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Abstract: Potato plants are liable to PVY infection without efficient control. Therefore, they were
cultivated under greenhouse and open field conditions, artificially infected with PVY and then treated
after 15 days of infection with native lactoferrin (LF) and nativeβ-lactoglobulin (BL) and their esterified
forms, MLF (methylated lactoferrin) and BLM (methylated β-lactoglobulin) to test the efficiency of
this approach. Viral replication was inhibited by the applied substances, particularly the methylated
forms, in a concentration-dependent manner, where the concentration of 500 µg·mL−1 was sufficient
for plant protection against the PVY infection. An open field experiment showed that one single
application of the antiviral substance was enough for maximum inhibitory action against PVY.
The modified milk proteins induced higher inhibitory action on PVY virus replication in the plants,
compared to their native forms, which was reflected by potato growth and yield. Using the dot blot
hybridization and RT-PCR techniques to detect PVY in the experimental plants showed the supremacy
of native and esterified LF in inhibiting the targeted virus. The generally observed scanning electronic
microscopy (SEM) structural deformations and irregular appearance in PVY particles when treated
with MLF and BLM revealed their direct action. BLM, MLF and LF are efficient antiviral agents against
PVY. They can not only abolish the observed PVY-induced reduction in potato growth and tuber
yield, but also further increase them to higher levels than negative control.
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1. Introduction

Potato virus Y (PVY, species Potato virus Y, genus Potyvirus, family Potyviridae), is an ssRNA virus
that is transmitted by numerous species of aphids [1]. PVY has a wide host range, and, although it is
mainly limited to potato and tobacco, it infects other solanaceous crops [2,3]. PVY is widely considered
as an important pathogen affecting the yield and quality of potato plants [4], representing a serious
hindrance to the production and quality of seed potato. It has rapidly evolved in recent decades,
becoming a complex of strains evading many farm managements practices. The evolution of PVY
strains is continuously occurring, which is linked to several human influences, leading to the rapid
change in PVY populations [5]. The buildup of virus levels in the vegetative propagated crop gradually
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weakens the seed sources and reduces plant vigor and tuber yields over several generations. Thus,
the potato seed certification programs have monitored high virus loads every year, discarding huge
seed lots with excessive amounts of virus, thus limiting the number of generations during which
potatoes could be used for seed production [6]. Hence, PVY remains the major reason for the rejection
of seed lots when exceeding the tolerance limits [7].

Breeding PVY resistant cultivars have long been an important trait in European breeding programs
and is gaining traction in USA, but developing and accepting these new PVY resistant varieties will
take a long time [5]. The continuous viral evolution may also be capable of escaping this specific
resistance, and so other methodologies are still needed to manage PVY propagation. Aphids are
mostly capable of transmitting plant viruses including PVY. Although mineral oils were reported to be
successful in controlling aphids, managing aphids has only been partially successful in restricting PVY
propagation [8].

Thus, other interventions may be sought for future use. Some natural proteins may have inherent
antiviral activity and others may acquire this property by chemical modification [9,10]. Chemical
modification of proteins by esterification has been proven to be a good tool; it incurs an enhanced net
positive charge through neutralizing the free carboxyl groups of the side acidic amino acids [11–17].
This chemical change will enable the modified proteins to interact with many microorganisms
including viruses [15,18–23]. The interaction between the esterified proteins and DNA was visualized
in vitro through electrophoresis [24–26], by differential spectroscopy [27] and through affecting the PCR
amplification of DNA [24,25]. Furthermore, the in vivo replication of M13 bacteriophage and lactococcal
bacteriophages was evidently inhibited by the presence of esterified proteins [28,29]. Human and plant
viruses were also found to be susceptible to esterified milk proteins [30–36]. The present study was
designed to assess the potential antiviral inhibitory action of native and esterified milk proteins against
PVY infection in potato plants in the field to establish a new approach for controlling this virus.

2. Results

The data in Figure 1, derived from a preliminary experiment conducted under greenhouse
conditions, delineate the antiviral activity of native and methylated lactoferrin (LF and MLF) against
PVY infection in potato plants.

Viral inhibition was calculated according to the following equation:

Viral inhibition % = [(Cp−Cn) − (T −Cn)/(Cp−Cn)] × 100

where Cp is the positive control reading, Cn = the negative control reading and T is the treatment reading.
The substances were applied as a foliar spray at three different concentrations (100, 500

