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Abstract: Morphological and biochemical responses were assessed in an iceberg (Gy; ) and butterhead
(GpL) lettuce (Lactuca sativa var. capitata) treated with commercially available soluble preparation of
mycorrhizal fungi and beneficial soil bacteria (MT) grown in three irrigation treatments considered in
greenhouse (continental Croatia, 2022): Igp—control treatment (100% volumetric water content—VWC);
Isp—80% VWC, moderate drought and Igyp—60% VWC, severe drought), in two growing cycles. MT was
applied during lettuce drought-sensitive stages, i.e., transplanting and heading. Study results show that
MT improved lettuce growth-related traits, yet the results are genotype and growing-cycle dependent.
The beneficial effect of MT was also noted for root length, weight, and diameter which confirms the
mycorrhizal role in improving the plant water uptake. Both lettuce genotypes responded to water deficit
by overproduction of MDA and proline content, whereby the response of tested variables was growing
cycle and genotype-specific. Both genotypes in severe drought treatment (MT-Ig)) responded with
higher MDA in the first growing cycle and lower MDA content in the second growing cycle. MT-Igo
treatment reduced proline accumulation in Gpy in both growing cycles, while increased accumulation in
Gy, during the second growing cycle. The responses of lettuce to MT are genotype-specific and shaped
by environmental conditions.

Keywords: mycorrhizae; drought; lettuce genotype; morphology; MDA; proline

1. Introduction

Drought is one of the major abiotic stresses that cause significant reductions in crop
yield and quality [1,2] and is expected to be more severe since the occurrence of drought is
increased due to alteration in the evapotranspiration (ET) as well as unfavorable rainfall
distribution caused by global warming [3,4]. Several study results have shown that the
negative consequences of drought can be overcome by adaptation of different strategies to
improve the climate resilience of agriculture, i.e., sowing time [5-7], tillage systems [8,9],
irrigation [10-12], selection of crop and varieties [13,14] and use of beneficial soil bacteria
and mycorrhizal fungi [15,16]. The latter was reported in the literature as a complementary
measure that can mitigate the effects of biotic and abiotic stresses in crop production [16].

The literature review shows that mycorrhizal fungi can improve nutrient uptake [17-19] and
increase the tolerance of crops against various abiotic stresses, i.e., high-temperature stress [20-22],
salinity [23-25], and drought stress. The ability of mycorrhizal fungi to mitigate the negative
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effects of drought has been explored in prior studies by Cosme et al. [26], Zhang et al. [27],
Li et al. [28], Boutaskint et al. [29], and Huang et al. [30].

An earlier observation was given by Hardie [31]. The author emphasizes that the
major problem in investigating the role of fungus in plant water relations is to distinguish
between indirect effects such as enhanced nutrition and growth (e.g., greater plant mass,
reduced root:shoot ratio) and direct effects of fungal hyphae. Recent research showed
that Mycorrhizal plants increase stomatal conductance [30,32-35], leaf area [30,32,36,37],
transpiration rate [30], leaf water potential [38—40], net photosynthetic rate [30,37] and
relative water content [37,41]. The development and effectiveness of mycorrhiza are closely
related to the activity of beneficial soil bacteria, whereby the role is manifested in triggering
various plant growth factors, leading to better availability of nutrients in the soil and uptake
by plants [42].

In drought conditions, as well as other abiotic stress caused by environmental fac-
tors, plants produce antioxidants as a protector against oxidative damage. A series of
recent studies have indicated higher superoxide dismutase (SOD) [30,37], peroxidase
(POD) [30,37,43,44], and catalase (CAT) [30,37,44] in drought-stressed mycorrhizal plants,
regardless of plant species. Furthermore, excessive production of reactive oxygen species
(ROS) in stressed conditions causes malondialdehyde (MDA) accumulation, which leads to
cell membrane damage and, ultimately, cell death [45]. As stated by Morales and Munné-
Bosch [46] MDA is one of the final products of polyunsaturated fatty acid peroxidation
in the cells and for this reason, it is a widely used and reliable marker for determining
the degree of injury to a stressed plant. Previous studies have shown decreased MDA
content, regardless of plant species subjected to drought stress and mycorrhizae [45,47-49].
Proline is an osmolyte that provides plants with an osmotic mechanism to maintain a
favorable osmotic potential for water uptake, therefore, alleviating the injury of drought
stress [49]. The impact of mycorrhizae on proline content subjected to drought has been
explored in prior studies by Abbaspour et al. [43], Yooyongwech et al. [50], Wu et al. [51],
Huang et al. [30], Yan et al. [37]. In general, proline content was decreased in drought-
stressed mycorrhizal plants.

Studies on the negative impact of drought stress on lettuce yield and quality are well
documented, it is also well acknowledged that the lettuce’s highest yield, leaf number,
plant weight, height and diameter, root weight, length, and diameter were obtained on
no stressed treatments, that is on treatment with the highest irrigation rate [52-56]. The
beneficial effects of mycorrhizae on the growth-related traits and nutritional quality of
lettuce plants were previously reported by many authors as well [57-61]. Rasouli et al. [62]
noted that higher lettuce head diameter, head fresh and dry weight, and root fresh and dry
weight were achieved by applying mycorrhizae.

