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1. Summary

Pulplng project aims at the development of a high-quality pumpkin pulp product enriched and
preserved by added-value compounds obtained from pumpkin by-products, fostering an
integrative and sustainable strategy. Defining the best agronomic conditions for sustainable
pumpkin production, is the main goal of the WP1 — “Defining agronomic conditions for pumpkin
production”. This report refers to deliverable D1.7 — “One publication in a peer-reviewed open
access journal regarding the response of pumpkin genotypes under abiotic stress conditions” of
the WP1. One publication is presented regarding the assessment of salt tolerance among 15 local
squash (Cucurbita maxima Duchesne) landraces from Tunisia (ANNEX D1.7, published in Plants
journal (MDPI). We also published one more paper regarding the effects of drought stress on on
the germination and early seedling growth traits, physiological parameters and phytochemicals
content of Tunisian squash (Cucurbita maximaDuch.) landraces in Frontiers in Plant Science
(Frontiers Media S.A.) (ANNEX DL1.7).
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Abstract: Salt stress is considered as one of the most common abiotic stresses reducing the produc-
tivity and fruit quality of crop plants. The present study was carried out to assess the salt tolerance
among 15 local squash (Cucurbita maxima Duchesne) landraces. Different salt (NaCl) concentrations
of 0, 100, 200 and 300 mM were selected in order to evaluate the response of the study germplasm
to salt stress based on 12 agronomic parameters and 3 biochemical traits, proline, malondialdehyde
(MDA) and chlorophylls. A varied effect of the salt stress level was observed among the studied
landraces based on germination potential, as well as on growth and biochemical parameters at
seedling stage. Results showed that all landraces were drastically affected at high stress level with a
significant variation in their stress response, indicating the existence of considerable genetic variability.
Landraces “746” and “747” were the best performing cultivars across stress levels, whereas “1007”,
“1008” and “1009” were the most negatively affected. Based on the tested landrace performance, four
landraceswere selected and further evaluated at biochemical level, focusing on the determination
of compounds that play a key role in the ability to withstand salt stress. The mean MDA content
across landraces was generally increased in stressed plants, as compared to the control treatment;
the increase was attributed to a peak in MDA content at specific stress levels. In particular, “746”
and “1007” showed the maximum content at 100 mM NaCl, while in landrace “751”, MDA content
reached its peak at 300 mM NaCl. In addition, the response of most landraces to salt stress involved
an increase in free proline content, with the exception of “746”, with the maximum content being ob-
served either at 200 mM (“748” and “751” landraces) or at 300 mM NaCl, where only “747” expressed
the highest content. These findings can be extrapolated into efforts to develop more salt-tolerant
squash landraces and exhaust the possibilities of using saline water or soils under changing climate
conditions.

Keywords: salinity stress; proline; seed germination; MDA; Cucurbita sp.; landrace

1. Introduction

The genus Cucurbita, belonging to the family Cucurbitaceae, includes several econom-
ically and nutritionally important vegetable crops cultivated worldwide [1]. It contains
five domesticated species, namely C. argyrosperma Huber, C. ficifolia Bouché, C. maxima
Duch., C. moschata Duch. and C. pepo L. [2]. Cucurbita maxima Duch. is an allogamous
and extremely diverse species that originated in South America from the wild progenitor
C. maxima ssp. andreana (Naud.). The species contains a series of squash ecotypes, whose
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dispersal is attributed to Spain, which acted as a bridge between South America and Eu-
rope, and from there dispersed into other continents [3,4], while its domestication has been
regulated by hybridization, introgression and gene flow processes [4].

In Tunisia, squash (Cucurbita maxima Duch.) is usually cultivated in small farms. At a
local level, the germplasm employed for cultivation refers to landraces produced by open
pollination or farmer mass selection and maintained by local farmers. Tunisia is considered
to be one of the most important diversity centers of cultivated cucurbits [5], with squash
landraces being produced in various cultivation zones (North East, Central West, Cap-Bon,
Sahel, Siliana, Monastir, Tunisia). Given the importance of local squash production, in
recent years, several efforts have addressed the issues of collection, ex-situ characterization
and maintenance of the local germplasm accessions [6]. In this concept, the studies of ISA
CM (High Agronomic Institute of Chott Mariem) revealed important parameters related
to the agronomic performance and valorization of local landraces [7], while the National
Gene Bank of Tunisia is currently conducting a breeding program focusing on collecting
squash landraces and wild relatives from selected areas that represent the cultivating zones
of Tunisia. Recent studies have revealed that the local germplasm of C. maxima is highly
adaptive to diverse agro-climatic conditions and possesses considerable genetic variability
for important agronomic traits as well as traits related to fruit size and fruit quality [6,7].

Many authors reported that salinity is considered as one of the most common abiotic
stresses reducing the productivity and fruit quality of crop plants [8-10]. The major con-
tributing factors to soil salinization include climate change, leading to land degradation and
desertification [11], as well as the poor quality of irrigation water and irrational fertilization
management, which results in reduced productivity in either irrigated or rainfed farming
systems [12]. The compromised crop performance is the result of a combined osmotic and
ionic stress that induces complex interactions at morphological, physiological, biochemical
and molecular level [13,14], thus leading to altered photosynthetic activity, detoxification
capacity, energy state and plant cellular homeostasis [15-17]. In particular, salt stress is
interlinked with lipid peroxidation in cellular membranes, DNA damage, protein denatura-
tion, carbohydrate oxidation, pigment breakdown and impairment of enzymatic activity,
as well as metabolic adaptations, mainly involving the accumulation of osmolytes [16].
Osmolyte accumulation acts in favor of cell water uptake and cell turgor maintenance,
stabilization of membranes, enzymes and proteins and the reduction of oxidative damage
due to decreased Reactive Oxygen Species (ROS) levels, thereby contributing to redox
balance [18]. Well known examples of metabolites with an osmoprotective function under
salt stress conditions are certain amino acids, mainly referring to proline, and glycine
betaine, belonging to the group of quaternary amines [19].

In salt-sensitive species, the stress effects vary considerably depending on the extent
and duration of the stress but also on factors relating to plant characteristics [20-24]. Al-
though most plant species are salt-sensitive at all stages of their lifecycle, their sensitivity
differs among growth stages [21], with seed germination being viewed as the most critical
stage when salt stress impairs water absorption during seed imbibition and turgescence [25].
At this stage, salt stress is expressed through the reduction in germination percentage, de-
layed germination rate and inhibited tissue elongation [23,26]. The increased Na+ and Cl-
ion concentration induces ionic toxicity, oxidative stress and nutritional imbalance as well
as water stress by lowering the osmotic potential of soil solution, ultimately leading to the
inhibition of germination in many species [8,27,28]. Salt stress further affects the ultrastruc-
ture of root cells and severely inhibits root growth during early seedling growth [29], as
compared to shoot growth, in various plant species, including tomato [30], chickpea [31],
lentil [32] and lettuce [33]. However, such salt stress responses are highly subjected to both
species and cultivar dependency, with great variability being reported [34-36].

In Tunisia, soil salinization is gradually increasing due to the scarcity of rains and the
increase in evapotranspiration, adversely affecting plant germination, growth, development
and fruit setting in salt-affected soils, as is the case of semiarid regions [37]. In squash,
salinity is a factor that severely limits crop growth and productivity while at the same time
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deteriorating fruit quality. Despite the acquired knowledge in relation to the salt stress
response in a plethora of plant species [33,38,39], there is a gap in relevant research fields
for squash. Considering that the development of salt-tolerant germplasm is one of the
most effective means for enhancing squash production in saline soils, this study aimed at
investigating the response of squash germplasm to salt stress at the germination stage and
examining the potential of selecting salt-tolerant genotypes at the laboratory level early.
As such, 15 Tunisian squash landraces were subjected to NaCl-induced salinity stress at
varying stress levels (0, 100, 200 and 300 mM of NaCl), and their response was assessed
on the basis of traits related to seed germination and seedling growth potential. Moreover,
based on the results related to salt stress response, four landraces were selected and further
assessed in terms of biochemical parameters that are routinely employed as indicators
of salt tolerance, namely malondialdehyde (MDA), free proline and chlorophyll a and
chlorophyll b content.

2. Results
2.1. Effect of Salt Stress Level on Traits Related to Seed Germination and Seedling Growth Potential

In order to evaluate the response of 15 Tunisian squash germplasm to salt stress (see
the corresponding Table in Section 4), seeds were germinated on solutions differing in
NaCl concentration (0, 100, 200 and 300 mM), and seed and seedling parameters were
evaluated based on 12 criteria (see the corresponding Table in Section 4). The obtained
data revealed a significant effect of the salt stress level (p < 0.001) on the germination and
seedling growth potential of the tested squash landraces, with the stress effects being in
most cases analogous to the stress level applied, therefore leading to most drastic effects at
high stress levels for all the traits under study (Tables 1 and 2).

Table 1. Analysis of variance (mean of squares) for traits related to seed germination and seeding
growth in squash germplasm (accession) under different salt stress conditions (Salinity).

S.0.V. DF GP SL RL SFW RFW SRR GR SLR RLR GSTI SLSTI RLSTI
Accession 14 4066.8 341.0 152.9 2.6 0.05 54.8 3801.8 487.9 115.3 0.39 26,109.5 18,310.1
Salinity 3 17,405.8 1103.6 697.3 8.4 0.25 139.3 7553.0 229 2279 0.98 1484.6 44,510.7
Accessionx  pp 04 467 141 02 0004 189 4554 9.1 66 005 6691 13214
Salinity
CV (%) 13.3 9.0 11.3 17.0 24.9 20.6 10.2 20.7 21.7 29.69 15.4 16.6
S.0.V.: source of variance; DF: degree of freedom. CV: coefficient of variance; GP: germination percentage; SL:
shoot length: RL: root length; SFW: shoot fresh weight; REW: root fresh weight; SRR: shoot length/root length
ratio; GR: germination reduction; SLR: shoot length reduction; RLR: root length reduction; GSTI: germination
stress tolerance index; SLSTI: shoot length stress tolerance index; RLSTI: root length stress tolerance index.
Table 2. Mean effect of the salt stress level (0, 100, 200 and 300 mM NaCl) on germination potential
and seedlings characteristics (mean & SD), regardless of the squash accession.
c NaC‘l 4 GP SL RL ( ) SFW RFW (g) SRR GR SLR RRL GSTI SLSTI RLSTI
"“(:‘;4')“ ton (%) (mm) mm ® & (%) (%) (%) (%) (%) (%)
Control 86.3+1.08a 123+ 024a 74+018a 09+0.02a 0.14a +0.004 a 1.3+0.02¢
100 233+150b 71+0.33b 47+£024b 0.6 £0.03b 0.08 £0.004b 1.7 £ 0.06 b 63.0+149¢ 52+037b 27+022¢ 027 £0.016a 60.1+2.83a 63.8+294a
200 15.0+1.08¢ 6.4+031c 33+020c¢ 05+0.05¢ 0.06 £ 0.003 ¢ 1.8+ 0.10b 71.3+1.18b 59+035a 41+0.19b 0.17 £0.011b 542 +2.58b 44.0+234b
300 84+067d 6.3+0.30c 20+014d 03+0.01d 0.04 +£0.003d 3.6+027a 779a+1.02a 59+039a 53+0.16a 0.09 £ 0.006 v 54.6 £2.84b 275+177c¢
F Value 8816 ** 2141.20 ** 2879.11 ** 815.17 ** 649.38 ** 745.38 ** 362.56 ** 143.95 ** 791.03 ** 296.89 ** 19.75 ** 16.58 **

** Means in the same column followed by the same letter are not significantly different at p < 0.05, according to
Duncan’s Multiple Range test; Parameters from GR to RLSTI were evaluated for all landraces compared to the
control (see material and methods); GP: germination percentage; SL: shoot length: RL: root length; SFW: shoot
fresh weight; RFW: root fresh weight; SRR: shoot length/root length ratio; GR: germination reduction; SLR: shoot
length reduction; RLR: root length reduction; GSTI: germination stress tolerance index; SLSTI: shoot length stress
tolerance index; RLSTI: root length stress tolerance index.
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The final germination percentage, evaluated on the seventh day after salt stress initi-
ation, was strongly affected by the stress level, thus showing decreasing trends as NaCl
increased (GP: 86.35%, 23.33%, 15.00% and 8.40% at 0 mM, 100 mM, 200 mM and 300 mM
NaCl, respectively) (Table 2). The analysis of data further revealed significant differences in
shoot (SL) and root length (RL) among the stress levels applied, with most profound effects
being noted at the high stress level (Table 2). Accordingly, the shoot/root ratio (SRR) was
considerably affected by the stress level, presenting a gradual increase as NaCl concentra-
tion increased (ranging from 1.28 to 3.58), which reflects the fact that root length was more
profoundly affected than shoot length under stress conditions (Table 2). Such drastic effects
were also noted in shoot (SFW) and root fresh weight (RFW), which were significantly
affected by the stress level. In particular, both SFW and RFW showed decreasing trends as
NaCl concentration increased, with the respective values ranging between 0.90-0.31 g and
0.14-0.04 g for shoots and roots (Table 2).