and 1000 µg mL−1) and the virus load was determined by the DAS-ELISA technique (double antibody
sandwich enzyme-linked immunosorbent assay) in the leaves of the treated plants after 7 and 21 days
of the treatment. The treatments inhibited viral replication in a concentration-dependent manner.
This trend was particularly evident when the measurements were made after 7 days of the treatment.
It can also be observed that there was no significant difference between the two higher concentrations
(500 and 1000 µg mL−1) either after 7 or 21 days. However, a considerable difference was seen
between the native and modified forms at the time points of examination. It can be concluded that
the concentration of 500 µg mL−1 is enough for protecting against PVY viral infection. The level of
viral inhibition continued after extending the time of examination to 21 days after treatment, showing
the stability of the antiviral action.
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Figure 1. Inhibition of PVY replication into potato plants by foliar spray with lactoferrin (LF) and 
methylated lactoferrin (MLF) at three concentrations (100, 500 and 1000 μg·mL−1 distilled water). The 
viral load was determined in potato leaves after 7 and 21 days by the double antibody sandwich 
enzyme linked immunosorbent assay (DAS-ELISA) method. Six representative plant samples out of 
a total of 15 plants/treatment were used in this analysis and the results were expressed as the means 
± SE. 
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Figure 1. Inhibition of PVY replication into potato plants by foliar spray with lactoferrin (LF)
and methylated lactoferrin (MLF) at three concentrations (100, 500 and 1000 µg·mL−1 distilled water).
The viral load was determined in potato leaves after 7 and 21 days by the double antibody sandwich
enzyme linked immunosorbent assay (DAS-ELISA) method. Six representative plant samples out of
a total of 15 plants/treatment were used in this analysis and the results were expressed as the means± SE.

The antiviral potentiality of BL (β-lactoglobulin), BLM (methylated β-lactoglobulin), LF and MLF,
applied as a single foliar spray at 500 µg mL−1 against PVY, was studied. The results in Figure 2
(upper graph) clearly indicated that all protein treatments could inhibit the PVY replication to different
degrees. Modified proteins (BLM and MLF) showed higher inhibitory action than their corresponding
native forms (BL and LF), i.e., 94 and 100% against 30 and 94%, respectively. We also noticed that there
were large differences between the two native forms, as LF (94%) was much stronger than BL (30%).
Complete inhibition of viral propagation was observed with MLF against the PVY.

Viral inhibition of PVY by single or double application (500 µg mL−1) of the tested substances
(applied 10 and 20 days after infection) was measured and the results are shown in Figure 2 (lower
graph). The data herein indicate that the modified proteins have considerably higher inhibitory effects
on the PVY replication than native proteins except for LF, where the difference between the modified
and the native was relatively low. For the modified milk proteins (BLM, MLF), or even the native LF,
there were no big differences between the double or single treatment.

Figure 3 demonstrates virus detection in potato plant leaves by dot blot hybridization in 10 plants
of each treatment taken at random 31 days after viral infection. It is seen that in potato plants treated
with native BL, the number of plants positive for the virus detection were 7, i.e., 70% of plants were
hosting the viral infection. For the plants treated with the BLM, the number of plants positive for
the viral detection was reduced to 60%. In plants treated with LF and MLF, the virus was not detected
in any treated plant sample.
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Figure 2. Inhibition of PVY replication in potato plants by application of different milk proteins
at a single treatment of 500 µg mL−1 distilled water after 15 days of infection. The antiviral action was
measured after 21 days of treatment by double antibody sandwich enzyme linked immunosorbent
assay (DAS-ELISA) (First experiment). The second experiment followed the design of the first
experiment except that plants were sprayed either once (after 10 days) or twice, after 10 and 20
days of viral infection, and the plant samples were assayed for virus load after 21 and 31 days of
the first spray. Six representative plant samples out of a total of 15 plants/treatment were used in this
analysis and the results are expressed as the means ± SE. Viral inhibition is calculated according to
the following equation:
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Figure 3. Detection of PVY in the leaves of treated potato plants using dot blot hybridization technique
in the leaves of potato cultivated under open field conditions and treated once with 500 µg mL−1

(15 days after the viral infection) of BL and LF or BLM and MLF. The numbers from 1 to 10 refer to
different potato plant samples of the same treatment and + ve is the positive control. The negative
control was run separately and did not show any spot (data not shown). Ten representative plant
samples out of a total of 15 plants/treatment were randomly selected and used in this analysis.
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Based on the dot blot hybridization technique results, it seems that both native and modified
proteins have antiviral action against the replication of the PVY in potato plants. For β-lactoglubulin,
esterification has augmented the antiviral action against PVY but there was no difference between
native and esterified forms of LF. The native LF is already a basic protein and thus has the potentiality
of viral interaction as previously reported [37].

Viral inhibition % = [(Cp−Cn) − (T −Cn)/(Cp−Cn)] × 100

where Cp is the positive control reading, Cn = the negative control reading and T is the treatment reading.
Using RT-PCR, the data in Figure 4 confirm the data obtained by DAS-ELISA and dot-blot

hybridization that the modified proteins generally have enhanced antiviral action against potato virus
PVY, more than their native forms, except LF, which is highly active in its native form. Both LF and MLF
achieved 100% viral elimination, against 60% in the case of BLM.
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Figure 4. Detection of PVY in potato leaves using one step RT-PCR guided by Verso TM one step
RT- PCR kit (Thermo scientific) and visualized by gel electrophoresis in the leaves of potato plants
cultivated under open field conditions receiving a single application of 500 µg mL−1 of LF and BL, or
their methylated forms, (MLF and BLM, respectively). Six representative plant samples out of a total of
15 plants/treatment were used in this analysis.