While the literature regarding the beneficial effect of mycorrhizae on plant growth
is quite large, the available information on the interaction of the mycorrhizal fungi and
beneficial soil microorganisms in terms of crop production; i.e., overcoming abiotic stress
is limited. For that reason, the complex interactions of the crop, mycorrhiza fungi, and
beneficial microorganisms in the soil rhizosphere are nowadays considered a key role in
overcoming abiotic stress. Furthermore, the synergistic relationship between mycorrhizae
and beneficial microorganisms was the main focus in planning this research, since the
mechanisms by which beneficial bacteria stimulate mycorrhizal effectiveness are still
poorly understood.

Considering the increasing drought stress concerns upon crop productivity, this study
aimed to investigate the effects of mycorrhizal treatment (MT) on the morphological and
biochemical response of butterhead and iceberg lettuce exposed to drought treatments. We
hypothesized that (1) MT would improve plant growth by affecting lettuce head weight
(HW) and growth parameters (plant height (PH), plant diameter (PD), root length (RL),
weight (RW), and diameter (RD) and leaf number (LN) in moderate and severe drought
conditions; (2) MT would affect MDA and proline accumulation in moderate and severe
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drought conditions; and (3) the contribution of MT to drought resistance would be higher
in severe drought treatment.

2. Materials and Methods
2.1. Study Site and Growth Condition

The study was conducted under greenhouse conditions in the continental region of
Croatia (2022, N45°09’ E18°1’) in two growing cycles with the same study treatments
and methods. The greenhouse area is 240 m? (8 m x 30 m), positioned in a south-north
direction with an automatized ventilation system. Lettuce seedlings (Lactuca sativa L.) were
grown from conventional seeds in seedling containers made of styrofoam, dimensions
537 x 328 x 65 mm. Containers are disinfected before use. One seed was sown in each
section, which enabled uniform germination and sprouting as well. In this part of the study,
the plants were watered with the same amount of water to enable the initial growth to be
as uniform as possible.

The containers were filled with commercially available substrate (Klasmann potgrond
H, Klasmann-Deilmann GmbH, Geeste, Germany), a mixture of frozen black and fine white
sphagnum peat with added water-soluble nutrients and microelements. Peat has a fine
structure (<7 mm) with a 6.0 pH reaction (H,O) and the following composition: 210 mg/L
N, 150 mg/L P05, 270 mg/L K,0, 150 mg/L S, and 100 mg/L Mg. Total porosity (82 4= 2%)
was measured indirectly via saturation during moisture release curve development. Two
widespread types of lettuce (G), that is iceberg lettuce (Gy.) and butterhead lettuce (Gpy)
were used in the study. Three-week-old seedlings were transplanted into growing pots
with a capacity of 3 L, in the first growing cycle on 17 March, and in the second growing
cycle on 28 April 2022. After transplanting, the plants in all treatments were watered
with equal irrigation rates (0.29 L/pot) to enable good rooting and uniform initial growth.
Lettuce was fertilized with organo-mineral foliar with following composition: N (6.6 g/L),
P,05 (13.3 g/L), K0 (13.3g/L),Ca(2g/L), Mg (4 g/L), Fe (17.2 g/L), Zn (26.5 g/L), Mn
(13.3 g/L) and Cu (13.3 g/L). Lettuce was fertilized on 28 March and 11 and 25 April in the
first growing cycle, and 20 April and 30 and 10 May in the second growing cycle. Lettuce
protection was achieved by the application of pesticides. During the study, air temperature
and humidity were recorded every ten minutes (Data logger, Axiomet AX-DT200).

The 3-factor study was set up in three replications with five plants within the treat-
ment and with the following study factors: G—genotype: Gy, = iceberg lettuce (Great
lakes), Gpr, = butterhead lettuce (Trocadero Marta), I—irrigation rate: I;pp—control treat-
ment (100% water holding capacity (WHC); Igp—80% WHC and I4p—60% WHC, and
M-—mycorrhizae: NM—control treatment (nonmycorrhizal, without mycorrhizae), MT—
mycorrhizal treatment (added mycorrhizae). In total, there were 180 plants, or containers
per cycle (360 in research). Two weeks after transplanting, the plants were watered accord-
ing to predetermined irrigation treatments.

2.2. Irrigation and Mycorrhizal Treatment

The substrate water content (SWC) of the air-dried substrate (%) was determined by
the gravimetric method since the air-dried substrate contains hygroscopic moisture, that is,
a certain amount of water that should be considered when determining the irrigation rate.
The SWC was determined by weighing 100 g of air-dried substrate, which constitutes the
weight of the wet sample. The sample of air-dried substrate was dried in a dryer in a paper
bag at 70 °C, i.e., a lower temperature than usual (105 °C) due to the high content of organic
matter. After a constant weight is reached, the sample of the dry substrate is weighed
again, which gives the weight of the dry sample. Afterward, the SWC is determined by the
gravimetric method according to Lowery et al. [63]:

SWC = (Swet — Sdry)/Sdry x 100 (1)

The SWC represents substrate water content (%), Swet (g), and Sdry (g) is the weight of
wet and dry substrate, respectively. The Hyprop (Hydraulic PROPerty analyzer, Decagon
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Devices, Inc., Pullman, WA, USA) instrument was used to develop a moisture release curve
(Figure 1) that represents the relationship between the water potential and volumetric water
content (%).
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Figure 1. Substrate moisture release curve.

The readily available water (RAW, 29.2%) or the amount of water that is easily extracted
by the plants was determined as the difference between water retention capacity (—1
to —5kPa, WRC, 62.3%) and refill point (=5 to —10 kPa, 33.1%). The irrigation rate
corresponds to RAW which means that in this study, an irrigation rate of 0.29 L/pot is
sufficient to fill the water content from the refill point to the WRC in the I;g irrigation
treatment. Consequently, the irrigation rate on Igy and I irrigation treatments was 0.18 and
0.14 L/pot, respectively. The irrigation rates were calculated to meet irrigation thresholds.
Plants were watered with water from a well of satisfactory quality, i.e., without restrictions
on use (Table 1).