In addition, a significant effect of the salt stress level on the germination stress tolerance
index (GSTI) was also recorded, with the effects being proportional to the stress level
applied. In particular, GSTI decreased as NaCl concentration increased (ranging from
0.29% to 0.09%), thus reflecting the differential effects of the various stress levels on seed
germination potential (Table 2). Accordingly, the shoot length tolerance index and root
length stress tolerance index (SLSTI and RLSTI) declined with increasing stress level. The
effects of stress on root length were profoundly evidenced at higher stress levels where
significant differences between the levels of 200 mM and 300 mM of NaCl were recorded,
whereas in the case of shoot length, no significant differences in SLSTI values were recorded
between the indicated stress levels (e.g., 200 mM and 300 mM of NaCl). In agreement with
the abovementioned data for shoot and root fresh weight, the most drastic effects were
noted at RLSTI compared to SLSTI, as a result of the most severe effects of salt stress on
seedling root length, which are expressed with lower values of the RLSTI index (Table 2).

2.2. Effect of Landrace on Traits Related to Seed Germination and Seedling Growth Potential

The data underline the significant effect of landrace (p < 0.001) on the germination and
seedling growth potential of squash under salinity stress conditions (Tables 1 and 3). The
differential response of the landraces to salt stress was evidenced for all the traits under
study, while the analysis showed RFW, SRR, SLR, RRL and GSTI as the most variable traits
(CV >20%) (Table 1).

Germination was considerably affected by the landrace, as evidenced by the mean GP
of landraces under study (Table 3), which ranged from 49.33% to 16.75% in landraces “747”
and “1008”, respectively. Although such values suggest a high salt tolerance ability and
sensitivity for “747” and “1008” landraces, respectively, they are also attributed to their
innate germination potential, as evidenced by the differences in GP in the respective control
treatments (97.33% and 67.00% for “747” and “1008” respectively) (Table 4). Moreover,
the landraces “746”, “752”, “745”, “748”, “749” and “750” were characterized by a mean
GP of 39.50%, while the other landraces presented intermediate GP values ranging from
31.25% to 21.50% (Table 3). In relation to seedling growth potential, the effects of stress were
consistently more severe on roots than on shoots (Table 3). Although the stress effects were
obvious in all landraces, their response to salinity differed substantially. As such, “1006”
presented the highest values for both SL and RL, while the lowest respective values were
noted in “1007” and “1008”. Regarding the SRR, “753” and “1007” presented the highest
and lowest values, respectively. Accordingly, significant differences were also observed
for SFW and RFW, with “752” showing the highest value for both traits, while the lowest
values were recorded in “1008” and “746” landrace, respectively (Table 3).
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Table 3. The mean effect of the squash germplasm accessions on traits related to seed germination and seedling growth (mean =+ SD), regardless of the salinity level

(NaCl concentration).

. P L FW RFW R LR RRL TI LSTI RLSTI
Accession ) (mm) RL (mm) “® ® SRR ) © (%) e "o o

“745” 420+£472bc  80+018gh 47+£029de 0.640.02de 0.07£0.008e 1.8+ 0.58 h 74.6 £3.55¢ 6.0+1.11d 2.0+£0.56h 0244+004e 56.67+745e 689+747b
“746” 484 +536a 83+032¢g 45+024e 0.6 £0.007de  0.02£0.005h 24+£026e 67.0£3.15de 21+0.69h 3.6+074e 0.32+0.03ab  80.85+5.66 a 498 £755e
“747" 493 +48la 78 +£0.16h 30+026¢g 0.6 £0.03de 0.03+0.005fg 3.6+0.36b 64.0 & 2.64 ef 1.6+025h 2.5 £0.61 fth 0.344+007a 8225+723a 443 £850ef
“748” 41.54+7.02cd 93+1.11d 4.7 £ 0.66 de 0.8+0.05b 0.10+£0.008cd 21+0.72f 64.6 £ 2.49 ef 48+£089%e 20+£055gh 02940.02cd 64.20+5.15d 67.6 £8.47b
“749” 40.04+£493cd 9.3 +£0.29de 40+041f¢ 0.6ef£0.0lef 0.10£0.006cd 29+£0.32d 60.0+3.56 g 414+081f 41+064d 0.30+0.02bc 72.54+6.80b 429 +7.89gh
“750” 39.5+5.05d 53 £081i 3.0£051g 0.8£0.05c 0.104+0.006cd 334024c 71.3 £4.40c 2.0+ 0.66 h 2.8 +0.52f 023+0.03e 73.00£6.77b 447 +8.12fg
“751” 312+ 483e 9.8+ 035¢ 8.0+£036b 09+0.02b 0.09 4 0.004 d 1.2+£0.23i 65.0+5.06ef 10.6+135¢ 53+0.79c 0194+0.05f 40.54+544f 574 £736c¢
“752” 427 +£410b 8.8 +£037f 58+ 0.36¢ 1.14+0.03a 0.15 £ 0.006 a 1.54+034h 71.0 £2.64cd 38+085f 23+050gh 026+002de 6743+6.70cd 70.5+547b
“753” 28.7 £5.47 f 9.0 £ 0.24 ef 30+031g 0.6 £0.05d 0.11 £0.005b 45+052a 61.7 £4.04 fg 3.0+0.80h 34+071e 018 £0.04f 81.11+830a 32.6 £4.55h
“1004” 232+509gh 109+0.24b 47 +057d 0.5+£0.02f 0.10£0.006cd 3.1+021c 66.3 £3.20e 3.6+0.84f 414+082d 0.09+£0.03h 7398+621b 50.8+8.24de
“1005” 22.0+323gh 10.7+0.22b 59+0.62c 0.6 £0.04de 0.10£0.006cd 1.9+0.18fg 54.7 £ 6.80 h 424+091f¢ 424+080d 013+£020g 69.99+541bc 54.6 £491cd
“1006” 28.14+495f 134+0.85a 83+ 038a 04+£003g 0.10+0.006cd 1.7+£0.16gh 923+277a 28+060g 21+£058gh 015+001i 8198+7.16a 81.6+793a
“1007” 21.5+6.76 h 2.7 +£034k 1.8 +£0.301 0.2+0.03h 0.04 £ 0.007 f 0.4 £0.10j 86.0 +2.58 b 10.7 £ 142 ¢ 74+088b 0.03 £0.011 0.00£0.00g 0.0 £0.001
“1008” 16.7 £ 6.301 29 +0.78k 1.3 £ 0.54j 0.1+0.06i 0.03 £0.001h 0.5+0.13j 67.0+499de 11.6+£1.54b 53+£084c 0.04 £0.011 0.00+£0.00g 0.0+ 0.001
“1009” 240+49¢g 3.8+0.38] 23+021h 0.2+£0.04h 0.03 £0.006 h 0.4+0.10j 96.0+4.40a 151+ 1.66a 9.1+£09a 0.03 +0.011i 0.00+£0.00g 0.0+ 0.001
CV % 13.54 8.96 11.32 16.98 23.92 20.63 10.23 20.69 21.74 26.69 15.39 16.62

Means in the same column followed by the same letter are not significantly different at p < 0.05, according to Duncan’s multiple range test; GP: germination percentage; SL: shoot
length: RL: root length; SFW: shoot fresh weight; REW: root fresh weight; SRR: shoot length/root length ratio; GR: germination reduction; SLR: shoot length reduction; RLR: root length
reduction; GSTI: germination stress tolerance index; SLSTI: shoot length stress tolerance index; RLSTI: root length stress tolerance index.
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Table 4. Response of squash germplasm accessions to varying salt stress levels (0, 100, 200 and 300

mM NaCl) in relation to traits (means + SD) related to seed germination and seedling growth.

NacCl | . GP SL RL SFW RFW
Concentration Accession (%) (mm) (mm) 8 g SRR
(mM)
“745” 979 +£15 125+ 1.6 6.2+0.8 09+0.2 0.15 £ 0.02 20+£04
“746” 98.7 £1.5 99+£1.8 72+£07 0.8£0.1 0.04 £0.01 14+0.2
“747" 973 £23 9.1£0.7 49+05 0.7+£04 0.07 £0.03 19+0.2
“748” 90.0 £8.7 129+18 6.2+ 0.6 1.1+0.3 0.15 £ 0.02 21+04
“749” 85.0 £4.3 124+1.6 70+£12 0.76 £ 0.06 0.15 £ 0.01 1.8+0.4
“750” 93.0£2.6 6.8 £0.7 51+0.3 1.1+0.1 0.16 £ 0.02 1.3+0.2
“751” 80.0 £4.3 178 £1.8 12.0 £ 2.0 1.3+£02 0.14 £ 0.02 1.5+0.1
Control “752” 96.0 £2.6 11.7+ 1.1 75+06 1.7 +£0.2 0.19 £ 0.05 14+£02
“753” 75.0+43 104+ 04 56=+0.3 0.83 £0.03 0.18 £ 0.02 1.9+0.1
“1004” 73.0£57 135+ 1.1 77+t14 0.63 £ 0.05 0.15 £ 0.01 1.8+£03
“1005” 63.0 + 6.7 139+ 1.0 9.1+1.1 0.8 +0.1 0.15 £ 0.03 1.5+02
“1006” 973 +19 155+ 0.5 99+04 0.69 £+ 0.07 0.16 £ 0.02 1.6 +£0.1
“1007” 86.0 £5.2 10.7 £ 04 74+04 0.86 £ 0.03 0.17 £ 0.02 14+0.1
“1008” 67.0 £5.7 11.6 £ 0.8 53+0.3 0.52 £ 0.03 0.16 £ 0.02 22+0.2
“1009” 96.0 £ 2.6 151+ 0.8 9.1£0.3 0.73 £ 0.09 0.10 £ 0.01 1.7+ 0.1
“745” 50.0 £5.7 7.7 £0.6 50£05 0.7 £0.04 0.08 £ 0.01 1.5+0.2
“746" 40.0 £4.3 9.0 £ 0.6 57+05 0.6 £0.2 0.03 £ 0.05 1.6 0.2
“747" 45.0 £ 4.3 80£04 38+04 0.68 £ 0.04 0.04 £0.01 21+02
“748” 350+£33 8.6 £05 53+0.2 09+0.2 0.10 £ 0.03 1.6 +0.1
“749” 40.0 £ 4.8 9.0 £09 44403 0.64 £ 0.03 0.10 £ 0.01 20£03
“750” 30.0£5.3 48+09 45+0.3 0.92 £ 0.06 0.11 £0.01 1.1+0.2
“751” 30.0£5.3 85£05 9.3+£0.3 1.00 + 0.04 0.11 £0.01 09+£0.1
100 “752” 350+43 89+£05 63 +£03 1.29 +0.08 0.17 £ 0.01 14 +0.1
“753” 250+£3.3 76 +£04 35+03 0.71 £ 0.04 0.12 £ 0.01 22+02
“1004” 250+£3.3 10.4 + 0.7 62+03 0.58 £ 0.02 0.11 £ 0.01 1.7 £ 0.1
“1005” 15.0£26 111+ 0.8 6.5+0.2 0.69 £ 0.02 0.10 £ 0.01 1.7 £02
“1006” 10.0 £ 44 122+ 05 94 +0.3 0.44 £ 0.03 0.10 £ 0.01 1.3+0.1
“1007” 0 0 0 0 0 0
“1008” 0 0 0 0 0 0
“1009” 0 0 0 0 0 0
“745” 15.0+43 6.6 £04 41402 0.53 £ 0.03 0.04 £ 0.00 1.6 +£0.1
“746” 350+43 7.7 +£0.6 34+03 0.50 £ 0.04 0.01 £ 0.00 23+£03
“747" 350+43 75+04 22403 0.55 £+ 0.03 0.01 + 0.00 35+05
“748” 250+£3.2 82+03 41402 0.74 £ 0.03 0.08 £ 0.03 20+£0.1
“749” 250+3.2 82+0.7 30£03 0.49 £0.14 0.08 £ 0.01 28+0.3
“750” 250+£3.2 37+£05 1.6 +0.2 0.64 £ 0.02 0.08 £ 0.01 23+£03
“751” 10.0 +=4.2 72+04 6.4+03 0.85 £ 0.04 0.08 £ 0.01 1.1+0.1
200 “752” 250+£33 76 +£04 59+0.3 0.88 £ 0.03 0.13 £0.01 1.3+0.1
“753” 10.0 + 3.3 83+£03 22402 0.57 £ 0.03 0.09 £ 0.03 39+03
“1004” 50+17 9.8 £0.7 34+03 0.53 £ 0.02 0.08 £ 0.01 29+04
“1005” 10.0 4.2 9.8£03 47+0.1 0.51 £ 0.03 0.08 £ 0.01 21+£0.1
“1006” 50+17 10.8 £ 0.5 85+04 0.33 £ 0.02 0.08 £ 0.01 1.3+0.1
“1007” 0 0 0 0 0 0
“1008” 0 0 0 0 0 0
“1009” 0 0 0 0 0 0
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Table 4. Cont.