The images of scanning electronic microscopy (SEM) in Figure 5 (60,000×) show that the presence
of MLF in the medium of the virus-infected plant cells could protect them against viral action. The viral
morphological appearance of the untreated virus shows a regular filamentous viral particle, while
the one treated with MLF seems rather cracked and irregular. The SEM of the BLM-treated virus is
quite similar to the MLF-treated virus (image not is shown).

The influence of BL, BLM, LF and MLF (500 µg mL−1) on the yield traits of potato plants infected
with PVY are shown in Table 1. The plants infected with PVY showed a 19.2% reduction in the total
yield of potato tubers/feddan. Treatment with the modified proteins has not only prevented the yield
loss caused by the virus but shown relative increases compared to the negative control. BLM and MLF
incurred additional yield increases over the negative control amounting to 18 and 13%, respectively.
The relative increases in potato tuber yield compared to the positive control were 48% and 42% in
the case of BLM and MLF, respectively. Other yield traits (fresh, dry weight, plant height, no. of
shoots, no. of tubers and weight of tubers/plant) were also promoted by the action of the modified milk
proteins. The dry weight of the whole plant was also clearly influenced by all treatments. The viral
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infection reduced the dry weight by about 6% compared to the negative control. Treating the infected
plants with the native protein forms (BL and LF) enhanced the plant dry weight by about 13 and 14%
over the negative control, respectively. Moreover, treating the infected plants with the modified
protein forms (BLM and MLF) increased their dry weight by about 32 and 38% over the negative
control, respectively.
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Table 1. Effect of antiviral BLBLM, LF and MLF (500 µg mL−1) on the yield traits of potato plants
infected with potato virus Y (PVY). Viral artificial infection was conducted 30 days after plantation
and the foliar spray of the treating substance was applied 15 days after the viral infection.

Parameters NC * PC ** BL BLM LF MLF

No. of shoots 3.10 ± 0.14 a 4.4 ± 0.14 d 3.4 ± 0.14 b 3.8 ± 0.14 c 3.15 ± 0.21a 3.8 ± 0.14 c
Plant height (cm) 58 ± 0.07 d 52.55 ± 0.78 a 54.8 ± 1.13 c 54.95 ± 0.64 c 53.75 ± 1.06 b 53 ± 0.57 b

No of tubers/plant 6.05 ± 0.07 a 6.265 ± 0.09 b 6.515 ± 0.16 c 6.985 ± 0.12 e 6.2 ± 0.14 b 6.79 ± 0.08 d
Fresh weight (g) 382 ± 2.83 b 348.5 ± 2.12 a 356 ± 4.24 c 456.5 ± 3.54 c 356.5 ± 2.12 c 441.5 ± 2.12 d
Dry weight (g) 60.5 ± 0.78 b 56.75 ± 1.06 a 67.365 ± 1.9 c 79.4 ± 1.98 d 68.45 ± 2.05 c 83.7 ± 0.99 e

Tubers/plant (g) 396.50 ± 2.1b 346.5 ± 3.54 a 433 ± 1.41 c 516 ± 1.41 e 431.5 ± 2.12 c 494 ± 2.83 d
Total yield

(ton/feddan) 8.27 ± 0.09 b 6.6 ± 0.14 a 8.53 ± 0.18 c 9.79 ± 0.13 de 8.155 ± 0.08 b 9.36 ± 0.08 d

% Increase/NC - - 3 18 −1 13
% Increase/PC - - 29 48 23 42

Data are the means of two successive seasons ± SE (15 plants/treatment for each season). Different letters in the same
row indicate significant difference * Negative control (received neither viral infection nor treatment), ** Positive
control (received viral infection but not treatment). The data of all 15 plants/treatment were used in this analysis
and the results are expressed as the means ± SE. Different letters in the same row indicate significance at p < 0.05.

3. Discussion

The esterification extent of both BLM and MLF was 100% and the isoelectric point was 9.5 and 10.5,
against 4.5 and 8.5 for BL and LF, respectively (data not shown). These high iso-electric points (IEPs) as
well as the increased hydrophobicity incurred by esterification, may explain their bio-reactivity against
the virus.

The data derived from the preliminary experiment suggest the presence of a proportional relation
between the tested substance concentration and its antiviral action against PVY. LF is a previously
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reported antiviral [37], whose increased antiviral activity by esterification is due to an increase
in both the net positive charge and the hydrophobicity [15,17,22,38]. It could be concluded that
the concentration of 500 µg mL−1 is sufficient for protecting plants against PVY infection. The small
difference (10%) between the native and modified LF in the antiviral action, indicates the original high
activity of native LF. The absence of important differences between the viral load after 7 and 21 days of
treatment proves the stability of the antiviral action of this substance, at least for 21 days.