Table 1. Results of chemical analysis of irrigation water.

Units Usual Range Result Unit Usual Range Result
Turbidity 3 Mg me/L 0-5 3.9
pH 6.5-8.4 7.4 Ca me/L 0-20 6.8
EC dS/m 0-3 0.7 K me/L 0-2 13
Ions

Cl mg/L 0-30 3.4

B mg/L 0-2 0.6

Na mg/L 0-40 2.6

The well is 3 m away from the greenhouse and 20 m deep. Before watering, the water
was previously aged to settle larger particles and to heat the water to an optimal 20-25 °C.
The irrigation time was monitored by the AT sensor (Delta-T Devices Ltd., Cambridge,
Great Britain) with substrate moisture output as volumetric water content (VWC, %). VWC
was calculated using a calibration curve provided by a manufacturer for soilless peat-based
substrates. Accordingly, the thresholds for irrigation events were 45% (I1g0), 38% (Igo), and
30% (Igo). Each container was irrigated by hand so that minimum drainage water occurred.

The commercial mycorrhizal preparation used was Mykorrhiza Soluble (Tyroler Gliick-
spilze, Innsbruck, Austria) and consisted of four species of endomycorrhizal fungi (Glomus
intraradices, Glomus mosseae, Glomus aggregatum, and Glomus etunicatum), five species of
ectomycorrhizal fungi (Pisolithus tinctorius, Rhizopogon villosulus, Rhizopogon luteolus, Rhizo-
pogon fulvigleba, and Rhizopogon amylopogon), and beneficial microorganism (Bacillus subtilis,
B. licheniformis, B. azotoformans, B. megaterium, B. coagulans, B. pumilus, B. thuringiensis,
B. stearothermophilus, Paenibacillus polymyxa, P. durum, P. fluorescens, P. gordonae, Azotobacter
polymyxa, A. chroococcum, Saccharomyces cerevisiae, Streptomyces griseus, S. lydicus, Pseu-
domonas aureofaciens, Deinococcus erythromyxa). The acting mechanism of beneficial soil
microorganisms in this study is assessed by promoting the functionality of MT. The mycor-
rhizal treatment was carried out by adding 1 tablespoon in 7 L of irrigation water at the
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most sensitive stages of lettuce development, after transplanting and heading the growth
stage (MT study treatment).

The estimation of the plant response to mycorrhizal colonization in terms of biomass
enhancement was calculated for Iy and Ig irrigation treatment by using the following
formula provided by Kumar et al. [64]:

MD = (DWm — DWnm)/DWm x 100 @)

where MD (%) is mycorrhizal dependency, DWm is the dry weight of the mycorrhizal plant,
and DWnm is the dry weight of the non-mycorrhizal plant.

2.3. Measurements of Morphological and Biochemical Attributes

The lettuce’s fresh head weight (HW, g), plant diameter (PD, cm), and plant height
(PH, cm) were measured at harvest, that is 52 (first growing cycle) and 53 (second growing
cycle) days after planting. Furthermore, root weight (RW, g), root diameter (RD, mm) and
root length (RL, cm), steam diameter (SD, cm), and leaf number (LN, n) as well. At the same
time, the fresh leaf samples were taken and placed in a freezer at —80 °C for determination
of biochemical attributes. All measurements were taken on the same plant. For the proline
and MDA determination, five leaves were taken from each group treatment, joined, and
ground in liquid nitrogen using a pestle and mortar. Around 100 mg of fine powder was
transferred into Eppendorf tubes. Each treatment had three repetitions.

The extent of membrane damage was verified by malondialdehyde (MDA) determi-
nation using thiobarbituric acid (TBA) reaction [65]. Leaves (100 mg) were homogenized
in 1.2 mL of reaction solution [0.3% (w/v) (TBA) in 10% (w/v) trichloroacetic acid (TCA)]
and heated at 85 °C for 45 min. The reaction was stopped by cooling in an ice bath for 20
min, and the mixture was centrifuged (20,000 x g for 20 min). Absorbance was read from
the supernatant at 532 nm and the corrections for the non-specific turbidity were made by
taking away the absorbance at 600 nm. TBA in 10% TCA solution represented a blank. The
concentration of MDA was expressed in micromols per gram of fresh weight [pimol g~
FW] using an extinction coefficient of 155 mM~! cm™1).

Leaf tissue (100 mg) was homogenized in 2 mL of 3% (w/v) sulfosalicylic acid and the
supernatant was obtained by centrifugation at 15,000 x g for 20 min. Acid ninhydrin and
glacial acetic acid were joined to the supernatant and the reaction mixture was heated at
100 °C for 1 h. The reaction was interrupted by cooling in an ice bath. After the addition
of toluene, the absorbance of free proline separated in the upper phase at 520 nm was
recorded [66]. Proline concentration was determined using a calibration curve in the range
of 25-300 uM and expressed as micromols per gram of fresh weight [imol g~! FW].