NaCl | . GP SL RL SFW RFW
Concentration Accession (%) (mm) (mm) () ) SRR

(mM)
“745” 50+ 17 53+0.6 35+0.3 0.33 +0.03 0.02 + 0.00 1.5+02
“746" 20.0 +3.3 6.7 +0.7 1.6 £0.3 0.50 £+ 0.01 0.01 + 0.00 40+09
“747" 25.0+3.3 6.7+ 04 1.0£02 0.47 £ 0.03 0.01 + 0.00 70+ 14
“748” 17.0 £ 4.1 7.7 +03 3.0+0.3 05+0.1 0.07 4+ 0.01 26+0.2
“749” 10.0 £ 3.2 75+05 1.6 £02 0.35 + 0.03 0.05 + 0.01 50+ 1.0
“750” 10.0 £3.2 6.0+ 1.0 0.7+0.1 0.32 + 0.04 0.06 + 0.02 85+13
“751” 50+17 56+ 0.6 44403 0.35 + 0.03 0.04 £+ 0.01 1.34+0.1

300 “752” 15.0 £ 4.3 6.9+ 04 3.6+0.2 0.64 £+ 0.03 0.12 + 0.01 1.9 £0.1

“753" 50+17 94403 09+0.1 0.38 &+ 0.02 0.05 + 0.02 103+ 15
“1004” 50+1.7 9.8 £0.7 1.6 +0.2 0.35 £+ 0.02 0.05 £ 0.01 6.2 +0.8
“1005” 50+ 1.7 81405 35+0.2 03+0.1 0.05 + 0.03 23+0.1
“1006” 50+17 152+ 05 54+0.3 0.21 £ 0.02 0.06 + 0.02 28+0.1
“1007” 0 0 0 0 0 0
“1008” 0 0 0 0 0 0
“1009” 0 0 0 0 0 0

GP: germination percentage; SL: shoot length: RL: root length; SFW: shoot fresh weight; REW: root fresh weight;
SRR: shoot length /root length ratio.

In agreement with the abovementioned findings, a considerable variation for the GSTI,
SLSTI and RLSTI was also recorded (Table 3). Based on GSTI, “747” followed by “746”
were proved to be the best performing landraces. In relation to SLSTI, “747” followed by
“1006”, “753” and “746” showed the highest tolerance to salt stress, whereas “1006” ranked
as the best performing landrace in terms of RLSTI. In contrast, “1007”, “758” and “759”
were proved to be the most salt-sensitive based on GSTI, SLSTI and RLSTI values (Table 3).

2.3. Effect of the Landrace and the Salt Stress Level on Traits Related to Seed Germination and
Seedling Growth Potential

Based on the analysis of variance applied on individual data, all traits related to
germination and seedling growth potential under salt stress conditions were differentially
affected by the landrace and the salt stress level applied (Table 4). In the absence of stress,
germination was considerably affected by the landrace, thus substantiating a variable
germination potential per se, which could be mainly attributed to the median longevity of
seeds whose fruits were harvested at different periods (2018 to 2020). Among landraces,
“746” and “1005” presented the highest and lowest GP under normal conditions (98.66 %
and 63.00 %, respectively) which also justifies that seed longevity is a genotype-dependent
variable (Table 4). Upon stress, the germination of all landraces was severely affected, with
the effects of stress being in general analogous to its level. At 100 mM NaCl, “745” proved
to be the most capable landrace of retaining a high germination rate (50.00%), while “746”,
“747” and “749” also showed relatively high GP values (>40%). In contrast, “1007”, “1008”
and “1009” landraces, which were of medium-high innate germinability (67.00-96.00%),
were incapable of germination at all stress levels (Table 4). Moreover, at 200 mM NaCl,
“746” and “747” presented the highest GP (35.00 %), whereas “754” and “1006” ranked
as the landraces with the lowest GP values. Finally, at 300 mM NaCl, “747” followed by
“746” proved to be the best performing landraces (25% and 20%, respectively). Interestingly,
“745”, although showing superior performance at 100 mM NaCl, suffered great losses
at both 200 mM and 300 mM NaCl (15.00% and 5.00%, respectively). Furthermore, the
response of most landraces to salt stress involved a drastic reduction in both SL and RL,
with the latter parameter being more pronouncedly affected in the majority of the tested
landraces (Table 4). At all stress levels, “1006” presented the highest values for SL and
RL, thus proving its ability to withstand even high levels of salt stress. In contrast, “750”
consistently showed low values for SL and RL—a finding that could be partly attributed
to its low growth potential per se, as evidenced by the respective values in the control
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treatments (6.83 and 5.10 mm, respectively) (Table 4). In agreement with these findings, the
SFW and RFW followed a decreasing trend as NaCl concentration increased. The highest
values for these traits were recorded in “752” both in control and stress conditions, whereas
the lowest values were noted in “1006” and “746” for SFW and in “747” for RFW. Although
affected at all stress levels, the SRR was more profoundly affected at 300 mM NaCl, with
the landraces showing varying values ranging from 10.19 to 1.27. The highest SRR was
noted in “753”, thus reflecting the more drastic effect of salt stress to the roots than in shoots
(Table 4).

The seeds of the selected landraces representing the four types of cultivated squash are
illustrated in Figure 1. Regarding the different salt concentrations, landrace “746” (Batati
orange) showed the highest germination percentage at all salt levels and was distinguished
for its good tolerance to salt stress. Moreover, landrace “751” (Bejaoui green) expressed
the lowest values especially at 200 and 300 mM, while landrace “748” (Kerkoubi orange)
and “747” (Galaoui) could be also considered as similarly tolerant landraces and would be
recommended for cultivation in saline soils or with irrigation water with a high salt level.

Figure 1. Effect of salt stress treatment on four selected landraces representing the main types of
cultivated squash: (A): “748” control 0 mM NaCl, (i) 100 mM NaCl, (ii) 200 mM NaCl, (iii) 300 mM
NaCl; (B): “747” control 0 mM NaCl, (i) 100 mM NaCl, (ii) 200 mM NaCl, (iii) 300 mM NaCl; (C):
“751” control 0 mM NaCl, (i) 100 mM NaCl, (ii) 200 mM NacCl), (iii) 300 mM NaCl; (D): “746” control
0 mM Nac(l, (i) 100 mM Na(l, (ii) 200 mM Na(l, (iii) 300 mM NaCl).
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2.4. Effect of the Salt Stress Level on the Content of Malondialdehyde (MDA), Free Proline and
Chlorophyll a and b

The results indicate that the different stress levels significantly affected the content
of MDA, free proline and chlorophylls of squash seedlings (Table 5). Regarding MDA
content, a significantly increased content was noted in stressed seedlings as compared
to the control treatment (1.16 pumol rng’1 FW). The highest MDA content was recorded
at 100 mM NaCl (1.75 umol mg’1 FW), while the respective values for 200 and 300 mM
NaCl did not differ significantly (1.43 and 1.34 umol mg ! FW). The content of free proline
was the highest at the highest salinity level (0.92 ug mg~! FW), whereas no significant
differences were observed between the control and the 200 mM NacCl treatments (Table 5).
An exception to this trend was noted at 100 mM NaCl, which showed the lowest values
of free proline content (0.53 g mg~! FW). As expected, chlorophyll a (chla) and b (chlb)
were reduced in stressed plants, as compared to the control treatment (Table 5), although
the salt level of 100 mM NaCl showed a differential trend of increased chla and chlb
(35.47 and 69.88 mg g~ ! FW, respectively). The chlorophyll a values ranged from 25.70 to
35.47 mg g~ ! FW, while chlorophyll b ranged from 52.44 to 69.88 mg g~ ! FW.

Table 5. Mean effect of the salt stress level (0, 100, 200 and 300 mM NaCl) on the content of
malondialdehyde (MDA), free proline and chlorophyll a and b (mean + SD), regardless of the
pumpkin accession.

conc?r?tcr;tion MDA Proline (ug Chla Chl b
Y (umol g—1) mg—1) (mg mg~1) (mg mg~1)
Control 1.17 £ 0.53b 0.82 +0.06 a 30.09 +=2.87b 60.64 =596 b
100 1.754+ 030 a 0.51 £0.02b 35.47 390 a 69.88 + 7.68 a
200 143 4+021Db 0.82 +0.04 a 25.70 £2.43 d 5244 +550d
300 1.34 £ 0.18 b 092 £ 0.05a 2891 +2.46 ¢ 56.34 +5.98 ¢
F Value 33.6 ** 471.2 ** 552.3 ** 737.5 **
SD

** Means in the same column followed by the same letter are not significantly different at p < 0.05, according to
Duncan’s multiple range test.

2.5. Effect of Landrace on the Content of Malondialdehyde, Free Proline and Chlorophyll a and b

The obtained results point to a significant effect of the landrace on the content of MDA,
free proline and chlorophyll in squash seedlings (Table 6). In relation to MDA, the highest
content was recorded in landrace “746” (1.60 pmol g_1 FW), while the values of all the
other landraces did not differ significantly. The landrace “746” was further distinguished
by the highest content of free proline (1.00 pg mg~! FW). On the other hand, landrace
“748” showed the lowest content of free proline (Table 6). With respect to chla and chlb,
the lowest values were obtained in the landrace “746” (12.49 and 25.69 mg g~! FW of chla
and chlb, respectively), followed by “747” (14.81 and 27.89 mg g~ ! FW of chla and chlb,
respectively), whereas the highest content was noted in “751” (51.07 and 108.74 mg g~ ! FW
of chla and chlb, respectively) (Table 6).

Table 6. Mean effect of the squash germplasm accession on the content of malondialdehyde (MDA),
free proline and chlorophyll a and b (mean =+ SD), regardless of the salinity level (NaCl concentration).

. MDA Proline Chla Chlb

Accession (umol g-1) (ug mg—1) (mg mg-1) (mg mg-1)
746" 1.6 £0.12a 1.0 £0.06 a 125+1.50d 25.7+2.08d
747" 0.8+0.19b 0.8+0.02Db 148 £1.16c¢ 279+215c¢
748" 0.8+0.12b 0.5+0.04d 41.8 £1.50Db 77.0 £2.08b
“751” 09 £0.26Db 0.6 £0.05¢ 511+129a 108.7 £3.82a

F Value 15.5 ** 1466.3 ** 12473.9 ** 21337.9 **

SD

** Means in the same column followed by the same letter are not significantly different at p < 0.05, according to

Duncan’s multiple range test.
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2.6. Effect of Landrace and Salt Stress Level on the Content of Malondialdehyde, Free Proline and
Chlorophyll a and b

Our findings indicate that the contents of MDA, proline and chlorophyll were dif-
ferentially affected by the landrace and the salt stress level applied (Table 7). In relation
to MDA, “748” landrace showed a decreasing trend as NaCl increased. Furthermore, all
the other landraces exhibited a decreased content upon stress, yet they showed a notable
increase either at 100 mM NaCl (“747” and “746”) or 300 mM NaCl (“751”). Accordingly,
the response of these four landraces (“747”, “746”, “748” and “751”) to the different stress
levels varied considerably in terms of the free proline content (Table 7). The stress response
of most landraces involved an increased content of free proline, with the exception of lan-
drace “746”, whose content was maximized in control plants. In relation to the stress level
effects, the application of 200 mM NaCl induced proline accumulation in “748” and “751”,
whereas “747” presented a peak at 300 mM NaCl (Table 7). Similarly, the content of chla
and chlb was differentially affected both by the landrace and the stress level. Chlorophyll
a and b were generally reduced in stressed plants, as compared to the control treatment,
yet deviations from such a decreasing trend were observed depending on the landrace
and stress intensity (Table 7). Specifically, “748” and “751” landraces showed the highest
content of chla and chlb at 100 mM NacCl, while “747” presented the highest values at
300 mM NaCl. For the “746” landrace, the highest and lowest values for chla and chlb were
noted at 0 mM and 200 mM NaCl, respectively.

Table 7. Response of squash germplasm accession to varying salt stress levels (0, 100, 200 and 300 mM
NaCl) in relation to the content of malondialdehyde (MDA), free proline and chlorophyll a and b
(mean £ SD).