The two open field experiments showed that the modified milk proteins (BLM, MLF) had higher
inhibitory action on virus propagation in plants compared to their native forms, probably due to
the augmented positive charges incurred by the esterification reaction. The lower difference between
native and modified LF is probably due to their close IEPs (9.5 and 10.5, respectively as compared to
the large difference between BL and BLM (4.5 and 8.5, respectively). The relatively higher antiviral
action of MLF compared to BLM may also originate from its higher IEP (10.5 against 8.5, respectively).

The dot blot hybridization technique has also confirmed the supremacy of native and esterified
LF in inhibiting PVY and the superiority of BLM over BL as a result of the esterification process.
This technique indicated the absence of PVY in plants treated with either LF or MLF as the native form
is already a basic protein and has the potential to interact with the virus [37,39].

RT-PCR confirmed the results obtained by dot blot hybridization. Although this technique could
spot the difference between the modified protein BLM and BL, it could not detect any difference
between MLF and LF, since the latter is originally highly active [39].

The SEM images of PVY hosted in potato plants leaves, subjected to MLF, showing evident
structural deformations and irregular appearance, confirm the direct action of the substance on the viral
particles. The similarity between the SEM images of the BLM-virus and MLF-virus indicates a similar
mechanism of interaction and effect. There is a possibility that the virus outer structure has been
disrupted through protein–protein interactions, i.e., the viral coat protein and the antiviral protein
probably via electrostatic interactions or hydrophobic aggregation supported by MLF hydrophobicity
augmented by the esterification process. LF was previously elucidated to interact with DNA and RNA
molecules [40] via some potential binding sites. Due to its high positive charge, LF is able to bind
a large number of compounds [41] and RNA and DNA viruses [42,43]. Moreover, LF was found
to inhibit the entry of viral particles into host cells, by direct attachment to the viral particles or by
blocking their cellular receptors [44]. BLM was also found to interact with nucleic acids [24,25,45], thus
explaining the deformed appearance of the viral particles.

The PVY-infected plants showed markedly reduced plant and tuber weight in accordance with
previous work [5]. The antiviral activities of BL, LF, BLM and MLF against PVY have been evidently
reflected on the growth and yield of PVY-infected potato plants, particularly when treated with
the methylated forms (BLM and MLF at 500 g. µg mL−1). The pattern of the plant dry weight increases
in a similar trend to that found with the antiviral activity, i.e., the more antiviral active substance was
administered, the more plant growth (expressed as dry weight). The apparent association between
the antiviral activity and the plant dry weight shows the importance of plant antiviral agents in
protecting plant growth and maintaining normal yield. Moreover, treating the PVY-infected plants
with BLM and MLF did not only abolish the virus-incurred tuber yield reduction but further increased
it to levels higher than the negative control (19 and 13% increases, respectively). Surprisingly, although
BLM was less antiviral than MLF, the rate of yield increases by the two substances (BLM and MLF) were
at the same level. This may nominate BLM as an antiviral agent of equal potency to MLF. The increases
in both dry weight and tuber yield to levels not only superior to the infected plants (viral control),
but also to levels higher than the negative control, may refer to a general growth-stimulating effect of
the used substances, either native or modified. The superiority of action of the modified, compared
to the native, proteins may be due to enhanced potential against the viral infection and propagation.
This additional effect of the two proteins may agree with [46], who reported that LF potentially protects
the host from viral infections through not only inhibiting virus attachment to the host cells, virus
replication and enhancing the systemic immune functions of the host but also through promoting
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the regenerative properties of the host tissue [47]. BLM may mimic MLF and LF based on its high
positive net charge. The obtained results agree with the study of [9], where BLM and MLF can stimulate
tobacco seedlings against infection with tobacco mosaic virus (TMV) as a result of activated expression
of a number of defense-related enzymes.

The superiority of action of the modified, compared to the native, proteins may also be due to
enhanced potential against the viral infection and propagation incurred by the intensified positive
charge, enabling them to interact and complex with the viral particles. This is in complete accordance
with [10], who showed the superior action of the modified over the native LF, and found a secondary
action of both forms in activating the expression of a number of defense genes. The observed success
of the antiviral action of the substance by application on the plant surface by foliar spray agrees with
previous studies using foliar spray of protein hydrolysates as bio-fertilizers [48], and also with studies
that applied some proteins on the surface of some fruits during postharvest as antifungal agents [11,49].
However, further detailed studies might be needed to understand the different potential interactive
pathways of the antiviral substance through its contact with host plant and the invading virus.

4. Materials and Methods

4.1. Tested Proteins

Proteins, LF and BL were esterified with methanol according to the procedure of [45,50],
and the esterification extent was quantified by the color reaction with hydroxylamine hydrochloride [51].
The resultant modified proteins were denoted as BLM and MLF.

