySeOy, and 0.5% ZnSO,-7H,0. * Values (means + SE) within
a row followed by different letters differed significantly at p = 0.05. LSD: Fe: Cultivar = 0.45, Treatment = NS,
Cultivar x Treatment = NS. Cu: Cultivar = 0.15, Treatment = NS, Cultivar x Treatment = NS. Mn: Cultivar = 0.75,
Treatment = NS, Cultivar x Treatment = NS.

4. Discussion

In this field experiment, conducted in the rice belt of the Punjab province of Pakistan,
the effect of foliar-applied I, Se, and Zn, either individually or as a cocktail, was studied
on the biofortification of these micronutrients in four cultivars of Basmati rice having
contrasting characteristics such as different yield potential and phenotypic characteristics
including plant height, leaf area index, and ear length.

In general, this study revealed that foliar treatments of I, Se, Zn, or cocktail did
not affect rice grain yield; however, substantial increases in I and Se concentrations and
moderate increases in Zn concentration in brown rice were recorded irrespective of cultivar
(p < 0.05; Table 2, Figures 1 and 2). The lack of grain yield enhancement with foliar
applied Zn treatment is attributed to adequate DTPA-extractable Zn concentration in the
experimental field soil (i.e., >1.0 mg kg~ soil; Table 1; [70]), because of Zn application
as basal fertilizer in the whole filed, and is in line with previous studies [58]. The low
inherent I concentrations in the brown rice of all the cultivars are well explained by the
negligible concentration of I in the experimental soil (Table 1). It might also be related to
the poor phloem transport of 1, as suggested and discussed several times in the previous
studies [29,52,58]. This is highly consistent with earlier observations of very minimal I
concentration in rice grains in the absence of foliar I application.

For example, in Japan, the I concentration of polished rice collected from 20 different
field sites varied between 1.4 and 18 pg kg~!, with a mean value of 3.6 ug kg~! [29].
Similarly, the I concentration in field-grown rice grains was reported to be between 5 and
9 pg kg1 [28]. In the present study, foliar application of KIO3, alone as well as in cocktail
with Zn and Se, immensely increased I concentration in brown rice (Figure 1). Similar to
the results of the present study, Cakmak et al. [28] also reported that the foliar application
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of 0.05% KIOj resulted in substantial increases in brown rice I concentration in Brazil and
Thailand. In contrast to the results presented in this study for rice, foliar I spray did not
result in marked increases in fruit I concentrations of apple and pears. The increases found
were minimal but suggested to have an important potential to contribute to human dietary
Iintake [52,53,55]. In our study, except for cv. Basmati-515, the foliar application of KIO3
alone or in cocktail was equally effective in improving grain I concentration. It means that
concentrations and forms of Zn and Se used in the cocktail neither antagonize I absorption
in rice leaves nor its translocation to rice grains. Zou et al. [22] and Prom-u-thai et al. [58]
also reported the lack of antagonistic effects of forms and application rates of Zn, Se, and Fe
on I absorption and translocation in wheat and rice, respectively. In fruit trees, the addition
of Na selenate in the I-containing solution did not affect fruit I concentration [55]. It has
been observed that the foliar application of either KIO; or KI in combination with calcium
fertilizers, fungicides, or insecticides did not affect the absorption of I in butterhead lettuce;
rather, it enhanced I absorption in some cases [71]. In our study, among cultivars, the mean
increase in grain I concentration in cv. Kisan Basmati grains was much higher than the
increase recorded in other cultivars. The reason for this genotypic variation could not be
understood and could be due to the higher absorption of I in leaves or its more effective
translocation from leaves to grains. Cakmak et al. [21] reported that the absorption and
translocation of foliar-applied I to grains was highest in wheat, medium in rice, and least in
maize. Although cv. Chenab Basmati had a brown rice I concentration similar to cv. Basmati
515 and cv. Super Basmati, when compared in terms of grain yield, cv. Chenab Basmati
seems far more superior to the rest of the studied cultivars in assimilating foliar-applied I.
The lower I concentration could be attributed to the dilution effect. It might be also quite
possible that a part of the increase in grain I concentration could be a consequence of a direct
fortification (i.e., contamination) of seeds by foliar spray, as suggested earlier [21,57,58]. If
this was the case, the genotypic variation in grain I concentrations following foliar sprays
might be also related to the differential exposure of ears or florets to foliar sprays during
the 2nd foliar spray that was made during the early milk stage. Studies are needed to
investigate the extent of direct seed contamination in cereals with I through foliar spray of
I-containing products.