) NaCl MDA Proline Chl a Chlb

Accession Concentration 1 1 1 1
(mM) (umol g—1) (ug mg—1) (mg mg~1) (mg mg~1)

Control 0.88+003 142+ 003 147 +02 311+07

o 100 4244003 074+ 001 11.6 +0.2 244405
746 200 058+008  1.13+0.05 9.9+ 02 207 +03
300 0.68+009  071+0.08 137 +0.1 26.6 + 0.8

Control 09 +0.1 0.59 + 0.02 137 401 26.0 + 0.3

o 100 19+ 0.6 0.44 + 0.01 132402 258+ 02
747 200 036+ 006 056+ 0.02 15.6 + 0.4 29.5 + 0.5
300 0.5+ 0.2 0.8 + 0.009 16.8 + 0.4 302+ 1.1

Control 1.8+ 0.4 0.47 + 0.05 375+ 0.6 722 4+ 09
o 100 0.65+003  048-+004 570408 103.6 + 1.5
748 200 0.60 +0.04 055+ 0.05 30.2 + 0.6 55.2 + 0.6
300 0204007 040+ 001 425408 769 + 0.9
Control 11402 0.63 + 0.09 545+ 05 1133+ 1.7
o 100 02401 0.46 + 0.01 60.0 + 3.8 1257 + 3.9
751 200 0204003 1064005 471404 1043 + 35
300 1564020  098+003  427+03 91.7 + 2.4

3. Discussion

The efficient selection of a salt-tolerant germplasm is considered of utmost importance
in all breeding programs aimed at the development of salt-tolerant varieties. Given that
salinity poses severe constraints to crop growth and productivity as well as to fruit quality
in squash, this study aimed at determining the response of Tunisian squash germplasm to
salinity stress at the stage of germination and early seedling growth. Plant response was
assessed on the basis of selected traits related to seed germination and seedling growth
potential. Based on their performance, four landraces were selected and further evaluated
at the biochemical level, focusing on the determination of compounds that play a key role
in the ability to withstand salt stress (e.g., MDA, free proline and chlorophylls).
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Our findings revealed that salinity stress substantially affects all traits associated
with germination and early seedling growth, with the effects of stress being in most cases
analogous to the stress level applied. Differences in germination potential were reflected at
the final germination percentage, on the seventh day after salt stress initiation, as well as
at the decrease in germination over the control treatment. These findings are consistent
with previous reports regarding the effects of salt stress on the germination of various plant
species, including lettuce [33,40], rice [41], chickpea [31] and wheat [42]. Indeed, plants’
sensitivity to salinity varies among growth stages [21], while during germination, the stress
effects are aggravated due to the reduced seed water uptake that limits imbibition and
seed turgescence [25]. Our data point to a gradual increasing severity of effects depending
on stress intensity, thus supporting previous conclusions that the varying stress levels
differently affect germination and seedling growth in various species, such as sugar beet
and cabbage [43], soybean [44] and lentil [32]. Although all landraces were drastically
affected, especially at high stress levels, their stress response varied significantly, thus
indicating the existence of considerable genetic variation related to salt tolerance in the
germplasm under study. As such, “746” and “747” were the best performing cultivars
across stress levels, whereas “1007”, “1008” and “1009” landraces, despite their relatively
high innate germinability, were incapable of germination at all stress levels.

In addition to seed germination, the increasing level of salinity led to a gradually
decreasing tissue elongation, expressed as reduced root and shoot lengths, probably as a
result of toxicity as well as limited nutrient and water uptake due to osmotic stress [45,46].
Such data further support previous evidence that root and shoot lengths are the most
suitable traits in terms of evaluating salt tolerance [31,47], since roots are responsible
for water absorption and shoots for supplying aboveground tissues with water. In our
study, seedling growth was inhibited at all salt stress levels, while root length was more
severely affected than shoot length, most probably due to the fact that roots are directly
and for a longer period exposed to salinity [46]. Indeed, such restricting effects have
been attributed to the reduced water and nutrient absorption capacity from soil solution,
which limits cell elongation and plant tissue development [48-51]. These findings are
in agreement with the observed severe effects of salinity in roots of sugar beet, cabbage
and amaranth [43] as well as soybean [44] and lentil [32]. Despite the fact that salinity
led to a drastic reduction in seedling growth in all the tested landraces, a large variation
between landraces was observed. At all stress levels studied, “1006” showed the highest
SL and RL, therefore providing evidence for its salt tolerance ability, whereas the lowest
values were noted in landraces “1007” and “1008” (in the case of SL) or “1008” (in the
case of RL), indicating high susceptibility to salt stress. Accordingly, our data support a
trend of gradually decreasing seedling fresh weight with increasing stress intensity, which
could be mainly attributed to ionic effects occurring as a result of a proportional increase
in Na+ concentration. Among landraces, “752” showed the highest growth potential as
expressed by SFW and RFW parameters, both under normal and salt stress conditions,
whereas “1008” and “747”, “1008” and “1009” were the most drastically affected in relation
to SFW and RFW, respectively. Concomitant with the abovementioned findings, all the
recorded physiological indices were severely affected by salinity stress, especially at high
stress levels. The adverse effect of salt stress on GSTI, SLSTI and RLSTI has been previously
evidenced in maize germplasm subjected to drought stress [52], while previous reports
further underline the significant effect of the genotype on the response to salt stress for
several crop species [43,51,53]. Our findings support the notion that stress effects are
differentially expressed in the germplasm under study. As such, “747” proved to be the
most superior landrace in terms of GSTI and SLSTI, while “1006” was characterized as the
most tolerant landrace based on RLSTI. In contrast, the combined data of GSTI, SLSTI and
RLSTI classified “1007”, “1008” and “1009” as the most salt-sensitive landraces.

In addition to germination and seedling growth potential under stress conditions, an
indicator routinely employed to assess the degree of damage to plant cells caused by abiotic
stress is MDA accumulation—a natural product of lipid peroxidation due to oxidative
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stress [54-56]. Our data revealed a significant variation both in the landraces tested and
the stress level applied. Although the mean MDA content across landraces was generally
increased in stressed plants, as compared to the control treatment, such an increase was
attributed to a peak in MDA content at specific stress levels. Interestingly, “746” and “747”
showed the maximum content at 100 mM NaCl, while in landrace “751”, MDA content
reached its peak at 300 mM NaCl. Such findings are in total agreement with the previously
reported inconclusive differences in MDA level in purslane plants subjected to varying salt
stress levels, where the MDA content showed a peak after exposure at 300 mM NacCl for
6 or 9 days [57]. In general, the increased MDA and O2- synthesis under salt stress has
been associated with damage to cell membrane integrity and protein activity, although the
damage recorded depends on the stress period [58]. It has been suggested that long-term
exposure to high salinity may lead to the destruction of cell membranes, adversely affecting
SOD, POD and CAT activities, whereas oxidative stress-mediated lipid peroxidation does
not occur within a short period; e.g., up to 5 week exposure to salt stress [59]. Our
data further point to inconclusive differences in free proline content at various stress
levels. Although the response of most landraces to salt stress involved an increase in
free proline, with the exception of “746”, the maximum content was observed either at
200 mM (“748” and “751”) or at 300 mM NaCl (“747”). Such observations further support
the previously reported negative correlation between MDA and free proline content [54],
yet they partly deviate from the suggested positive association between proline content
and stress intensity [57]. In our study, this association was only evidenced in landrace
“747”, whose overall performance classified it as salt-tolerant, thus supporting previous
conclusions related to the increased proline content in salt-tolerant genotypes of various
plant species, including potato [60], melon [61] and tomato [62]. It is well evidenced that
plants’ response to high salinity adversely affects photosynthesis activity, thus involving
a reduction in chlorophyll content. Our data showed a general decreasing trend of chla
and chlb in stressed plants, as compared to the control treatment, which indicates that
the response to high salinity may involve a decrease in chlorophyll content in various
plant species, including pepper [63] and winter squash [64]. However, deviations from
this trend were noted among the tested landraces and the stress levels applied, indicating
a genotype-depended response. Interestingly, the content of both chla and chlb was the
maximum at 100 mM NaCl across landraces, with this peak being mostly evidenced in
landraces “748” and “751”, thus probably reflecting an adaptive stress response governing
tolerance to low-medium salinity.

Overall findings provide conclusive evidence that the evaluation of squash genotypes
at germination phase shows a great potential for revealing genetic variability related to salt
tolerance. Addressing the classification of genotypes in terms of salt tolerance, our data
related to germination and seedling growth potential under salt stress point to the superior-
ity of landraces “746” and “747”, followed by “1006”, at all stress levels applied. In contrast,
“1007”, “1008” and “1009” landraces were incapable of germination at all stress levels, thus
proving their sensitivity to salinity even at relatively low stress levels. Our findings further
support previous reports highlighting that the innate genotypic high growth potential is
associated with salt sensitivity and vice versa [65]. Mostly relevant to this argument is
the performance of landrace “751”: although it exhibited an enhanced seedling growth
under normal conditions, it suffered a significant decrease after exposure to salt stress.
Addressing the evaluation of salt tolerance based on biochemical parameters, the observed
cumulative patterns for MDA, free proline and chla and chlb deviate considerably from the
general stress response profiles that usually involve an increased MDA and proline content
as well as a decreasing chlorophyll content with increasing salt concentration. Despite
such deviations, which further strengthen previous reports on inconclusive differences in
MDA and chlorophyll content in various plant species subjected to salt stress [57,65,66], the
overall data support the feasibility of conducting the early selection of salt-tolerant squash
germplasm on the basis of germination and seedling growth potential under salt stress.
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4. Materials and Methods
4.1. Plant Material and Growth Conditions

The studied genetic material consisted of 15 Tunisian squash landraces, collected from
different geographic regions of Tunisia during the period extending from 2018 to 2020
(Table 8). Each landrace was assigned passport data and an inventory number, according
to the National Gene Bank of Tunisia, while full details are available at the Germplasm
Resources Information Network—GRIN (http:/ /www.tn-grin.nat.tn/gringlobal /search.
aspx, accessed on 15 February 2022). The description of fruit morphology was performed
based on the European Cooperative Program for Plant Genetic Resources (ECPGR) list of
descriptors for Cucurbita spp. [67].

Table 8. Description of the Tunisian squash landraces employed in this study.

Landrace
Inventory Local Name Origin Latitude Longitude Short Description
Number
NG(}%%,JSN)MS Batati Green Agﬁaglgjgat 37°033" N 10°11'7" e GIObls“lll?rI; fg;lé’zélglg;}%reen
NN miomge gl VNN owwre  Serinens
NGBTUN747 . Ariana (Kalaa onnnal! B Raised fruit with basal tip,
(“747") Galaoui Andalous) 37°033" N 10711777 e green skin, green flesh
NGBTUNY748 . .1 . o ° Flattened fruit, dark
(“748") Karkoubi orange  Sousse (SidiBouali) 35°54'22.21” N 10°32/47.81" e yellow skin, yellow flesh
. - Globular fruit, orange skin
NGBTUN749 Batati yellow Sil o o 4 4
(749" spotted with white  (SidiHamada) 35°57/28" N 9°32'57" spotted with white,
orange fles
NG(}%F%{)N;SO Batati white Monastir (Sahline) 35°45'05" N 10°42/39" e Glo})u%ﬁff;ﬁétﬁxﬁite skin,
NGBTUN751 S Siliana o=mnol! onnl =l Flattened fruit, dark green
(“7517) Bejaoui Green (SidiHamada) 35°57°28" N 9732577 e skin, light green flesh
NG(I,?%;I)I)%Z Batati yellow Siliana (North) 35°57/28" N 9°32/57" ¢ Gl"bl‘i‘;‘"tfggg:g‘;gfk‘“'
NGBTUN753 P - omrlnall onnleml! Flattened fruit, dark green
(“753") Béjaoui Green Siliana (South) 35°57'28" N 9°32'57" e skin, light green flesh
. . Turbinate interior fruit
Nﬁ?{(}gﬁ)oo‘* Galaoul large Aiﬁ;‘agﬁ;&)‘at 37°033" N 10°11'7" e~ with basal tip, green skin,
seeds white green flesh
. . Turbinate interior fruit
NG(I,?E'(])I;})OOS Gala:etéldssmoll Ar&%‘aglgjgat 37°033" N 10°11'7" e with a big basal tip, green
skin, white green flesh
NGBTUN1006 . . . oA=lnEl oAn/nal! Flattened fruit, dark
(“1006”) Karkoubi orange Monastir (Sahline) 35°45'05" N 10°42°39" e yellow skin, yellow flesh
NG(I%}"(%(J)I;I”I)OW Batati Green Siliana 35°57'28" N 9°32/57" e Roundegrél;llltf,legsrﬁen skin,
. Globular fruit, flat stem
NG(]%;F(I)'(])I;})OOS Batati Green (*1}2 ggﬁ?g;) 35°4505" N 10°42/39" e end, green skin, light
green flesh
Globular fruit with flat
NGBTUN1009 Bejaoui spotted Siliana orrInal! R stem end, spotted with
(1009”) with yellow (SidiHamada) 35°57'28" N 9°3257" e yellow light green skin,

light green flesh

4.2. Salinity Stress Treatments

The experiment was carried out at the Department of Horticulture, High Agronomic
Institute of Chott Mariem-Sousse-Tunisia. Following the selection of seeds for size homo-
geneity, 50 seeds per landrace (five petri dishes with 10 seeds each, n = 5) were surface-
sterilized for 5 min in 10% HyO, (v/v) and rinsed twice in sterile dH,O. Sterilized seeds
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were primed via exposure to an eliciting solution of 1.5 mM gibberellic acid (GA3) for
24 h to stimulate germination and subsequently rinsed in sterile dH;O. Five to ten seeds,
according to size, were placed on sterile petri dishes containing two layers of filter pa-
per moistened daily with 5 mL of appropriate solutions: dH>O (control), 100, 200 and
300 mM NaCl. Seedlings were grown under controlled conditions for 7 days (25 + 2 °C,
50 =+ 5% relative humidity, 18 h light/6 h dark photoperiod under white fluorescent light
(40 umol m—2 s~ 1),

4.3. Determination of Germination and Seedling Growth Potential under Salt Stress

Salt tolerance was evaluated on the basis of various parameters related to seed germi-
nation and seedling growth potential under salt stress conditions, measured daily until no
more germinated seeds were recorded (first-seventh day) (Table 9). Seeds were considered
germinated when the protruding radicle was at least 2 mm long. The parameters germina-
tion reduction (GR), root length reduction (RLR) and shoot length stress tolerance index
(SLSTI) express the decreased values of salt-stressed plants over the control treatment.