4.2. Virus and Plants

White burley tobacco plants infected by PVY were collected from the greenhouse farm based on
the visible viral infection symptoms. The infected leaves were crushed in distilled water and squeezed
through double layer muslin cloth. The filtrate was centrifuged at 5000× g for 10 min and the supernatant
was used as the virus inoculum. The identity of the virus was verified and confirmed by electron
microscopy and bio-molecular studies (RT-PCR and DAS-ELISA). PVY viruses in Egypt were found to
exist in at least five distinct recombinant PVY strains including PVYNTN and PVYN-Wi [52]. The strain
of the PVY used in this study was not specifically identified.

4.3. Preliminary Greenhouse Experiment

Potato plants (Solanum tuberosum cv. Spunta) were planted under greenhouse conditions, taking
into consideration all the environmental requirements, e.g., irrigation and fertilization. The same
potato cultivar was used in all the conducted experiments. To simulate the Egyptian conditions, potato
plants need temperatures of 15–25 ◦C. At the beginning, the potato plant needs a relatively long day
and a relatively short day later, during the formation of tubers. The soil acidity was in a moderate
range (pH 5.2–5.5). The plants were subjected to artificial virus infection with PVY after 30 days of
plantation. The cotyledonary leaves and the first leaf of potato plants (Solanum tuberosum cv. Spunta)
were dusted with carborundum and inoculated with PVY virus (100 µL/leaf), and then washed with
distilled water. The plants were treated with foliar spray of chemically modified proteins at different
concentrations (0.0, 100, 500 and 1000 µg· mL−1 distilled water) after 15 days of infection. Samples
were collected from leaves after 7 and 21 days of treatment and viral RNA was estimated by molecular
hybridization analysis.

4.4. First Field Experiment

Potato plants (Solanum tuberosum cv. Spunta) were planted in the Faculty of Agriculture farm
-Cairo University, taking into consideration all the ordinary environmental requirements, and infected
with PVY as previously mentioned. The experiment followed a randomized complete block design
in a factorial arrangement using three replicates (5 plants each), totaling 15 plants per treatment.
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Each treatment included 15 plants. The experiment included six treatments; negative control, positive
control and PVY- infected plants treated with either BL, LF, BLM or MLF. Negative control plants
(healthy plants) were inoculated with distilled water only. Positive control plants were inoculated by
PVY only. The plants were treated once by the tested substances (500 µg mL−1 distilled water) after 15
days of infection. Samples were collected from leaves after 21 days from treatment for detection of
PVY by DAS-ELISA using polyclonal antiserum from rabbit (LOEWE®Biochemica GmbH, Sauerlach,
Germany), electron microscopy, RT-PCR and dot blot hybridization [31].

4.5. Second Field Experiment

This experiment was designed following the system of the first experiment to confirm the previous
results and to verify whether we needed to treat infected potato plants (Solanum tuberosum cv.
Spunta) with the modified proteins once or twice to completely inhibit virus propagation. Therefore,
the implementation of this experiment was as in the first experiment except that potato plants were
treated twice, after 15 and 25 days of infection by the tested proteins (500 µg mL−1 distilled water).
Samples were analyzed for the virus after 21 days from the last treatment.

4.6. Final Field Experiment

The design of the first experiment was followed and potato plants (Solanum tuberosum cv. Spunta)
were grown to the harvesting stage for two successive seasons to estimate fresh weight (g), dry weight
(g), the number of shoots, plant height (cm), number of tubers/plant and weight of tubers/plant (g)
and to estimate the total yield. The yield increase (%) was calculated relative to negative control (NC)
as in the following equation:

%Increase = [(weight o f treatment−weight o f NC)/weight o f NC] × 100

The increase in yield relative to the positive control (PC) was calculated as:

%Increase = [(weight o f treatment−weight o f PC)/weight o f PC] × 100

4.7. PVY Detection

PVY was detected in the samples of the first experiment and confirmed in the final experiment
by DAS-ELISA using polyclonal antiserum from rabbit, electron microscopy, RT-PCR and dot blot
hybridization. In the second experiment, only DAS-ELISA analysis was used.

4.7.1. Double Antibody Sandwich Enzyme Linked Immunosorbent Assay (DAS-ELISA) Assay

The DAS-ELISA assay was used according to [53] to estimate the relative viral load in potato
leaves after different treatments in the first and second experiment. After mixing the leaf extracts with
the polyclonal antisera from rabbit (LOEWE®Biochemica GmbH, Sauerlach, Germany), the developed
color was measured at 405 nm. This technique was used to conclude the viral inhibition in the treated
plants relative to the positive control and the negative control according to the following equation:

Viral inhibition % = [(Cp−Cn) − (T −Cn)/(Cp−Cn)] × 100

where Cp is the positive control reading, Cn = the negative control reading and T is the treatment reading.