In populations where rice contributes 75% of daily caloric intake, it may be supposed
to provide at least the same proportion of recommended dietary allowance (RDA) of I,
i.e., about 112 pug I out of 150 ug total RDA per day. Assuming 400 g daily per capita
consumption of rice, having an I concentration of 158-306 g kg !, which was achieved
with foliar-applied KIO; or a cocktail to various Basmati cultivars used in this study, could
deliver 63-122 ug daily I intake, i.e., about 40-80% of RDA. This assumption stands true
only if there are no I losses during processing and cooking, and 100% of the grain I is
bioavailable. However, Cakmak et al. [57] reported that upon boiling, 40% of I contained in
agronomically I biofortified brown rice is lost possibly due to the leaching of I from kernels
to boiling water or the evaporation of I from boiled water. Moreover, they also found that
only 50% of the I present in boiled rice is bioaccessible in the small intestine. This implies
that after accounting for 40% loss on boiling and 50% bioaccessibility of I in boiled rice,
the consumption of 400 g biofortified brown rice grains obtained in this study can provide
19-36 ug I daily. Although this supplementation of I from biofortified brown rice is much
higher as compare to control, its overall contribution to RDA is low. Hence, these authors
suggested that for the optimal use of I in biofortified rice grains, rice food preparation
methods must be reconsidered to lower I loss and get the maximum content in the prepared
food. For example, instead of boiling, rice can be steamed. Goindi et al. [72] reported
37% loss 1 from salt by boiling and only 20% by steaming. Alternatively, the quantity
of water used for boiling may be reduced to just match the saturation requirements of
rice grains. More importantly, to account for I losses during the polishing of rice and
preparation of food, future research is warranted to further increase the I concentration
in agronomically biofortified brown rice through developing rice cultivars efficient in
the absorption, translocation, and deposition of micronutrients into grains through the
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application of classical and modern plant breeding techniques. For example, in case
of wheat, Zn biofortified cultivars developed under HarvestPlus (www.harvestplus.org;
Accessed on 11 November 2021) program were more efficient in accumulating Zn in grains
as compared to standard cultivars (unpublished results). Overall, the foliar application of I
fertilizer to rice could substantially contribute to meet the RDA of I in human populations
consuming rice as a staple diet.

Likewise, the inherent Se concentration in the brown rice grains of all the cultivars
was low, and with the foliar application of Na;SeO4 alone or contained in the cocktail, it
increased substantially, from a mean value of 54 to 760 ug kg~! (p = 0.05; Figure 2). All
cultivars responded equally to the foliar application of Na,;SeO;, alone or in cocktail except
for cv. Kisan Basmati, which outperformed other cultivars when sprayed with NaySeOy,
alone; however, with cocktail treatment, this cultivar maintained grain Se concentration at
the level of cv. Super Basmati (Figure 2). The absorption and phloem mobility of Se is well
documented in plants [73-75] and is confirmed in this study by the efficient deposition of
Se in rice grains. Cakmak et al. [57] found the foliar application of Se along with I and Zn
as a feasible technique for improving rice grain Se concentration. Similarly, the combined
application of Se and Zn was highly effective in increasing the grain concentration of these
micronutrients in rice [54]; however, a dose and cultivar-dependent antagonistic effect of Zn
was observed on grain Se concentration, as shown in the case of cv. Kisan Basmati (Figure 2)
in the current study. Moreover, the higher Se concentration of cv. Super Basmati is directly
related to the concentration effect of lower grain yield as compared to other cultivars,
especially cv. Chenab Basmati. However, as was observed in the case of I, cv. Kisan Basmati
outperformed all cultivars in terms of Se concentration in brown rice in spite of the higher
grain yield as compared to cv. Super Basmati and cv. Basmati 515 (Table 2), which could
be attributed to the efficient absorption, translocation, and deposition of foliar-applied Se.
Future studies should focus on better understanding the genotypic variation in absorption
and seed deposition of foliarly applied Se.