Table 9. Description of the evaluation criteria for salinity tolerance employed in this study.

Trait Unit Description/Formula Reference
Germination percentage (GP) % GP = “ﬁ?ﬂiﬁﬁg&ﬁfggﬁds % 100 Scott et al. (1984)
Shoot length (SL) mm At the day of germination Sivakumar et al. (2020)
Root length (RL) mm At the day of germination Sivakumar et al. (2020)
Shoot fresh weight (SFW) g Recorded by using a sensitive balance Jamil et al. (2006)

(Sartorius AC 1215, Germany)

Recorded by using a sensitive balance

Root fresh weight (RFW) g (Sartorius AC 1215, Germany) Jamil et al. (2006)
Shoot length/Root length Ratio (SRR) - Ratio of SL to RL Thabet et al. (2018)
Germination reduction (GR) Y% GR = GP of controls — GP of stress plants Thabet et al. (2018)
Shoot length reduction (SLR) mm SLR = SL of controls — SL of stress plants Partheeban et al. (2017)
Root length reduction (RLR) mm RLR = RL of controls — RL of stress plants ~ Thabet et al. (2018)
Germination stress tolerance index (GSTI) Y% GSTI = G&Er&i‘geia&ﬁ;ﬁiﬁ%ﬁgﬁ? x 100 Partheeban et al. (2017)
Shoot length stress tolerance index (SLSTI) % SLSTI = SL.under salt stress condtions . 7 Partheeban et al. (2017)
Root length stress tolerance index (RLSTI) %o RLSTI = R&Luﬁgggrsﬁgriﬁsi (fr“’gftlg‘r’gs % 100 Partheeban et al. (2017)

4.4. Evaluation of Salinity Tolerance Based on Biochemical Parameters

Based on the obtained data related to the response of the 15 landraces to salinity stress,
4 landraces representing the main types of cultivated squash were selected for further
evaluation. As such, the landraces “748” (Karkoubi), “751” (Bejaoui), “747” (Galaoui) and
“746” (Batati) were assessed, employing the content of seedling tissues in MDA (MDA),
free proline and chlorophyll a and b as evaluation criteria.

The content of MDA (MDA) was determined using the method applied by Hnilickova
et al. [57] with minor modifications. Briefly, 200 mg of leaf samples were homogenized
with liquid nitrogen and, following the addition of 80% ethanol, samples were centrifuged
for 5 min at 6000 rpm. Aliquots of 0.7 mL of the supernatant solution were mixed with
0.7 mL of 0.65% thiobarbituric acid (TBA) in 20% TCA (trichloroacetic acid) and 0.01% BHT
(butylated hydroxytoluene). A second set of 0.7 mL samples was mixed with 0.7 mL of 20 %
TCA and 0.01 % BHT. Following incubation at 95 °C for 25 min and subsequent cooling,
samples were centrifuged for 5 min at 6000 rpm. The content of MDA was determined at
532 nm using a UV-Vis spectrophotometer (Evolution 210, Thermo Scientific, Abingdon,
UK) and expressed in pmol g~ ! of fresh weight (FW).
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The content of free proline was measured according to the method described by
Monneveux and Nemmar [68]. Leaf samples (100 mg) were homogenized in 10 mL of 3%
sulfosalicylic acid and, following filtration, the homogenate was heated to 85 °C in a water
bath for 60 min. After cooling, 1 mL of ninhydrin reagent was added (ninhydrin reagent
consisted of 120 mL distilled water, 300 mL of acetic acid, 80 mL acetic orthophosphoric
acid at a density of 1.7, and 25 mg of ninhydrin). The samples were boiled for 30 min
and, after cooling, 5 mL of toluene was added and samples were vortexed. The upper
phase was recovered and was measured using a UV-Vis spectrophotometer (Evolution 210,
Thermo Scientific, Abingdon, UK) at 528 nm. A proline standard curve ranging from 0 to
2.5 mg mL~! of L-proline was used to determine the proline content, expressed in pg mg~!
of FW.

For chlorophyll content determination, the extraction of samples was performed
as described by Curtis and Shetty [69]. Briefly, 50 mg of leaf tissue (in triplicate) was
extracted into 3 mL of methanol and stored at 23 °C in darkness for 2 h. Absorption of
extracts (1.5 mL) was measured at 650 and 665 nm using a spectrophotometer (Evolution
210, Thermo Scientific, Abingdon, UK). Chlorophyll a and chlorophyll b were expressed
inmg g~! FW.

4.5. Statistical Analysis

The experimental layout was completely randomized with three replications. Data
were analyzed using ANOVA tests (p < 0.05), according to the experimental design, com-
bining salt concentrations and genotypes. Differences between means were compared
using the Duncan Multiple Range test (DMRT). Statistical analyses were performed using
SAS software V9 (SAS Institute, Cary, CA, USA).

5. Conclusions

Soil salinization is gradually increasing due to the scarcity of rains and the increase in
evapotranspiration, adversely affecting plant germination, growth, development and fruit
setting in salt-affected soils, as is the case of semiarid regions. Most vegetable species are
salt-sensitive at all stages of their lifecycle, while germination and seedling growth have
been viewed as the critical stage under salt conditions. In particular, salinity is a factor
that severely limits squash growth and productivity while, at the same time, deteriorating
fruit quality. Despite the scientific evidence in relation to the salt stress response in a
plethora of plant species, there is a lack of information in relevant research fields for
squash. The development of a salt-tolerant germplasm is one of the most effective means
for enhancing squash production in saline soils. The results of our study suggest the
feasibility of conducting an early selection of salt-tolerant squash germplasm on the basis
of germination and seedling growth potential under salt stress. Such an approach may
considerably upgrade all procedures aimed at selecting salt-tolerant germplasm to be
exploited for cultivation in saline soils. In this context, landraces “746” and “747” were the
best performing cultivars for the tested salinity levels in terms of germination percentage,
germination percentage stress index and shoot length stress index, which indicates that
they could be integrated as valuable germplasm material in breeding programs targeted at
improving salt tolerance in squash through the selection of elite genotypes.
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induced by D-Mannitol on
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physiological parameters and
phytochemicals content of
Tunisian squash (Cucurbita
maximaDuch.) landraces
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Sousse, Tunisia, 2Laboratory of Genetics and Plant Breeding, Department of Agriculture, Crop
Production and Rural Environment, University of Thessaly, Volos, Greece, 3Laboratory of Aromatic
and Medicinal Plant, Centre of Biotechnology of Borj Cedria, Tunis, Tunisia, “Laboratory of Vegetable
Production, Department of Agriculture, Crop Production and Rural Environment, University of
Thessaly, Volos, Greece

Introduction: Drought stress is one of the most devastating environmental
stressors, especially in the arid and semi-arid regions of the world. Considering
the major constraints that drought stress poses to crop production and the
consequent yield losses in food crops, breeding for climate-resilient crops is an
efficient means to mitigate stress conditions.

Materials and methods: This study aimed at evaluating the response of four
squash (Cucurbita maxima Duchesne) landraces to drought stress at germination
and at plant stage. Drought stress was induced by different concentrations of D-
mannitol (-0.24, -0.47 and -0.73 MPa). The tested parameters at germination
stage included germination percentage, seedling vigor index, seed water
absorbance and seedling growth potential. At the plant stage, leaf chlorophyll
and carotenoids content, chlorophyll fluorescence, evapotranspiration,
photosynthesis activity and several biomarkers, namely malondialdehyde,
proline, total phenols content, total flavonoids content and DPPH radical
scavenging activity were evaluated in both roots and leaves.

Results and discussion: Our results indicate a magnitude of drought stress
effects reflected via repression of germination and seedling growth as well as
adjustments in physiological functions at later growth stages, in a genotype
depended manner. Among landraces, "751" and "746" showed better
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performance, as evidenced by higher seed germination and seedling growth
potential even at high stress levels (-0.47 and - 0.73 MPa), whereas "747" was the
most sensitive landrace to drought stress at both tested stages. In conclusion,
our findings highlight the importance of squash landraces selection for the
identification of elite genotypes with increased tolerance to drought stress.

KEYWORDS

water stress, Cucurbita maxima Duchesne, seed germination, seedling vigor, total
phenols content, chlorophyll fluorescence, carotenoids

1 Introduction

Over the last decades, climate change substantially intensifies
drought incidences as a result of warming and the increased
evaporation. Drought is undoubtedly one of the most important
environmental stressors that severely affects a wide range of major
food crops, leading to considerable yield losses, especially in the arid
and semi-arid regions. Considering these adverse effects of drought to
both plant growth and productivity, breeding for drought tolerant
varieties is generally considered as an effective and sustainable means of
ensuring economic viability of crops under water deficit conditions.
The mitigation of yield losses under drought conditions primarily relies
on improving traits that enhance drought tolerance, such as water
consumption and water use efficiency (WUE) (Hatfield and Dold,
2019). WUE refers to plant’s ability to cope with moderate or severe
soil water deficit and is considered as an important indicator of plant
survival under limited water availability (Schulz et al, 2021). The
response of plants to water deficit conditions includes a series of
morphological, physiological, and biochemical modifications, including
changes in photosynthesis, respiration, transpiration processes as well
as the accumulation of reactive oxygen species (ROS) (Chevilly et al,,
2021; Giordano et al., 2021; Nalina et al.,, 2021; Zhou et al., 2021). The
molecular responses to drought include the activation of antioxidant
enzymes and osmolyte accumulation which serve towards the
stabilization of membranes, enzymes and proteins, as well as to the
protection against oxidative damage through scavenging of ROS
(Hasanuzzaman et al,, 2020; Begum et al., 2022). Regarding the plant
organs level, leaf morphology and functions may promote water use
efficiency, thus contributing to mitigation of stress effects, while root
characteristics such as length, weight, volume, and density, play a
pivotal role in drought tolerance (Kapoor et al., 2020).

In the search to identify eligible strategies to improve drought
tolerance of crops, several studies highlight the complexity of plant
responses to drought, involving numerous factors such as the growth
stage, the duration and severity of stress (Golldack et al., 2014), as well
as the polygenic nature of quantitative tolerance traits (Mahmood et al,,
2020). Considering that most plant species are drought-sensitive at all
stages of their lifecycle, seed germination is considered as the most
critical stage since water deficit impairs germination by limiting water
imbibition and further reduces seedling vigor, via repressing root
emergence and shoot elongation, thus preventing the establishment
of a uniform stand (Queiroz et al., 2019; Rosero et al., 2020). As such,
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the most common plant response to reduced osmotic potential refers to
delayed and reduced germination rates(Saberali and Shirmohamadi-
Aliakbarkhani, 2020). Such adverse effects have been reported for a
plethora of crop species, including maize (Queiroz et al, 2019),
sorghum (Cokkizgin et al., 2019), faba bean (Li et al, 2018),
cucumber(Mombeini et al,, 2021), and melon (Saroj and Choudhary,
2020). Therefore, it is suggested that seed germination and seedling
growth potential under stress conditions may enable the early selection
of tolerant genotypes, thus enhancing the efficiency of selection
procedures for suitable germplasm material to be cultivated or
exploited in relative breeding programs (Tarchoun et al., 2022).

In the context of improving complex traits, such as drought
tolerance, the research interest is progressively focused on the
search of functional markers to be employed in breeding
procedures aimed at early selecting for tolerant genotypes. Well
known examples of stress indicators are certain amino acids of the
group of quaternary amines with osmoprotective functions under
water stress conditions, such as proline and glycine betaine(Bankaji
et al, 2019). In the same line, plant protection against oxidative
damage involves the induction of the activity of antioxidant
enzymes(Gill and Tuteja, 2010). Carotenoids serve in multiple
functions in plants, including photosynthesis and regulation of
redox status(Gill and Tuteja, 2010), while phenolic compounds
contribute to plant defense mechanisms against abiotic stress
factors (Cheynier et al., 2013).

Given that photosynthesis is one of the most critical metabolic
processes, its repression under drought stress adversely affects plant
growth and development (Al Hassan et al, 2015). Upon severe
drought stress, both in terms of duration and intensity, inhibition of
photosynthesis is manifested by changes in chlorophyll content,
mainly due to ROS-induced damage of chloroplasts, as well as
damages in the whole photosynthetic apparatus (Porcar-Castell
et al., 2014). Accordingly, ROS production is mainly driven by
excess energy absorption in the photosynthetic apparatus, that
might be reversed by degrading the absorbing pigments.
Therefore, chlorophyll fluorescence is considered a fast, accurate
and non-invasive tool to monitor photosystem II (PSII) (Baker,
2008), while photosynthetic activity can also be assessed since
chlorophyll fluorescence can describe and investigate the
photosynthetic light processes and quantum conversion by
chlorophyll and accessory pigments of chlorophyll-protein
complexes (Porcar-Castell et al., 2014).
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Among the cultivated Cucurbita species, e.g. C. argyrosperma,C.
ficifolia, C. maxima, C. moschata and C. pepo, the latter three are the
most important in terms of worldwide production. In Tunisia, the
squash (C. maximaDuch.) germplasm used for commercial cultivation
is essentially derived from local landraces, produced by open
pollination or farmer mass selection. Given the importance of local
squash production, an increasing number of studies focuses on
collection, ex-situ and in-situ conservation, characterization and
maintenanceof local germplasm accessions (Hamdi et al.,, 2017;
Hamdi et al.,, 2019; Tarchoun et al., 2022). Local landraces are often
characterized by particularly broad leaves, thus leading to high
evapotranspiration and high crop water requirements, since
cultivation usually takes place during the warmer months of the year
(Hamdi et al., 2017).