2.4. Data Analysis

For the data analyses, Statistica 14.0.0.15 (TIBCO Software Inc., Palo Alto, CA, USA)
was used. The results were presented as the mean value + standard deviation. The
variability of the results was checked using factorial analysis of variance (ANOVA) and the
interactions of genotype (G), irrigation (I), mycorrhizae (M), combined M x I, M x G,I x G,
and M x I x G, respectively. Differences among the variables (M, I, G) were compared
using Fisher’s least significant difference (LSD) test. To check the associations between
variables, Spearman’s rank order coefficients were calculated for both growing cycles, for
nonmycorrhizal and mycorrhizal groups, separately. Principal component analysis (PCA)
was done to reveal the variations in morphometric and biochemical response (of two lettuce
genotypes under different treatment combinations. Factor loadings were done to verify the
proportion of total variance with different principal components (PCs). Values higher than
(>0.71) were considered as strong [67].
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3. Results

The average air temperature and air humidity during the first growing cycle were
22.6 °C and 76%, respectively, while the average air temperature during the second growing
cycle was 1.3 °C higher compared to the first growing cycle. At the beginning of May,
extremely high daily air temperatures occurred (38 °C) which affected the water regime,
i.e., increased the plants” water need in second growing season. Consequently, the net
irrigation rate in the first growing cycle ranged from 0.7 L/pot (I5g) to 1.15 L/pot (I199), and
from 1.4 L/pot (Ig) to 2.3 L/pot (I199) in the second growing cycle.

3.1. Morphometric and Biochemical Parameters in the First Growing Cycle

A separate analysis of variance revealed significant effects (p < 0.05) of genotype (G:
G, Gp), irrigation treatments (I: I1gg, Igo, Igp), and mycorrhizae (M: NM and MT) and
their interactions for morphometric and biochemical parameters in the first growing cycle
(Supplement Table S1). On average across treatments, uniform results were obtained for
irrigation (I) and lettuce genotype (G) regardless of the growing cycle. The irrigation rate
linearly increased all tested variables in both growing cycles, meaning that the highest
values were recorded on the Igg treatment. The highest HW in both growing cycles was
recorded for butterhead lettuce (GBL).

Significant interactions were noticed among the main effects of all study factors in
most of the tested variables. Exceptions were HW, PH, PD, RW, and MDA (for MT); RD
and DW (I x MT); HW, PH, SD, and MDA (for MT x G); PH and RD (I x G) while RD,
DW, and proline showed non-significant interaction for G x I x M. Results revealed the
reduction of lettuce growth with the increasing drought intensity in both genotypes within
NM treatment. The negative impact was observed for the HW, PH, PD, LN, RW, RL, SD,
and RD, respectively (Figure 2a-h).

In iceberg lettuce, MT had a beneficial effect on PD while in butterhead PD values
were significantly lower than in the non-mycorrhizal group (Figure 2c). In butterhead,
mycorrhizal treatment promoted root growth parameters (RL and RD) but showed an
inhibitory effect on RL in iceberg suggesting that the success of mycorrhizal application
depends on genotype properties (Figure 2f,g). The inhibitory effect of drought on most of
the morphometric parameters (HW, PH, PD, LN, RD, and SD) was also noticeable in an MT
group (Figure 2a-h). The exception was the butterhead in which there were no differences in
SD between control (I10p) and drought stress groups (Igp and I¢g, Figure 2h). The MT under
moderate water stress (Igp) stimulated HW and LN in both lettuce genotypes (Figure 2a,d).
The positive effect of MT at the severe drought treatment (I4)) was noticed for HW, LN,
and RD in both varieties (Figure 2a,d,g). Additionally, MT on I4y treatment improved PH
and PD values in the iceberg and RL values in butterhead compared to nonmycorrhizal
treatment (Figure 2a—c). On the other hand, butterhead showed better lateral growth (PD)
in the nonmycorrhizal treatment (I4) than in the mycorrhizal treated group (Figure 2c).
Opposite, in butterhead, the mycorrhizal treatment seemed to be more effective in root
growth promotion (RL) (Figure 2f). On the other hand, at the same drought intensity (Igg)
butterhead lettuce was higher (PH) than iceberg plants meaning that mycorrhizal treatment
in this variety induces stem elongation (Figure 2b). At the highest drought intensity (Is)
the differences between varieties in mycorrhizal treatment were not detected. The response
of Gy, to mycorrhizal colonization, i.e., mycorrhizal dependence (MD) ranged from 0.76%
(Igp) to 11.89% (I4p). The MD of Gpp ranged from 7.17% (Igg) to 10.23% (Igp).
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Figure 2. The effect of mycorrhizal (NM—nonmycorrhizal, MT—mycorrhizal treatment) and irriga-
tion (Ijgp—control treatment (100% water holding capacity (WHC); Igp—80% WHC and Igp—60%
WHOC) treatments on head weight (HW, (a)), plant height (PH, (b)), plant diameter (PD, (c)), leaf
number (LN, (d)), root weight (RW, (e)), root length (RL, (f)), rood diameter (RD, (g)) and steam
diameter (SD, (h)). Upper case letters indicate significant differences between genotypes under same
treatment, whilst lower case letters show differences between treatments within each genotype for
different growing cycle (p < 0.05, LDS test).