4.7.2. RT-PCR Detection of PVY

Potato leaves representing six different treatments (the experiment included six treatments;
negative control, positive control and PVY- infected plants treated with either BL, LF, BLM or MLF)
were tested for the PVY infection using RT-PCR and six potato plants from each treatment (15
plants) were tested. Total RNA was isolated from potato leaves using gene jet™ RNA purification



Antibiotics 2020, 9, 430 10 of 13

kit (Fermentas, Waltham, MA, USA) according to the instruction manual. One-step RT-PCR was
performed using VersoTM one-step RT- PCR kit (Thermo scientific, Waltham, MA, USA). RT-PCR
mix (25 µL) included: 3 µL RNA (4 ng/µL), 12.5 µL of one step PCR master mix (2x), 3 µL 10 µM
of each primer, 0.5 µL Verso enzyme mix, 1.25 µL RT-Enhancer and 4.75 µL of nuclease-free water.
The operating PCR program consisted of 35 cycles of (1 min at 94 ◦C, 1 min at 55 ◦C and 2 min at 72 ◦C).
The following specific primers were used:

PVYCPvBamH1: TCAAGGATCCGCAAATGACACAATTGATGCAGG
PVYCPcEcoR1: AGAGAGAATTCATCACATGTTCTTGACTCC

The RT-PCR products were stained with gel star (Lonza, USA) and analyzed on 1% agarose gels
in 0.5X TBE buffer then visualized by UV illumination using the Gel Documentation System (Gel Doc
± 00, Bio-Rad, Hercules, CA, USA). The expected size for the RT-PCR product of the positive samples
was 801 pb.

4.7.3. Dot Blot Hybridization Test

Non-radioactive hybridization was used to detect presence of PVY virus in the tested plants and to
evaluate the antiviral activity of tested proteins. Five microliters of extracted PVY-RNA (PCR product)
samples were dot onto the positively charged nylon membrane. The specific probe was prepared
as described in [54]. The hybridization experiments were carried out using Gene Images AlkPhos
and Chemiluminescent Detection System signal generation and detection with CDP-Star (Amersham,
Biosciences, UK Limited, Uppsala, Sweden) [31,54].

4.7.4. Scanning Electron Microscopy (SEM)

Scanning electron microscopy (JEOL-SEM, Tokyo, Japan) was used to evaluate the antiviral activity
of tested proteins as described in [55].

4.8. Statistical Analysis

The data was analyzed by using SPSS 24.0 for Windows (SPSS Inc., Chicago, IL, USA)
and expressed as the mean± standard deviation (SD). The variation was assessed by one-way (ANOVA)
and the differences between experimental groups were calculated by Duncan’s multiple-range test [56].

5. Conclusions

The observed correlation between the concentration and the antiviral action of the tested substances
against PVY confirms BLM, MLF and LF as PVY-antivirals. The concentration 500 µg mL−1 is sufficient
to control virus infection as a single application with antiviral action lasting at least 21 days after
the treatment. The modified milk proteins (BLM, MLF) have higher inhibitory action on PVY
virus replication than their native forms probably due to their higher positive charges incurred by
the esterification reaction. The relatively higher antiviral action of MLF than BLM may also originate
from the alkaline nature of the original LF, which was further enhanced by esterification.

The studied substances may counteract viral infection and propagation through their direct
action on the virus particles as deduced from the observed SEM structural deformations and irregular
appearance of PVY particles treated with the antivirals. Alternatively, the studied substances can
hinder the viral replication in the plant cells via the electrostatic and hydrophobic reactions between
the positive charges and hydrophobic regions on the esterified protein and the negative phosphate
backbone side and hydrophobic nitrogen base side of viral RNA exposed during the replication process.

The markedly reduced tuber growth and yield by PVY-infection can be abolished by treating plants
with the methylated proteins (BLM or MLF). The consistency between rate of plant growth and yield
with the antiviral activity confirms the protective role of the substance. Treating the PVY-infected
plants with BLM and MLF did not only abolish the virus-negative effects but further enhanced plant
performance to levels higher than the negative control. This action may refer to other metabolic
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ameliorating pathways, as BLM was less antiviral than MLF. Still, the rate of yield increase by both
substances were significantly in the same level.
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29. Sitohy, M.; Chobert, J.-M.; Karwowska, U.; Goździcka-Józefiak, A.; Haertlé, T. Inhibition of Bacteriophage
M13 Replication with Esterified Milk Proteins. J. Agric. Food Chem. 2006, 54, 3800–3806. [CrossRef]

30. Sitohy, M.Z.; Dalgalarrondo, M.; Nowoczin, M.; Besse, B.; Billaudel, S.; Haertlé, T.; Chobert, J.M. The effect of
bovine whey proteins on the ability of poliovirus and Coxsackie virus to infect Vero cell cultures. Int. Dairy J.
2008, 18, 658–668. [CrossRef]

31. Abdelbacki, A.M.; Taha, S.; Sitohy, M.Z.; Dawood, A.I.A.; Abdel-Hamid, M.; Rezk, A.A. Inhibition of Tomato
Yellow Leaf Curl Virus (TYLCV) using whey proteins. Virol. J. 2010, 7, 26. [CrossRef]

32. Chobert, J.-M.; Sitohy, M.; Billaudel, S.; Dalgalarrondo, M.; Haertlé, T. Anticytomegaloviral Activity of
Esterified Milk Proteins and L-Polylysines. J. Mol. Microbiol. Biotechnol. 2007, 13, 255–258. [CrossRef]