In this context, breeding efforts are focused on the selection of
drought tolerant landraces so as to ensure economic viability of squash
cropping in arid and semi-arid regions, such as Tunisia. Although
several studies aimed at understanding the drought stress response in
Cucurbita species, mainly C. pepo and C. moschata, so far (Biareh et al,,
2022), there is a gap in relevant research for C. maxima. Therefore, this
study aimed at (i) investigating the response of four squash local
landraces of Tunisia to drought stress at germination stage, (ii)
examining the possibilities of early selecting drought tolerant
genotypes and (iii) determining the effects of drought stress at later
plant growth stages. For this purpose, drought stress was imposed by
different water potential (0, -0.24, -0.47 and -0.73 MPa). During
germination, the evaluation of drought tolerance was based on traits
related to germination and seedling growth (germination percentage,
seedling vigor index, root and shoot length, root and shoot fresh
weight, root volume and seed water absorbance). At later growth stages,
the response of plants to stress was assessed using physiological
(chlorophyll fluorescence, chlorophylls and carotenoid content,
evapotranspiration, photosynthesis activity) and biochemical
parameters (malondialdehyde (MDA), free proline, total phenolic
compounds and total flavonoid content) and DPPH radical
scavenging activity of roots and leaves.

2 Materials and methods
2.1 Plant material

Four landraces were selected for further evaluation of their
response to D-mannitol induced drought stress, based on relevant
assessment data related to the response of fifteen squash landraces
to varying salt stress levels (Tarchoun et al., 2022). The genotypes

10.3389/fpls.2023.1215394

under study consisted of four local landraces representing the main
types of cultivated squash, namely Batati orange (“746”), Galaoui
(“747”), Karkoubi Orange (“748”) and Bejaoui Green (“7517)
(Table 1). Each landrace was assigned with passport data and an
inventory number, according to the National Gene Bank of Tunisia,
while full details are available at the Germplasm Resources
Information Network - GRIN (http://www.tn-grin.nat.tn/
gringlobal/search.%20aspx, accessed on 15 February 2022). The
description of fruit morphology was performed based on the
European Cooperative Program for Plant Genetic Resources
(ECPGR) list of descriptors for Cucurbita spp. (ECPGR, 2008).

2.2 Drought stress treatments at
germination stage

The present research was conducted at the Department of
Horticulture, Vegetable Laboratory, High Agronomic Institute of
Chott Mariam, Tunisia. Drought stress was induced by D-mannitol
at different stress levels (0, -0.24, -0.47 and -0.73 MPa), while the
response of the studied C. maxima genotypes was assessed based on
traits related to germination and seedling growth (Tarchoun et al,
2022). The osmotic potential of the tested treatments was as follows:
0 MPa; - 0.24 MPa; - 0.47 MPa and - 0.73 MPa. One hundred and
sixty (160) seeds per landrace were collected from mother plants
protected from cross-pollination based on size homogeneity. Then,
they were subsequently surface-sterilized, using 1% hypochlorite/
H,O solution under gentle agitation for 5 min, and washed 4 times
with excess of sterile water. Sterilized seeds were initially primed in
gibberellic acid solution (1.5 mM GA;) for 24h, to stimulate
germination, and then rinsed in sterile water. Ten seeds of each
accession were placed in a Petri dish (90 mm) and lined with two
layers of filter paper soaked with the appropriate D-mannitol
concentration, while four Petri dishes per treatment were used.
Seeds were allowed to germinate under controlled conditions (28 +
2°C, 16 h light/8 h dark, 50 + 5% relative humidity). Seeds were
regularly monitored and 3 mL of the respective D-mannitol
solution were added daily to ensure continuous germination.

2.3 Parameters for evaluation of drought
tolerance at germination stage

Drought tolerance was evaluated on the basis of various
parameters related to seed germination and seedling growth
potential under the tested drought stress levels (Tarchoun et al,

TABLE 1 Description of the Tunisian squash landraces employed in this study.

Landrace Inventory Local Name

NGBTUN746 (“746”) Batati Orange

Origin

Siliana (Sidi Hamada)

Short Description

Globular fruit, orange skin, light orange flesh

NGBTUN747 (“7477) Galaoui

NGBTUN748 (“748”) Karkoubi Orange

NGBTUN751 (“751”) Bejaoui Green
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Ariana (KalaaAndalous)
Sousse (SidiBouali)

Siliana (Sidi Hamada)

03

Raised fruit with basal tip, green skin, green flesh
Flattened fruit, dark yellow skin, yellow flesh

Flattened fruit, dark green skin, light green flesh
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2022). Specifically, genotype evaluation for drought tolerance was
performed on the basis of germination percentage (GP), seed water
absorbance (WU), seedling vigor index (SVI), root and shoot length
(RL, SL), root and shoot fresh weight (RFW, SFW) and ratio of
shoot length to root length (SL/RL).

Germination percentage was scored daily for a period of 15
days, until no more germinated seeds were recorded. Seeds were
considered as germinated when the radicle had emerged from the
seed coat and had a length of at least 2 mm. Seed germination
percentage was determined according to the formula:

Germination percentage (GP)

number  germinated  seeds

x 100
total

number  of seeds

(Scott et al., 1984).
WU (%) and SVI (%) were estimated at the 15" day, according
to the formula:

Water seed absorbance (WU)

initial ~seed weight

~ Seed weight  following water absorbance x 100

(Partheeban et al., 2017),

Seedling vigor index (SVI) = (Root length + Shoot length) x GP
% (Ashraf et al., 2021).

SL (cm), RL (cm), SL/RL ratio, as well as REW (g) and SFW (g)
were estimated at the 15 day after treatment initiation in ten
seedlings per treatment and accession (Tarchoun et al., 2022). The
fresh weight (FW) of shoots and roots was recorded at harvest, and
shoot and root dry weight (DW) was measured after oven drying
(Memmert, Buchenbach, Germanny) at 70°C for 48 h. For the
determination of the root volume (RV) of untreated and stressed
plants, a beaker was filled with dH,Oin a constant volume (V) and
the final volume (V,) was recorded after placing the root in the
beaker. Root volume (RV) was determined using the formula:

RV (em®)=V,-V,

2.4 Drought stress treatments at
the plant stage

Fifteen days after the start of the experiment, 15 selected seedlings
for each landrace and stress level (60 seedlings per accession) were
planted into 2 L pots containing peat and soil to ensure good drainage
and prevent water logging. Planted seedlings were transferred to the
greenhouse under controlled conditions and watered regularly at 2-day
intervals for approximately 7 weeks, with solutions differing in D-
mannitol concentration (0, -0.24, -0.47 and -0.73 MPa). Once a week,
plants were also fertilized with nutrient solution (20-20-20; N-P-K; 2g/
L/plant). After 45 days, the plant response to drought stress was
assessed on the basis of physiological parameters, e.g. chlorophyll
fluorescence, content of chlorophylls a, b and carotenoids,
evapotranspiration (RET) and photosynthetic activity (PA), and
biochemical parameters, e.g. malondialdhehyde (MDA), free proline,
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total phenols and total flavonoids content and DPPH radical
scavenging activity, the latter determined in both roots and shoots.

2.4.1 Chlorophyll fluorescence,
PhotosyntheticActivity and
Real Evapotranspiration

Chlorophyll fluorescence was measured on fully expanded
healthy leaves using a fluorometer (Plant Stress Kit, Opti-Sciences
model, NH, USA). The dark adaptation period and the level of
saturating light were determined before measurements. After dark
adaptation of leaves for 15 min, the maximum fluorescence yield
(Fin), evaluated at 6000 umol saturation pulse, and minimum leaf
fluorescence yield (F,) of the leaves were first determined. The
values of minimum (F;) and maximum (F,,,) fluorescence,as well as
those for the F,/F,, quantum ratio were also determined using
Fluorometer (Plant kit stress, Opti-Sciences model, NH,
USA).Photosynthetic activity (PA) (umol photons m? s and
real evapotranspiration (RET) (mm H2O/day)were measured on
the fourth fully formed leaf from the apex in a clear day using
Fluorometer (Plant kit stress, Opti-Sciences model, NH, USA).

2.4.2 Chlorophyll and carotenoids content
Chlorophyll content was determined according to the method
of (Porcar-Castell et al,, 2014). Briefly, 0.1 g of leaf tissue were
ground with 10 mL of 80% acetone. Following filtration, the
solutions were incubated in the dark to avoid photo-oxidation.
The chlorophyll content (Chlorophyll a (Chla) and Chlorophyll b
(Chlb)) of the filtered solution was measured using a UV-visible
spectrophotometer (Evolution 210, Thermo Scientific, Abingdon,
UK) at 645 and 663 nm, respectively, whereas carotenoids content
was determined at 470 nm (Curtis and Shetty, 1996). Calibration of
the apparatus was performed using 80% acetone. The relationship
between concentration (mg/g fresh matter) and optical density was
determined according to the following formulas (Arnon, 1949):

Chla (mg/g)=12.7xDygs3—-2.59% Dgys

Chlb  (mg/g)=22.9xDy5—4.68 X D3

Cear  (mg/g)=[(5%D,y)*(3.19xChla))+(130.3 x Chlb)] /200,

where D refers to absorbance at the corresponding nanometers.

2.4.3 Free proline content

Free proline content was determined using the method of
(Monneveaux and Nemmar, 1986). Briefly, 100 mg of fresh leaf
tissue were placed in 5 mL of 40% methanol and the mixture was
heated for 1 h in a water bath at 85°C. After cooling, 1 mL of the
extraction solution was added to 1 mL of acetic acid, 25 mg of
ninhydrin and 1 mL of the mixture [dH,O+ acetic acid +
orthophosphoric acid of density 1.7 (120:300:80, v/v/v)].
Following incubation for 30 min in a water bath (100°C) and
subsequent cooling, 5 mL of toluene were added to the samples. The
upper phase containing proline was recovered and its optical
density was determined at 528 nm using a UV-Vis
spectrophotometer (Evolution 210, Thermo Scientific, Abingdon,
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UK). Proline concentration was calculated using a standard curve
created using stock solutions ranging from 0 to 2.5 mg/mL of L-
proline. Proline contents were expressed as pg/mg FW.

2.4.4 Malondialdehyde

Two hundred mg of fresh leaves were ground and homogenized
in 1 mL of 0.1% trichloroacetic acid (TCA) (Hnilickova et al., 2021).
Following centrifugation at 15000 rpm for 10 min at 4°C, 0.5 mL of
the supernatant was mixed with 1 mL of 0.5% thiobarbituric acid
(TBA). The solution was heated to 95°C for 30 min, cooled and
centrifuged at 500 rpm for 30 min and the absorbance was
measured at 532 nm using a UV-Vis spectrophotometer
(Evolution 210, Thermo Scientific, Abingdon, UK). The
calibration curve was prepared using TBA (0.5%) and TCA
(20%). MDA content was expressed as pmol g FW.

2.4.5 Total phenolic compounds content

Total phenolic content was assayed using Folin-Ciocalteu
colorimretic method according to (Blainsk et al., 2013). Briefly,
0.125 ml of methanolic extract solution was mixed with 0.5 ml of
dH,O and 0.125 ml of the Folin-Ciocalteu reagent. Following
incubation for 1 min, 1.25 mL of7% sodium carbonate (Na,CO3)
solution were added. After incubation for 120 min in the dark, the
absorbance was measured at 760 nm using a UV-Vis
spectrophotometer (Evolution 210, Thermo Scientific, Abingdon,
UK). The TPC was expressed as mg gallic acid equivalent (GA) per
100 mg dry weight (DW).

2.4.6 Total flavonoid content

Total flavonoids content of the methanolic extract solution was
determined using the aluminum chloride assay (Zhishen et al., 1999).
A total of 0.5 mL methanolic extract was mixed with 2.5 mL of dH,O
and 0.15 mL of 5% sodium nitrite (NaNO,) solution. The mixture
was incubated for 5 min before adding 0.3 ml of 10% aluminum
chloride (AICl;) and 1 mL of 1 M sodium hydroxide (NaOH)
solution. Following incubation for 15 min, the absorbance was
measured at 510 nm using a UV-Vis spectrophotometer (Evolution
210, Thermo Scientific, Abingdon, UK). The TFC was expressed as
mg quercetin equivalent (QE) per 100 mg dry weight (DW).