It was quite encouraging to observe that in the present study, the Se concentration
achieved in the brown rice of all the Basmati cultivars was higher than the target level of
300 pg kg~!. Most often, polished rice is used for human consumption and not brown
rice. Since most of the Se is located in the outer aleurone layer of the rice grain, up to
34% of Se can be lost during the polishing of rice [76]. Moreover, Se is also lost during
the boiling of rice for food preparation [77]. Therefore, higher values of Se in brown rice
are advantageous, as its leftover quantity after polishing would be in the adequate range
in the polished rice. This suggests that a 600 to 800 L solution of 0.001% NaySeOy (i.e.,
42 g Se ha1), in combination with Zn and I, is a suitable dose to obtain the desired levels
of Se in rice grains.

Inherent Zn concentration in brown rice grains in the tested Basmati cultivars ranged
between 13.6 and 19.0 mg kg ~!; cv. Kisan Basmati and cv. Super Basmati had a 4-5 mg kg !
higher Zn concentration in brown rice than cv. Basmati-515 and cv. Chenab Basmati
(Table 2). Martinez et al. [78] also observed a narrow range of Zn concentration, i.e., 20—
25 mg kg, in 11,400 samples of brown rice. In our study, the foliar application of ZnSOj
alone or in cocktail resulted in an equal net increase of 5-6 mg Zn kg ! brown rice of all
Basmati cultivars; the Basmati cultivars maintained their inherent order with respect to Zn
concentration in brown rice grains, i.e., cv. Super Basmati > cv. Kisan Basmati > cv. Basmat-
515 > cv. Chenab Basmati (Table 3). The higher concentration of Zn in the brown rice of cv.
Super Basmati is most likely attributed to the “concentration effect” of lower grain yield as
compared to other cultivars, while the opposite is true for cv. Chenab Basmati, which had a
lower grain Zn concentration but the highest yield among the cultivars studied (Table 2).
In line with grain Se and I concentration, cv. Kisan Basmati performed very well in terms of
Zn biofortification through standing at par with cv. Super Basmati in spite of significantly
higher (19%) grain yield as compared to cv. Super Basmati (Table 2). The equal effectiveness
of ZnSO; alone or contained in the cocktail, together with I and Se, for increasing the grain
Zn concentration in brown rice is in line with the previous studies [58]. It implies that the
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forms and quantities of I and Se used in the present study are compatible to combine with
Zn for the agronomic biofortification of rice through foliar fertilization. Contrary to the
above findings, Mangueze et al. [54] reported an antagonistic effect of Se on Zn absorption
in rice. This might be due to the reason that the dose of Se for foliar application used by
these researchers was much higher (i.e., 150 g Se ha=!) as compared to the much lower
dose used in our study (4.2 g ha~!). Mangueze et al. [54] have suggested that the dose
of Se for foliar spray may be reduced to avoid such deleterious interactions. Obviously,
by virtue of higher inherent Zn contents, cv. Super Basmati and cv. Kisan Basmati can
more effectively meet daily Zn intake requirements. The HarvestPlus [37] has set a target
value of 28 mg Zn kg~ ! rice grains for adequately meeting the daily intake requirements
of Zn for human populations consuming rice as a staple diet. Although the resultant Zn
concentrations in brown rice grains in the tested Basmati rice cultivars, with the foliar
application of Zn or cocktail treatment, were less than the target value of 28 mg Zn kg~ !,
still, the attained Zn levels represent a considerable increase over the inherent levels
(Table 3). Saha et al. [79] reported that the effect of foliar- and soil-applied Zn in enhancing
grain Zn concentration varied between 23.4 and 45.3% among the tested genotypes of
rice. However, in contrast to the results of our study, these researchers achieved the target
Zn concentration of 28 mg Zn kg ! rice grains of all the tested genotypes with two foliar
sprays of Zn at tillering and flowering growth stages. The larger quantity of Zn spray
solution (660-1320 L ha~!) used by these researchers, as compared to the spray solution
volume used in our study (800 L ha~!), may explain these contradictory findings in the
two studies. In addition, environmental factors and the use of different cultivars might
have also contributed to the differential absorption of foliar-applied Zn fertilizer. On the
other hand, in line with our results, Ram et al. [80] have also reported the same magnitude
of increase in brown rice Zn concentration (5-6 mg Zn kgf1 grains) in field grown rice
sprayed with 0.5% ZnSO4-7H;0 solution in India and China. Hence, to attain higher Zn
concentration in rice grains, the attributes such as stage of crop growth, Zn concentration
in spray solution, and volume of spray solution merit further investigations.