33. Sitohy, M.Z.; Besse, B.; Billaudel, S.; Haertlé, T.; Chobert, J.-M. Antiviral Action of Methylated β-Lactoglobulin
on the Human Influenza Virus A Subtype H3N2. Probiot. Antimicrob. Proteins 2010, 2, 104–111. [CrossRef]

34. Taha, S.; Mehrez, M.A.; Sitohy, M.Z.; Dawood, A.G.I.A.; Abdel-Hamid, M.; Kilany, W.H. Effectiveness of
esterified whey proteins fractions against Egyptian Lethal Avian Influenza A (H5N1). Virol. J. 2010, 7, 330.
[CrossRef] [PubMed]

35. Sitohy, M.; Scanu, M.; Besse, B.; Mollat, C.; Billaudel, S.; Haertlé, T.; Chobert, J.M. Influenza virus A subtype
H1N1 is inhibited by methylated β-lactoglobulin. J. Dairy Res. 2010, 77, 411–418. [CrossRef] [PubMed]

36. Sitohy, M. Antiviral activity of esterified α-lactalbumin and β-lactoglobulin against herpes simplex virus
type 1. Comparison with the effect of acyclovir and L-polylysines. J. Agric. Food Chem. 2007, 55, 10214–10220.
[CrossRef] [PubMed]

37. Sojar, H.T.; Hamada, N.; Genco, R.J. Structures involved in the interaction of Porphyromonas
gingivalisfimbriae and human lactoferrin. Febs Lett. 1998, 422, 205–208. [CrossRef]

38. Osman, A.; Daidamony, G.; Sitohy, M.; Khalifa, M.; Enan, G. Soybean glycinin basic subunit inhibits
methicillin resistant-vancomycin intermediate Staphylococcus aureus (MRSA-VISA) in vitro. Int. J. Appl.
Res. Nat. Prod. 2016, 9, 17–26.

39. Jenssen, H. Anti herpes simplex virus activity of lactoferrin/lactoferricin—An example of antiviral activity of
antimicrobial protein/peptide. Cell. Mol. Life Sci. 2005, 62, 3002–3013. [CrossRef]

http://dx.doi.org/10.1016/j.lwt.2011.03.008
http://dx.doi.org/10.1007/s12602-013-9134-2
http://dx.doi.org/10.1007/s12602-010-9060-5
http://dx.doi.org/10.31989/ffhd.v4i10.155
http://dx.doi.org/10.1186/s40064-016-2625-3
http://dx.doi.org/10.4315/0362-028X.JFP-11-065
http://www.ncbi.nlm.nih.gov/pubmed/21902916
http://dx.doi.org/10.1016/S0141-8130(01)00176-3
http://dx.doi.org/10.1016/S0958-6946(01)00124-8
http://dx.doi.org/10.1111/j.1745-4514.2002.tb00770.x
http://dx.doi.org/10.1023/A:1013716202650
http://dx.doi.org/10.1021/jf048629z
http://dx.doi.org/10.1021/jf0531757
http://dx.doi.org/10.1016/j.idairyj.2007.11.023
http://dx.doi.org/10.1186/1743-422X-7-26
http://dx.doi.org/10.1159/000104755
http://dx.doi.org/10.1007/s12602-010-9036-5
http://dx.doi.org/10.1186/1743-422X-7-330
http://www.ncbi.nlm.nih.gov/pubmed/21092081
http://dx.doi.org/10.1017/S0022029910000592
http://www.ncbi.nlm.nih.gov/pubmed/20822565
http://dx.doi.org/10.1021/jf0724421
http://www.ncbi.nlm.nih.gov/pubmed/17990848
http://dx.doi.org/10.1016/S0014-5793(98)00002-7
http://dx.doi.org/10.1007/s00018-005-5228-7


Antibiotics 2020, 9, 430 13 of 13

40. Kanyshkova, T.G.; Buneva, V.; Nevinsky, G.A. Lactoferrin and Its biological functions. Biochemistry 2001, 66,
1–7. [CrossRef]

41. Sohrabi, S.M.; Niazi, A.; Chahardoli, M.; Hortamani, A.; Setoodeh, P. In silico investigation of lactoferrin
protein characterizations for the prediction of anti-microbial properties. Mol. Biol. Res. Commun. 2014, 3,
85–100.

42. Van Der Strate, B.W.; Beljaars, L.; Molema, G.; Harmsen, M.C.; Meijer, D. Antiviral activities of lactoferrin.
Antivir. Res. 2001, 52, 225–239. [CrossRef]

43. Adlerova, L.; Bartoskova, A.; Faldyna, M. Lactoferrin: A review. Vet. Med. 2008, 53, 457–468. [CrossRef]
44. Redwan, E.M.; Uversky, V.N.; El-Fakharany, E.M.; Al-Mehdar, H. Potential lactoferrin activity against

pathogenic viruses. Comptes Rendus Biol. 2014, 337, 581–595. [CrossRef] [PubMed]
45. Sitohy, M.; Chobert, J.; Haertlé, T. Simplified short-time method for the esterification of milk proteins.