2.4.7 DPPH radical scavenging activity

Antioxidant activity was evaluated as the scavenging activity of
1,1-diphenyl-2-picrylhydrazyl (DPPH) radical (Ferreira et al., 2007).
A total of 0.5 mL of 0.2 mM DPPH methanolic solution was added to
shoot and root extracts of squash landraces. Briefly 0.25 mM solution
of DPPH radical (0.5 mL) was added to the sample solution in
ethanol (1 mL) at a concentration (300 pg/ml). The reaction mixture
was incubated in dark for 30 min and absorbance was measured at
517 nm using a UV-Vis spectrophotometer (Evolution 210, Thermo
Scientific, Abingdon, UK). The antiradical activity was expressed as
(%), which represent the concentration of the extract (mg/mL)
required to inhibit 50% of the radicals.

Frontiers in Plant Science

10.3389/fpls.2023.1215394

2.5 Statistical analysis

Data were analyzed by a two-ANOVA according to the
experimental design. The experimental design was Completely
Randomized Design (CRD) with three replicates (Petri dishes).
The effect of stress level was assessed across genotypes; the
genotype performance was comparatively assessed across stress
levels, while the landrace x stress level interaction effects were
also determined. The significance of differences between pairs of
means was assessed by the Duncan’s Multiple Range test (p< 0.05).
Statistical analyses were performed using the Statistical Analysis
System Software (v.9.0) (SAS Institute S.A., Cary, NC, USA).

3 Results

3.1 Response of squash landraces to
drought stress at germination stage

Overall findings indicate that drought stress affected all traits
related to germination and seedling growth, as evidenced by the
mean values of GP, SVI, RL, RFW, SL, SFW, SL/RL and WU in
controls and stressed plants. Further, the analysis of variance
pointed as the most variable traits those directly linked to
germination (WU, GP, SVI) (Table 2).

3.1.1 Effect of the drought stress level
across landraces

Seed germination varied significantly between the tested stress
levels, while a decreasing trend was observed in GP. It is worth
noting that at - 0.24 MPa and - 0.47 MPa squash landraces reached
GP values >70%, indicating their high germination potential under
drought stress conditions (Supplementary Table S1).

A similar trend was also recorded in seedling growth traits, with
significantly decreased values at the highest level induced by D-
mannitol (-0.73 MPa) (Supplementary Table S1). In particular, SL
and RL were considerably affected by the stress level, showing values
that ranged from 9.87 cm to 2.62 cm and from 6.82 ¢cm to 3.04 cm in
the control and at - 0.73 MPa, respectively. Accordingly, the shoot/
root ratio (SL/RL) ranged from 1.53 to 0.91, indicating that shoot
length was more profoundly affected than root length under
drought stress conditions. Furthermore, at -0.47 MPa both SL
and SFW were more pronouncedly affected than RL and REW
(decreased by 48.5% and 21.9%, compared to 37.9% and 16.2%,
respectively), whereas at - 0.73 MPa only SL showed a higher
decrease than RL (73.4% compared to 55.0%). Such values were also
reflected in SVI, indicating that high drought stress significantly
affects the overall growth of seedlings. Finally, RV was significantly
decreased in stressed plants regardless of the stress level, as
compared to the control treatment (11.40 cm?), although this
decrease was proportional to the stress level applied (5.47 cm® at
- 0.73 MPa).
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TABLE 2 Analysis of variance (mean squares) for traits related to seed germination and seedling growth of the studied squash landraces (accessions)

under the different drought stress levels (0, -0.24, -.0.47 and - 0.73 MPa).

SXOAA DF GP Svi RL RFW SL SFW SL/RL WU
Accession 3 3269.87 59065.66 11.84 3.17 13.60 0.85 1.64 3919.46
Treatment 3 10103.12 10331613.85 89.52 0.39 363.27 1.24 3.18 5476.76
Accession x Treatment 9 561.09 211024.01 16.13 0.16 2.70 0.03 0.80 376.076
CV (%) - 11.74 10.88 4.63 5.47 2.01 1.94 6.56 14.086

S.0.V., source of variance; CV, coefficient of variance; DF, degree of freedom; GP, germination percentage; SVI, seedling vigor index; RL, root length; REW, root fresh weight; SL, shoot length;

SFW, shoot fresh weight; SL/RL, ratio shoot length to root length; WU, seed water absorbance.

-, not applicable.

3.1.2 Performance of landraces across
stress levels

In terms of GP, landraces showed values ranging from 63.75% to
84.97%, indicating a variable response to drought stress
(Supplementary Table S2). Landrace “751” showed the highest GP
(84.97), thus providing evidence for its better adaptation to drought
stress, whereas landrace “747” showed the lowest GP values (63.75%).
Landraces “746” and “748” showed a mean GP of 79.41% and 69.69%
respectively, suggesting a moderate drought tolerance. The
superiority of landrace “751” was further depicted in SVI values,
reflecting the rapidity of germination compared to other landraces. In
contrast, the same landrace (“751”) presented the lowest values for SL
(4.71 cm) and relatively low also for RL (4.61 cm), whereas the
highest values for these parameters were recorded in landrace “747”
(5.52 and 5.98 cm for RL and SL, respectively). In addition, drought
stress had a more severe impact on root length than shoot length in
the case of “746” and “747”, whereas landraces “748” and “751”
showed the opposite trend. Significant differences were also observed
for RFW and SFW, with “746” showing the highest value for both
traits (Supplementary Table S2). Furthermore, landraces differed
significantly in relation to WU, with “751” and “748” showing the
highest and lowest values, respectively. Finally, the highest value of
RV was noted in “746” landrace (11.54 cm’), whereas the lowest

values were recorded in “748” (5.20 cm®) landrace.

3.1.3 Landrace x drought stress levels
interaction effects

The two-way ANOVA revealed that landraces differentially
responded to varying stress levels, as evidenced by the respective
interaction effects (landrace x drought stress levels) for all traits
related to germination and seedling growth potential (Table 3). In
untreated seeds, germination was considerably affected by the
landrace, thus indicating their different innate germination
potential, which is probably attributed to differences in the median
longevity of seeds. Among landraces, “751” and “748” presented the
highest and lowest GP under control conditions (97.77% and 85.77%,
respectively), thus justifying that seed longevity is a genotype-
dependent variable. Under stress conditions, the landraces differed
significantly in relation to their germination potential at the different
stress levels. As such, “751” ranked as the most tolerant at - 0.24 MPa
and - 0.47 MPa (96.55% and 83.33% GP, respectively), whereas”747”
was consistently the most sensitive genotype to all stress levels
(68.33% and 33.33% GP). Interestingly, at - 0.73 MPa, “746”
showed the highest GP (66.77%), followed by “751” (63.33%).
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The drastic effect of drought stress was further evidenced in
both SVI and WU parameters, with landraces presenting varying
responses to the different stress levels applied (Table 3). At both
osmotic potentials of 0 MPa and - 0.24 MPa, “748”presented the
highest values for SVI (1776.88% and 856.27%, respectively),
whereas “751” showed the lowest values (1287.58% and 755.28%
for 0 MPa and - 0.24 MPa, respectively). However, at higher stress
levels, “751” was characterized by the highest SVI, while “746” and
“748” were the most sensitive at - 0.47 MPa and - 0.73 MPa
respectively. Similarly, “751” showed the highest WU values at
-0.24 and - 0.47 MPa (96.55% and 83.33%, respectively), while at -
0.73 MPa the highest value was recorded in “746” (66.77%).

As far as traits related to seedling growth are concerned, the
analysis also revealed significant interactions (p<0.001) among
landraces and stress levels applied (Table 3). As expected, the
response of all landraces to D-mannitol levels led a substantial
reduction in both SL an RL. Although at lower stress levels
“747”proved as most capable of retaining its growth ability, at -0.73
MPa “746”presented the highest values for both RL and SL, thus
indicating its ability to withstand severe drought stress. In agreement
with these data, the RFW and SFW were also drastically affected as D-
mannitol concentration increased. The highest values for RFW were
recorded in “746” both in controls and stressed plants, while for SFW
the highest values were recorded in “748” and “746” in controls and
stressed plants, respectively. In contrast, the lowest values were noted in
“747” and “751” for both RFW and SFW. The SL/RL ratio was also
profoundly affected by drought stress, especially at - 0.73 MPa, where
landraces showed varying values ranging from 0.71 to 1.40. At this
stress level, the highest SL/RL ratio was noted in “747”, reflecting the
more drastic effect of water stress on roots than shoots (Supplementary
Table SI). Evaluating the root volume (RV) at different D-mannitol
levels, all landraces showed a decreasing trend, analogous to the stress
level applied, thus proving the severe effect of drought stress on roots.
In relation to RV, “746” and “748”presented the highest and lowest
values at all stress levels applied, with the former being capable of
retaining its root elongation ability even at - 0.73 MPa (9.66 cm’).

3.2 Physiological and biochemical response
of squash landraces under drought stress
at the plant stage

Our findings indicate that the response of the studied squash

landraces to drought stress involved substantial changes occurring both
at the physiological and biochemical level. As such, all traits related to
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TABLE 3 Response of the studied squash landraces to different drought stress levels (0, -0.24, -.0.47 and - 0.73 MPa) in relation to germination and

seedling growth traits (means + SD).

Landrace GP

Water potential

(MPa) (%)
Control “748” 85.77 + 1776.88 + 8.55 + 0.67 + 0.01° 9.77 + 0.84 + 114 + 88.77 + 935 +
2.64% 38.53° 0.20* 0.08° 0.006" 0.02° 2.644 0.25°
“751” 97.77 + 1287.58 + 6.66 + 0.03 + 9.68 + 0.63 + 145 + 96.66 + 1238 +
1.44° 40.90° 0.18° 0.001¢ 0.12¢ 0.003¢ 0.04° 1.44° 0.24*
“747” 96.66 + 1581.41 + 7.64 + 0.01 + 10.53 + 0.63 + 137 + 97.77 + 1151 +
2.22° 28.90° 0.14° 0.0004¢ 0.06* 0.003¢ 0.02° 2.22° 0.34°
“746” 92.22 + 1572.39 + 443 + 0.75 + 0.02° 9.51 + 0.81 + 215 + 92.22 + 1237 +
2.64° 50.82° 0.22¢ 0.03¢ 0.005" 0.10° 2.64° 0.37%
-0.24 “748” 7411 + 856.27 + 535+ 0.56 + 0.03" 529 + 0.62 + 0.98 + 7411 + 744+
3.86° 49.23° 0.22° 0.02° 0.005° 0.04° 3.86° 0.28¢
“751” 96.55 + 755.28 + 447 + 0.018 + 3.59 + 0.38 + 0.80 + 96.55 + 9.33+
1.05° 20.76° 0.21° 0.0004° 0.27° 0.003¢ 0.06° 1.05° 0.13°
“747” 68.33 + 778.76 + 6.69 + 0.01 + 583 + 0.40 + 0.87 + 68.33 + 9.56+
3.90¢ 9.76° 0.17° 0.0005° 0.05° 0.004° 0.02¢ 3.90¢ 0.10°
“746” 82.88 + 789.74 + 3.50 + 0.66 + 0.01° 560 + 0.78 + 1.60 + 82.88 + 1217 +
1.73° 43.48° 0.23¢ 0.05° 0.01% 0.10° 1.73° 0.33*
-0.47 “748” 68.88 + 548.13 + 3.30 + 0.15 + 0.02° 2.90 + 0.41 + 0.88 + 68.88 + 253+
2.68° 13.52° 0.19° 0.09¢ 0.008" 0.04° 2.68° 0.13¢
“751” 83.33 + 676.69 + 427 + 0.008 + 339 + 022 + 0.79 + 83.33 + 746+
4.63° 13.85° 0.21° 0.0007° 0.24° 0.002¢ 0.05° 4.65° 0.33°
“747” 55,55 + 636.05 + 5.46 + 0.01 + 440 + 0.35 + 0.80 + 55,55 + 6.43+
1.30¢ 29.70° 0.25" 0.0005° 0.04" 0.03¢ 0.04° 1.30¢ 0.23¢
“746” 75.77 + 426,03 + 427 + 0.54 + 4.65 + 0.61 + 1.08 + 75.77 + 11.60 +
1.35° 12.77¢ 0.16" 0.006* 0.08° 0.003° 0.03* 1.35° 0.19*
-0.73 “748” 50.00 + 183.54 + 243 + 0.07 + 1.87 + 031 + 0.77 + 50.00 + 1.46+
4.08° 29.90¢ 0.26° 0.006" 0.04° 0.004° 0.08° 4.08° 0.13¢
“751” 63.33 + 512.61 + 3.03 + 0.008 + 217 + 0.18 + 0.71 + 63.33 + 6.47+
1.44° 13.53° 0.15° 0.0004° 0.06" 0.004° 0.03¢ 1.44° 0.34°
“747” 3333 + 330.08 + 228 + 0.005 + 318 + 0.17 + 1.40 + 3333 + 428+
5274 9.11° 0.27¢ 0.0004° 0.03* 0.003¢ 0.16* 5274 0.17¢
“746” 66.77 + 21534 + 4.40 + 0.52 + 327 + 0.58 + 0.74 + 66.77 + 9.66+
1.47° 18.59¢ 0.37° 0.006 0.05° 0.006 0.05¢ 1.47° 0.21°

* Means in the same column and for the same D-mannitol concentration followed by the same letter are not significantly different at p< 0.05, according to Duncan’s Multiple Range test; GP,
germination potential; SVI, seedling vigor index; RL, root length; RFW, root fresh weight; SL, shoot length; SFW, shoot fresh weight; SL/RL, ratio shoot length to root length; WU, seed water

absorbance; RV, root volume.

chlorophyll fluorescence and contents of chlorophylls a and b and
carotenoids, as well as real evapotranspiration and photosynthetic
activity were significantly affected. The analysis further revealed
significant changes in the accumulation of osmoprotectant
compounds, such as MDA, free proline, phenolic compounds and
flavonoids content and antioxidant activity assayed with DPPH
method. It is worth noting, that among traits employed for
evaluation of drought tolerance, chlorophyll b, F,,, PA and the free
proline content were the ones with the highest variability (Table 4).