Concentrations of some other mineral nutrients were also analyzed in the rice grains
in order to study the effect of foliar treatments on their grain accumulation. Concentrations
of Ca, Cu, Fe, and Mn in brown rice differed significantly among Basmati rice cultivars;
cv. Kisan Basmati and cv. Super Basmati had a substantially higher concentration of these
mineral nutrients compared with cv. Basmati-515 and cv. Chenab Basmati. Clearly higher
grain Ca concentrations in cv. Kisan Basmati and cv. Super Basmati could be interesting
in terms of human Ca nutrition. Similar to micronutrient deficiencies, also human Ca
deficiency is a growing nutritional problem in human populations and suggested that the
biofortification of stable food crops with Ca through plant breeding would be a sustainable
solution to address human Ca deficiency [81].

Except for Ca, concentrations of Cu, Mn, and Fe were not negatively affected by
any foliar treatment (Table 4 and Figure 3). However, there was a statistically significant
decreasing trend in grain Ca concentration with the foliar application of KIO3 alone in
case of cv. Kisan Basmati and with KIO;3 as well as cocktail treatments in case of cv.
Super Basmati. It depicts that it was foliar application of I, as KIO3 alone and I, was
contained in the cocktail, and not Se and Zn, which had a minimal negative effect on
Ca concentration in rice grains. Xia et al. [82] have reported that the foliar application
of 0.2-0.3% ZnSO4-7H,0 solution did not affect the Ca concentration in grains of maize.
Although Mangueze et al. [54] have reported a decreasing trend in Ca concentration of
rice with foliar application of Se, their dose of foliar-applied Se was too high, and they had
recommended decreasing the dose for the Se biofortification of rice. Strawberries grown
in nutrient solution containing 2 and 4 mg Se L~! had similar concentrations of Ca, Cu,
Fe, and Mn to those grown without Se in nutrient solution [83]. Thus, in general, it could
be inferred that the applied foliar treatments had no or a negligible negative effect on the
concentrations of these mineral nutrients in brown rice grains.
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5. Conclusions

For the simultaneous biofortification of multiple Basmati rice cultivars with I, Se, and
Zn, combined foliar sprays of these micronutrients were found to be as effective as their sep-
arate foliar sprays—however, up to a variable extent, depending upon cultivars. Cultivar
Chenab Basmati had lower micronutrient concentrations as compared to cv. Super Basmati
and cv. Basmati 515, which was probably because of its higher grain yield. However, cv.
Kisan Basmati outperformed all of the studied cultivars in terms of nutritional quality un-
der foliar biofortification in spite of significantly higher grain yield than cv. Super Basmati
and cv. Basmati 515. Cultivar Kisan Basmati and cv. Chenab Basmati need characterization
for contrasting features important for agronomic biofortification. Since foliage did not
show any visual toxicity to foliar-applied micronutrients, it is also concluded that foliar
treatments with a higher concentration of Zn may be tested in cocktail to obtain a higher
concentration of Zn in rice grains. Moreover, the foliar application of the micronutrients did
not impart any negative effect on the concentration of other useful minerals in grains. Thus,
the combined application of I, Se, and Zn is recommended as an effective strategy along
with the selection of biofortification-efficient cultivars for enhancing the concentration of
these micronutrients in rice grains.
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