Mycorrhizal treatment also modified biochemical response. Both lettuce varieties
responded to water deficit by overproduction of MDA and proline content (Figure 3a,b).
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The proline accumulation under medium drought stress (Igg) was from 46% (in butterhead)
to 200% (in iceberg) higher than under optimal conditions (I;g9) while severe drought
stress (Igp) resulted in 813% (butterhead) and 242% (iceberg) proline increase. Exposure to
drought stress increased the proline (Igy) and MDA content (Igp and Igp) in an iceberg and
MDA content in butterhead (Ip) compared to the nonmycorrhizal group (NM) indicating
that this may relate to abiotic stress impact on lettuce varieties. Compared to butterhead,
the MT stimulated lateral growth of stem (PD) and MDA production in iceberg lettuce
under water optimal conditions.
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Figure 3. The effect of mycorrhizal (NM—nonmycorrhizal, MT—mycorrhizal treatment) and irriga-
tion (Ijgp—control treatment (100% water holding capacity (WHC); Igp—80% WHC and Igp—60%
WHC) treatments on MDA (a) and proline (b) content in butterhead and iceberg lettuce. Upper
case letters indicate significant differences between genotypes under same treatment, whilst lower
case letters show differences between treatments within each genotype for different growing cycle
(p < 0.05, LDS test).

The highest drought level (I49) caused the greatest membrane damage, especially in
butterhead while iceberg variety at both drought levels (Igp and I4p) showed increased MDA
content compared to the control group (I1go, Figure 2a). Similarly, proline accumulation in
icebergs and butterheads significantly increased because of the water-limited conditions
(Figure 2b). In water optimal conditions (I1og), the MT decreases proline content compared
to the NM group (Figure 2b).

Comparative analysis also showed a positive association between proline and MDA
content in NM (r = 0.56) and MT (r = 0.69) groups (Tables 2 and 3).

Table 2. Spearman’s correlation coefficients among morphometric and biochemical parameters under
nonmycorrhizal treatment in first and second growing cycles, respectively (* significant at 0.05 level,
ns = not significant).
Second Growing Cycle
Variable Treatment HW PH PD LN RW RL RD SD DW MDA Proline
Treatment —024ns —041ns —0.08ns —028ns —039ns —035ns —041lns —0.10ns 0.35ns 0.47 *
HwW 0.25 ns —0.02ns 0.24 ns 0.20 ns 0.30ns —0.03ns = —0.37ns
° PH 0.32 ns 0.28 ns 0.14 ns 0.43 ns —0.36 ns —0.34ns
E PD 0.14 ns 0.11ns
o LN —0.34 ns 0.15ns —0.40 ns
& RW 0.35ns —0.17ns = —0.43ns
g RL 039ns  0.09ns
&  RD
& SD
DwW
MDA
Proline 0.24 ns

Abbreviations: head weight (HW), plant height (PH), plant diameter (PD), leaf number (LN), root weight (RW),
root length (RL), root diameter (RD), steam diameter (SD), dry weight (DW), malondialdehyde (MDA) content.
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Table 3. Spearman’s correlation coefficients among morphometric and biochemical parameters under
myecorrhizal treatment in the first and second growing cycles, respectively (* significant at 0.05 level,
ns = not significant).

1st growing cycle

Second Growing Cycle
Variable Treatment HW PH PD LN RW RL RD SD DW MDA Proline
Treatment —024ns  —0.18ns  —0.37ns —034ns  —029ns | —052% = 0.39ns 0.41 ns
HW 0.53* 040ns  043ns  0.44ns —0.07ns | 038ns  039ns —0.09ns [IESOZAEN
PH 0.13 ns 0.16 ns 0.23 ns —033ns —046ns —0.32ns
PD 0.36 ns —0.01 ns 0.18 ns 0.26 ns —0.29 ns —0.13 ns
LN —0.01 ns —0.51* 0.36 ns 0.35ns
RW 0.13 ns —0.35 ns 0.43 ns —0.07 ns
RL 0.31ns 0.27 ns
RD 0.03 ns 0.08 ns —042ns —0.32ns
SD —0.22 ns 0.34 ns —0.49 * —0.51*
Dw —0.32 ns 0.15ns
MDA 0.34 ns —0.16 ns
Proline 0.35 ns 0.41 ns 0.23 ns

Abbreviations: head weight (HW), plant height (PH), plant diameter (PD), leaf number (LN), root weight (RW),
root length (RL), root diameter (RD), steam diameter (SD), dry weight (DW), malondialdehyde (MDA) content.

3.2. Morphometric and Biochemical Parameters in the Second Growing Cycle

A separate analysis of variance revealed significant effects (p < 0.05) of genotype (G:
G, GpL), irrigation treatments (I: I1q, Igo, Ip), and mycorrhizae (M: NM and MT) and their
interactions for morphometric and biochemical parameters in the second growing cycle
(Supplement Table S2). Mycorrhizal treatment had a significant impact on HW, PH, RW,
RL, DW, MDA, and proline, respectively. Irrigation treatment as well as I X G interaction
affected all tested variables. The genotype effect was significant for most of the variables
(except RL). On the other hand, M x I interactions were noticed for HW, PH, RL, LN, RW,
RD, MDA, and proline, while the significant effects for M x G were found for HW, PD, RW,
SD, MDA, and proline, respectively. Finally, the impact of M x I x G was visible for PH,
LN, RW, RL, RD, SD, MDA, and proline, respectively.

In the second growing cycle the reduction of growth (HW, PH, PD, LN, RW, RL, and
RD), was noticed in non-mycorrhizal treatment for iceberg and butterhead lettuce with the
increasing drought level (Figure 2a—h). Furthermore, MDA and proline content showed
a tendency to rise under water deficit (Igp and Is9) compared to control (Figure 3a,b). A
comparative analysis also confirmed a positive association (r = 0.74) between proline and
MDA content in the non-mycorrhizal treated group (Tables 2 and 3).