Milchwissenschaft 2001, 56, 127–131.
46. Wakabayashi, H.; Oda, H.; Yamauchi, K.; Abe, F. Lactoferrin for prevention of common viral infections.

J. Infect. Chemother. 2014, 20, 666–671. [CrossRef] [PubMed]
47. Moreno-Expósito, L.; Illescas-Montes, R.; Melguizo-Rodríguez, L.; Ruiz, C.; Ramos-Torrecillas, J.;

De Luna-Bertos, E. Multifunctional capacity and therapeutic potential of lactoferrin. Life Sci. 2018,
195, 61–64. [CrossRef]

48. Sitohy, M.Z.; Desoky, E.-S.M.; Osman, A.; Rady, M.M. Pumpkin seed protein hydrolysate treatment alleviates
salt stress effects on Phaseolus vulgaris by elevating antioxidant capacity and recovering ion homeostasis.
Sci. Hortic. 2020, 271, 109495. [CrossRef]

49. Abbas, E.; Osman, A.; Sitohy, M.Z. Biochemical control of Alternaria tenuissima infecting post-harvest fig
fruit by chickpea vicilin. J. Sci. Food Agric. 2020, 100, 2889–2897. [CrossRef]

50. Sitohy, M.; Chobert, J.-M.; Haertlé, T. Study of factors influencing protein esterification using?-lactoglobulin
as a model. J. Food Biochem. 2000, 24, 381–398. [CrossRef]

51. Bertrand-Harb, C.; Chobert, J.; Dufour, E.; Haertle, T. Esterification of food proteins: Characterization of
the derivatives by a colorimetric method and by electrophoresis. Sci. Aliment. 1991, 11, 641–652.

52. Elwan, E.; Aleem, E.E.A.; Fattouh, F.A.; Green, K.J.; Tran, L.T.; Karasev, A.V. Occurrence of Diverse
Recombinant Strains of Potato virus Y Circulating in Potato Fields in Egypt. Plant Dis. 2017, 101, 1463–1469.
[CrossRef]

53. Clark, M.F.; Adams, A.N.; Graham, F.L.; Smiley, J.; Russell, W.C.; Nairn, R. Characteristics of the Microplate
Method of Enzyme-Linked Immunosorbent Assay for the Detection of Plant Viruses. J. Gen. Virol. 1977, 34,
475–483. [CrossRef]

54. Forster, A.C.; Mclnnes, J.L.; Skingle, D.C.; Symons, R.H. Non-radioactive hybridization probes prepared
by the chemical labelling of DNA and RNA with a novel reagent, photobiotin. Nucleic Acids Res. 1985, 13,
745–761. [CrossRef] [PubMed]

55. Derrick, K.S. Assay for Viruses and Mycoplasmas Using Serologically Specific Electron Microscopy.
Phytopathology 1976, 66, 815. [CrossRef]

56. Duncan, D.B. Multiple Range and Multiple F Tests. Biometrics 1955, 11, 1–42. [CrossRef]

Sample Availability: Samples of the compounds: MLF (methylated lactoferrin) and BLM (methylated
β-lactoglobulin) are available from the authors.

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1023/a:1002817226110
http://dx.doi.org/10.1016/S0166-3542(01)00195-4
http://dx.doi.org/10.17221/1978-VETMED
http://dx.doi.org/10.1016/j.crvi.2014.08.003
http://www.ncbi.nlm.nih.gov/pubmed/25282173
http://dx.doi.org/10.1016/j.jiac.2014.08.003
http://www.ncbi.nlm.nih.gov/pubmed/25182867
http://dx.doi.org/10.1016/j.lfs.2018.01.002
http://dx.doi.org/10.1016/j.scienta.2020.109495
http://dx.doi.org/10.1002/jsfa.10314
http://dx.doi.org/10.1111/j.1745-4514.2000.tb00708.x
http://dx.doi.org/10.1094/PDIS-02-17-0275-RE
http://dx.doi.org/10.1099/0022-1317-34-3-475
http://dx.doi.org/10.1093/nar/13.3.745
http://www.ncbi.nlm.nih.gov/pubmed/2582358
http://dx.doi.org/10.1094/Phyto-66-815
http://dx.doi.org/10.2307/3001478
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Discussion 
	Materials and Methods 
	Tested Proteins 
	Virus and Plants 
	Preliminary Greenhouse Experiment 
	First Field Experiment 
	Second Field Experiment 
	Final Field Experiment 
	PVY Detection 
	Double Antibody Sandwich Enzyme Linked Immunosorbent Assay (DAS-ELISA) Assay 
	RT-PCR Detection of PVY 
	Dot Blot Hybridization Test 
	Scanning Electron Microscopy (SEM) 

	Statistical Analysis 

	Conclusions 
	References