Under optimal water conditions (I1gp), the root length (RL) of the iceberg was higher
in the mycorrhizal group compared to the non-mycorrhizal group while in the butterhead
the positive effect was notable for the aboveground growth parameters (Figure 2e,h). The
application of beneficial microorganisms under medium drought level (Igy) increased HW
(Figure 2a), RW (Figure 2e), and RL (Figure 2f) in butterhead (Figure 2d). At the same
drought treatment (Igp), mycorrhizal treated iceberg’s plants were higher (PH) than un-
treated although showed root growth inhibition (RW, RL), and decreased plant lateral
growth (PD) (Figure 2c). A comparative analysis for nonmycorrhizal treatment showed a
negative connection (p < 0.05) between irrigation treatment and LN, RW, and RL, respec-
tively (Table 2). Interestingly, exposure to mycorrhizal treatment under the highest drought
intensity (Igp) increased RW, and RL in both lettuce varieties compared to Iy suggesting the
biostimulatory role of mycorrhizal treatment (Figure 2a,f). In the second growing season,
the MD of Gyj, ranged from 0.47% (Igp) to 8.10% (Igp), while the MD of Gpp ranged from
0.53% (Igg) to 5.96% (Igp).

Proline accumulation in iceberg was significantly higher in the mycorrhizal treated
group than in the untreated under both drought levels (Igp and Isp) while in untreated
mycorrhizal butterhead plants, proline biosynthesis under severe drought stress (I49) was
61% higher than in mycorrhizal group (Figure 3b). The mycorrhizal application resulted
in lower membrane damage in both iceberg and butterhead plants under both water
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scarcity treatments (Figure 3a). MDA content in the non-mycorrhizal group (Isp) was
126% (butterhead) and 660% (iceberg) higher compared to mycorrhizal treated group.
Correlation analysis revealed a strong negative correlation (p < 0.05) between proline
content and most growth parameters (HW, PD, PH, RL, RD, SD, LN) in non-mycorrhizal
and mycorrhizal treated groups in both growing cycles (Tables 2 and 3). Comparing the
impact of mycorrhizal treatment between lettuce genotypes, the application of mycorrhizal
mixture promoted iceberg’s root growth (RL) and proline accumulation in both irrigation
treatments (Igy and Igp) compared to butterhead. On the other hand, butterhead lettuce
had a higher stem lateral growth (SD) underwater optimal conditions (I10p) and larger
root weight (RW) than iceberg under medium drought stress (Igy) (Figure 2e,h). In general,
mycorrhizal dependency of both lettuce genotypes increased as water stress levels increased.
In both growing cycles, the highest MD (17.4% and 31.3%) was recorded for Gy, on severe
drought treatment (MT-Gyy -lg0).

3.3. PCA Analysis

PCA analysis for lettuce varieties was done separately for both lettuce varieties and
both growing cycles (Figures 4 and 5). The total variation characterized by PC1 and PC2
explains 73.47% of the variation for the iceberg and 81.37% for the butterhead, respectively.
In the iceberg, six clusters were notable (Figure 4). According to the loading cases, mycor-
rhizal treatment (MT) promoted dry weight (DW1, DW2), stem diameter (SD1), and plant
diameter (PD1) (Cluster 1) while the untreated group (NM) showed improved SD2, HW2,
and RW2 values at the second growing cycle (Cluster 2) (Supplement Table S3). Moderate
drought level (I80) caused the separation of cluster 3 (80) and cluster 4 (G-Igg) based on
morphological and biochemical parameters. Mycorrhizal treatment promoted root length
(RL), MDA, and proline accumulation in the second growing cycle. Unlike cluster 4, group
3 showed higher values of head weight (HW2), plant height (PH1), plant diameter (PD2),
leaf number (LN1, LN2), and root weight (RW1). The most intense drought (Igg) split two
treatment categories on cluster 5 (60) and cluster 6 (G-lgp) according to different biochemical
responses (MDA and proline content) in the first and second growing cycles. In butterhead,
the score plot also distinguished six groups (Figure 5). The first cluster denotes control (C)
which is separated from the second cluster (G) based on lower stem diameter (SD1, SD2),
root diameter (RD1), head weight (HW2), and root length (RL1), respectively. Mycorrhizal
treated plants grown under medium drought (G-Igy) were clustered (cluster 4) according
to higher head weight (HW2), leaf number (LN1), root weight (RW1, RW2), and root
length (RL2) compared to non-mycorrhizal group (80) (cluster 3) (Supplement Table S4).
Finally, mycorrhizal application at the highest drought level (Is, G-¢p) reduced proline
accumulation in both time points (proline 1, proline 2).
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Figure 4. Principal component analysis of data sets of morphological and biochemical parameters for
iceberg in non-mycorrhizal and mycorrhizal (MT) treatments under control (C) and drought (60, 80)
conditions. Head weight (HW), plant height (PH), plant diameter (PD), leaf number (LN), root weight
(RW), root length (RL), root diameter (RD), stem diameter (SD), dry weight (DW), malondialdehyde
(MDA), and proline. Factor loadings (A) and scores (B) of the first two factors. The number beside
each variable represents the day of treatment. Black letters present non-mycorrhizal treatment and
red marks mycorrhizal treatment.
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Figure 5. Principal component analysis of data sets of morphological and biochemical parameters
for butterhead in non-mycorrhizal and mycorrhizal (MT) treatments under control (C) and drought
(60, 80) conditions. Head weight (HW), plant height (PH), plant diameter (PD), leaf number (LN),
root weight (RW), root length (RL), root diameter (RD), stem diameter (SD), dry weight (DW),
malondialdehyde (MDA), and proline. Factor loadings (A) and scores (B) of the first two factors. The
number beside each variable represents the day of treatment. Black letters present non-mycorrhizal
treatment and red marks mycorrhizal treatment.
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4. Discussion

In line with previous studies [52-56] drought treatments (Igy and Igo) reduced lettuce
head weight (HW) as well as growth parameters (PH, PD, RL, RD, RW, and SD), regardless
of the lettuce genotype and growing cycles. On average across treatments, the highest
stability was shown by the butterhead genotype (G-pL) with the highest HW in both
growing cycles. This is an important finding in the understanding of the genetic advance
for the most important yield-forming growth parameter, and the beneficial effect of MT on
crop growth. The genetic dependence of different lettuce cultivars has also been shown to
be significant in many previous studies regardless of the study factors, such as irrigation
method [68,69], fertilizers management [70], and nutrient solution [68]. Similar results are
obtained for the MT x I x G effect, whereby in severe drought treatment (MT-Gpy -l40),
better response to MT showed butterhead lettuce in 1st growing cycle, i.e., the highest HW,
PH, RL, RD, and SD. In the second growing cycle, on severe water stress treatment (I¢) the
highest HW, PH, HD, RW, RL, RD, and SD were recorded for iceberg lettuce (MT-Gyy.-I¢p).
Gholamhoseini et al. [71] claim that MT can effectively improve plant productivity under
various water deficit stresses. In this study, the results showed the beneficial effect of
MT on lettuce grown in moderate (Igy) and severe (I4) drought stress, whereby a more
pronounced HW increase in iceberg lettuce was recorded in a second growing cycle; i.e., for
41% (MT-Ig0) and 31% higher (MT-I4p) compared to control treatment (NM-Gyy -I1gp).

As previously stated by Bengough et al. [72] plants with deeper root systems extract
water from deeper soil layers and help the plants to avoid drought stress. Therefore,
drought stress reduces root length [73-75] which is also confirmed in this study (Figure 2f)
where the beneficial effect of MT on root growth was shown in both drought treatments (Igg,
Is0). On average, the root elongation (RL) ranged from 11.7% (MT-Igy) to 35.7% (MT-I4),
while the RD increase ranged from 6.2% (MT-Igg) to 11.5% (MT-I4p) compared to NM treat-
ment. Therefore, the more pronounced effect of MT is on severe drought treatments. This
result ties well with previous studies wherein the symbiotic relationship with mycorrhizae
may improve root size and efficiency, under drought-exposed crops [76,77]. We showed
that MT increases drought resistance by providing lettuce with increased water uptake. The
improved drought resistance comes because of symbiotic relations due to which developed
mycorrhizal mycelia proliferate deeper and form a network specialized in the acquisition
of water [78]. Also, the more pronounced effect of MT on severe drought treatments was
for RW, whereby an increase in RW (41%) is visible only in the severe drought treatment
(MT-I¢p), compared to the NM treatment (NM-Igp). In moderate water stress (MT-Igg) and
optimal water treatment (MT-I;q9), mycorrhizae reduced RW. The same conclusion was
reached by Badvi et al. [79] who reported that the application of mycorrhizal fungal inocu-
lum was significant on all lettuce traits, except for root fresh weight. The higher root system
attributes (RL, RW, and RD); i.e., the larger root system confirms that plants in MT have
better adaptation in drought-stressed conditions, while the differences in lettuce genotypes
point to better genetic potential in adaptation to abiotic stress; in this case the adaptation to
drought, and heat stress for Gy.. In this study, MD is more pronounced in treatments with
increased water stress (I49), regardless of a growing cycle or lettuce genotype, aiming that
both genotypes benefited from MT. However, in both growing cycles Gy, showed higher
mycorrhizal response. The limited number of published research results on MD in lettuce
grown in different drought treatments indicates the need for further research. Furthermore,
some research results are contradictory to ours. For example, Ruiz-Lozano et al. [80] state
that the highest MD was recorded in treatments with a larger amount of irrigation water.

Also, the results of previous studies have shown that MT has a positive impact on plant-
water relationships, with a beneficial effect in growing of drought exposed tomato [80],
sesame [81], basil [82], orange [51], wheat [83], and lettuce [84]. Regardless of tested plant
species, authors have shown that MT alleviates the negative effects of induced drought,
i.e., higher proline accumulation in the drought-stressed plants, suggesting that proline
accumulation is of great importance in plant responses to drought stress [80,85-87]. When
comparing our results to those studies, it must be pointed out that the results are genotype-



Appl. Sci. 2023,13,12117

13 0f 18

dependent. Those differences are related to the genetic potential of lettuce cultivars to
stress tolerance; that is the enhanced proline accumulation in the drought-sensitive geno-
type (IG). As far as butterhead lettuce is concerned, the results are in accordance with the
aforementioned studies, i.e., the accumulation of proline in drought treatments (MT-Igg
and MT-I¢) is lower in MT compared to NM treatment. In this study, moderate drought
(Igp) in iceberg lettuce triggered the overaccumulation of proline compared to butterhead,
indicating that MT promotes the activation of antioxidative routes in the iceberg (Figure 3b).
Duangpan et al. [88] stated that proline accumulation in response to drought stress in oil
palm was genotype-dependent and drought-preconditioning enhanced proline accumula-
tion in the sensitive genotype, but not in the tolerant genotype. The statement is confirmed
by research on peanuts, in which the author stated that the stress tolerance in peanuts is
genotype-dependent [89]. Similarly, to the findings of Yavuz et al. [90] who reported that
MDA content was irrigation, i.e., drought level and harvest time-dependent, we found
significant differences in irrigation treatment in both growing cycles, yet the results are
not uniform. In the first growing cycle, the MDA reduction was noted on moderate stress
treatment (MT-Igp), while MDA incensement was noted on severe drought treatment (MT-
I¢o). In the second growing season, only MDA incensement was noted on mild water stress
(GrL-MT-Igp). The study conducted on cucumber with moderate (80-85% Field Capacity,
FC) and severe drought stress (60-65% FC), shows the increased MDA content in both
drought treatments [91]. Another study conducted on lettuce confirmed MDA increasing
in response to increasing drought stress levels [92], although it should be emphasized
that more intensive drought treatments (50% and 20% of FC) were applied in the research
compared to our study.

As it seems, the ability of mycorrhizal fungi to promote drought resistance appears to
be limited to plant genotype, that is, genotypic specificity in terms of drought tolerance
level, but also other abiotic factors. The differences in this study obtained in the first and
second growing cycles are probably caused by extremely high air temperatures during
the second growing cycle. Iceberg lettuce variety (Great Lakes) clearly showed better
adaptability and tolerance to extremely high air temperatures, i.e., heat stress that occurred
at the beginning of May (lettuce maturation phase). This statement is based on the results
of present research, which clearly indicate that a higher RW is recorded for IG in heat stress
conditions regardless of the MT or I treatment (Figure 2e). This indicates that RW can be
considered as a main root growth attribute that increases a plant’s ability to tolerate high
air temperatures. Current studies do not provide a sufficiently detailed insight into the
importance of heat stress when growing lettuce, but studies in this context are more related
to combined water stress in relation to heat stress.

As for MDA accumulation in heat-stressed lettuce, a previous study by Han et al. [93]
revealed that high heat-resistant lettuce varieties were lower in MDA content than the low
heat-resistant varieties. A similar pattern of results was obtained in this study (Figure 3a)
since the lower MDA content in the second growing season was recorded in iceberg lettuce,
especially on NM drought treatments (Igp and Igp). The same author claims that the proline
content and growth were higher in heat-resistant varieties which is in accordance with our
study results (Figure 3b).

The main challenge in using commercial preparations is to find the most suitable prepa-
ration, i.e., mycorrhizae and beneficial microorganisms’ combination for the target crop and
production system. Given that the results of the research depend considerably on the grow-
ing cycle under controlled conditions, further research is needed to assess the effectiveness
of the preparation used in open field conditions, as it can be assumed that the effectiveness
of the preparation will depend on several agroecological, i.e., environmental factors.

5. Conclusions

The tested morphological and biochemical traits of lettuce genotypes considerably
varied across mycorrhizal and drought treatments. As expected, drought stress reduced
lettuce growth-related parameters regardless of genotype or growing cycles. The differences
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in the mycorrhizal treatment efficiency between the first and second growing cycles are
because of differences in environmental conditions, where the influence of heat stress
in the second growing cycle stands out. The increased cell membrane damage (MDA,
umol g~! FW) was noticed for both lettuce genotypes in the first growing cycle; 0.32 (NM-
Igo) to 0.47 (MT-I4) for butterhead lettuce and 0.79 (NM-Igp) to 1.21 (MT-I¢p) for iceberg
lettuce. In heat-stressed conditions the MDA content was reduced in both lettuce genotypes;
1.12 (NM-Ig) to 0.49 (MT-I¢) for butterhead lettuce and 0.31 (NM-Igj) to 0.04 (MT-Igp).
The results are consistent with the proline content in the first growing cycle, where a
reduced content was recorded in MT for both genotypes; 5492 (NM-I¢) to 3413 (MT-I¢g)
for butterhead lettuce and 12,705 (NM-Ig) to 9991 (MT-I4) for iceberg lettuce. Lettuce
genotypes reacted differently to heat stress in the second growing cycle whereby the proline
content (umol g_1 FW) in butterhead lettuce was reduced in MT; 5492 (NM-Ig) to 3413
(MT-I40) and increased in iceberg lettuce; 4385 (NM-I¢g) to 4963 (MT-Igp). Further studies
are needed to test different heat stress in combination with drought treatments to receive
more precise insights into the beneficial effects of mycorrhizae in different environmental
conditions and varieties of lettuce genotypes.
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evaluated across two pretreatments and three water regimes for the first growing cycle; Table S2:
Mean squares and significant test after analysis of variance for morphological and biochemical
traits of two lettuce genotypes evaluated across two pretreatments and three water regimes for the
second growing cycle; Table S3: Factor loadings of morphological and biochemical parameters for
iceberg in non-mycorrhizal and mycorrhizal (G) treatments under control (C) and drought (I4, Igp)
conditions. Head weight (HW), plant height (PH), plant diameter (PD), leaf number (LN), root weight
(RW), root length (RL), root diameter (RD), stem diameter (SD), dry weight (DW), malondialdehyde
(MDA), and proline. The number beside each variable represents the growing cycle; Table S4: Factor
loadings of morphological and biochemical parameters for butterhead in non-mycorrhizal and myc-
orrhizal treatments (G) under control (C) and drought (60, 80) conditions. Head weight (HW), plant
height (PH), plant diameter (PD), leaf number (LN), root weight (RW), root length (RL), root diameter
(RD), stem diameter (SD), dry weight (DW), malondialdehyde (MDA), and proline. Number beside
each variable represents the time point.
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