3.2.1 Effect of drought stress on chlorophyll
fluorescence parameters

Our findings indicate that the content of chlorophyll
fluorescence parameters showed a decreasing trend at all
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stress levels, thus proving the adverse effects of drought
stress (Table 3)

3.2.1.1 Effect of drought stress across genotypes
D-mannitol concentrations induced changes on chlorophyll
fluorescence, with the respective values differing significantly
among stress levels (Table 3). At - 0.73 MPa, the minimum
fluorescence (Fy) and the variable fluorescence (F,) parameters
showed the highest values (549.63 and 4.89, respectively) as
compared to the controls (373.09 and 3.97, respectively). In
contrast, the values of maximum fluorescence (F,,) decreased as
D-mannitol concentration increased (Table 3), leading to the
highest decline at - 0.73 MPa (1722.97), whereas no significant
differences were noted at -0.47 and - 0.24 MPa (1959.53 and
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-, Not applicable; **, significantly different at p<0.01.
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1948.96, respectively). Interestingly, the maximum efficiency of
PSII, expressed by the ratio of F,/F,,, showed a significant
reduction at - 0.47 MPa, as compared to the control (0.780 and
0.800, respectively), while the respective values significantly
increased at - 0.73 MPa (0.830) (Table 3).

3.2.1.2 Performance of landraces across stress levels

Accordingly, the data underline the significance of landrace
effect (p< 0.001) on the chlorophyll fluorescence parameters under
drought stress conditions (Table 4). The variable response of the
landraces to drought stress was evidenced for all fluorescence
parameters, while the F,, was the most varied trait (CV >
19%) (Table 4).

Chlorophyll fluorescence was considerably affected by the
landrace, as evidenced by the mean F,/F,, values (Supplementary
Table S4), ranging from 0.76 to 0.82, with landraces “748”,and
“747” showing the lowest and highest values, respectively, which are
indicative of drought tolerance and drought susceptibility.
Furthermore, all the landraces except for “748”, they could be
characterized as drought tolerant since they showed mean F,/F,
values within the range of 0.79 - 0.82.

3.2.1.3 Landrace x drought stress levels interaction effects

As depicted in Figure 1, all the parameters related to chlorophyll
fluorescence under drought stress conditions were variably affected
by the landrace and the studied stress levels. In the absence of stress,
Fo, Fm, Fy and F,/F,, were considerably affected by the landrace.
Among landraces, “748” and “746” showed the lowest and the
highest F, values under control conditions (357.72 and 651.55,
respectively; Figure 1A), while at the same time presenting the
highest and the lowest F,, under the same conditions (2520.87 and
2089.11, respectively; Figure 1B). As expected, drought stress
severely affected all chlorophyll fluorescence parameters for all
landraces, with the severity of effects being increased with
increasing stress intensity. At - 0.24 MPa, “746”, “747”and “751”,
landraces were the most affected, representing a quantum ratio (F,/
F.,) of 0.85. Given that such values are outside the range of 0.79 -
0.82, their performance is classified as inferior in relation to stress
tolerance. On the other hand, at -0.47 and - 0.73 MPa all the
landraces presented a quantum ratio (F,/F,,) outside of the
mentioned range (Figure 1C) which indicates a significant effect
of drought on the studied landraces. Furthermore, the response of
most landraces to drought stress involved a drastic reduction in F,,,.
In agreement with these findings, the F, followed an increasing
trend as D-mannitol concentration increased in landrace “7517,
while the highest values for F, were recorded in “746” both in
control and - 0.24 MPa. As expected, the F, was more profoundly
affected at - 0.73 MPa with the landraces showing varying values
ranging from 3.48 to 5.42 (Figure 1D).

3.2.2 Effect of drought stress on the content of
chlorophyll a, chlorophyll b and carotenoids

Similar to the effects of drought stress on chlorophyll
fluorescence parameters, the content of pigments such as
chlorophyll a and b and carotenoids, was drastically affected
(Supplementary Figure S1).
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FIGURE 1

10.3389/fpls.2023.1215394

Response of squash landraces to different drought stress levels ((0, -0.24, -.0.47 and - 0.73 MPa) in relation to chlorophyll fluorescence parametersFq
(A), Fy (B), F\/F, (C) and F, (D), 45 days after transplantation. Different letters above vertical bars of the same landrace indicate significant differences
between the tested drought stress levels according to Duncan’s Multiple Range test at p< 0.05. Significance was indicated by small letter (a, b, c, d) for
[748], by big letter (A, B, C, D) for[748], by stars for [747], and by big letters (E, F, G, H) for [746] landrace. The different number of asterisks (e.g., *, **, ***,
****) above the bars of genotype 747 indicate significant difference between the means of this genotype for each of the tested parameters

3.2.2.1 Effect of drought stress across genotypes
Chlorophyll a and carotenoids content decreased significantly
as D-mannitol concentration increased. In particular, chlorophyll a
values decreased from 13 mg g' FW in the control treatment to 6.41
mg g FW in plants treated with - 0.73 MPa, while the respective
decrease in carotenoids content was from 0.8 mg g"' FWto 0.46 mg
g FW for the control treatment and the potential of - 0.73 MPa,
respectively (Supplementary Figure S1). On the other hand,
chlorophyll b presented a different trend where its content
decreased only at high drought intensity (- 0.47 and 0.73 MPa)
compared to the control treatment and the potential of - 0.24 MPa.

3.2.2.2 Performance of landraces across
drought stress levels

Our results revealed a significant effect of the landrace on the
content of chlorophyll a, chlorophyll b and carotenoids under
drought stress conditions (Supplementary Table S5). In relation
to chlorophyll a and clorophyll b, the highest overall content was
recorded in landrace “746” (11.24 mg g FW and 4.94 mg g FW,
respectively), whereas the lowest value was recorded in “7487(7.48
mg g FW and 2.67 mg g' FW). Regarding carotenoids, the highest
content was recorded in landrace “751” (0.69 mg g FW), while the
lowest value was observed in landrace “748” (0.53 mg g FW).

3.2.2.3 Landrace X drought stress interaction effects

Our findings indicate that the contents of chlorophyll a,
chlorophyll b and carotenoids were variably affected depending
on the landrace and the stress level (Figure 2). In relation to
chlorophyll a, all landraces showed a decreasing trend as D-
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mannitol increased (Figure 2A). A similar trend was recorded in
the case of chlorophyll b, although “747” landrace seemed to be less
affected with increasing severity of drought stress (Figure 2B).
Furthermore, the content of carotenoids was differentially affected
both by the landrace and the stress level, showing a general
reduction in highly stressed plants (- 0.47 and 0.73
MPa) (Figure 2C).

3.2.3 Effect of drought stress on real
evapotranspiration and photosynthetic activity
3.2.3.1 Effect of drought stress across genotypes

The real evapotranspiration (RET) and photosynthetic activity
(PA) were evaluated on the 4™ fully expanded leaf, 45 days after
transplantation. The analysis revealed the significant effects (p<
0.001, Table 4) of the studied drought stress levels on these variables
(Supplementary Figure S2). Both RET and PAparameters recorded
a significant reduction as D-mannitol concentrations increased. For
RET, the stress effect was manifested through a decrease by 9.5%,
18% and 40% in plants subjected to -0.24, - 0.47 and - 0.73 MPa
respectively, as compared to the control treatment (Supplementary
Figure S2A). On the other hand, PA was less affected by drought
stress, showing a 29% reduction at - 0.73 MPa, as compared to the
controls, while no significant difference was noted between - 0.47
and - 0.73 MPa (Supplementary Figure S2B).

3.2.3.2 Performance of landraces across
drought stress levels

A significant effect of the landrace on both RET and PA
parameters was also recorded (Supplementary Table S6). For
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FIGURE 2

Response of squash landraces to different drought stress levels (0, -0.24, -

[747]
Landrace

0.47 and - 0.73 MPa) in relation to chlorophyll a (A), chlorophyll b (B) and

carotenoids (C), measured at 45 days after transplantation. Different letters above vertical bars of the same landrace indicate significant differences
between the tested drought stress levels according to Duncan'’s Multiple Range test at p< 0.05. For [747] landrace, significance is indicated by the

asterisk (*) symbol.

RET, the highest value was noted in “746” landrace (179.44 mm/
day), followed by “747” (137.99 mm/day), whereas “751”
and”748”landraces showed lower values (104.08 and 108.94 mm/
day, respectively) with no significant differences between them.
Such findings are indicative of the differential response of landraces
to drought stress, which is probably regulated through adjustments
in stomatal closure. It is worth noting that the response of landraces
to drought stress in relation to transpiration is similar to their
photosynthetic response. Accordingly, the highest and lowest PA
values were noted in landraces “746” and “751” respectively
(1790.80 and 957.83 pmol photons m?2sh.

3.2.3.3 Landrace X drought stress interaction effects

Our results further revealed significant interaction effects
between landraces and drought stress levels, thus indicating the
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variability of the landraces under study to withstand varying
drought stress levels (Table 5). All the tested landraces showed a
general decreasing trend for both RET and PA parameters as D-
mannitol concentration increased, indicating that stomatal closure
which regulates photosynthesis by restring gas exchange between
the atmosphere and the leaves is the first response when plants are
subjected to drought stress. In relation to RET, all landraces were
significantly affected by drought stress especially at high stress
levels, yet their response varied considerably. As such, landraces
“748” and “747”suffered the highest reduction, even at mild stress
potential (e.g., - 0.24 MPa), whereas “751” and “746” were least
affected since the reduction was more profound at potential higher
than -0.47 MPa. For PA, a more pronounced decrease was noted at
-0.47 and - 0.73 MPa for all the tested landraces. In particular,
landraces “748” showed the better adaptability to high drought
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TABLE 5 Response of squash landraces to different drought stress levels ((0, -0.24, -.0.47 and - 0.73 MPa) in relation to the real evapotranspiration
and photosynthetic activity, measured at 45" day after plantation.

- =) PA
Landrace Water potential (MPa) 2 2
(mm H,O/day) (umol photons m™ s™)
Control 135.67 + 3.00% 1551.05 + 22.86°
-0.24 104.60 + 2.37° 1328.61 + 19.08"
748"
047 101.55 + 0.97° 1269.66 + 26.67°
073 93.94 + 2.85¢ 1160.16 + 30.77¢
Control 120.17 + 40.16° 1471.88 + 30.60°
-0.24 125.00 + 3.15° 1328.51 + 19.08°
“751”
047 115.23 + 2.98° 954.33 + 27.01°
-0.73 55.92 + 2.95¢ 358.11 + 25.80¢
Control 189.99 + 8.69° 1935.49 + 34.63°
-0.24 155.00 + 3.09° 1838.33 + 29.74°
-
047 131.42 + 3.85° 1256.72 + 25.27¢
-0.73 75.52 + 2.82¢ 934.66 + 25204
Control 194.52 + 6.51* 1846.16 + 30.49*
-0.24 192.55 + 3.05° 1659.49 + 26.84°
746"
047 176.61 + 3.24° 1160.16 + 30.77°
-0.73 154.06 + 2.39¢ 1080.17 + 24.94¢

* Means in the same column and for the same D-mannitol concentration followed by the same letter are not significantly different at p< 0.05, according to Duncan’s Multiple Range test; RET, real
evapotranspiration; PA, photosynthetic activity.

stress since RET values were reduced by 18.2% and 25.2% at - 0.47  compared to the control treatment, whereas at - 0.73 MPa the
and - 0.73 MPa, respectively. On the other hand, the rest of the  respective contents increased by 41.18%, 127.77%, 31.77%, 27.62%
landraces showed a similar response at - 0.47 MPa with reduction  and 32.27%, over the control (Supplementary Table S7).

rates between 35.0% and 37.2%, while “751” landrace was the most

severely affected at - 0.73 MPa showing a reduction of 75.7%. 3.2.4.2 Performance of landraces across

drought stress levels
3.2.4 Effect of drought stress on MDA, free The results presented in Supplementary Table S8 indicate a
proline, total phenols, total flavonoids significant effect of the landrace on the content of MDA, free
and DDDH scavenging activity proline, total phenols, total flavonoids and DPPH. In relation to

The content of osmoprotective compounds, such as MDA, free ~ MDA, the highest content was recorded in landrace “747” (14.08
proline, total phenols, total flavonoids and DPPH, was significantly ~ umol g'' FW) without being significantly different from landrace
affected by D-mannitol-induced drought stress (Supplementary — “746”, whereas the lowest value was recorded in landrace “748”. On

Table S7). the other hand, landrace “746” recorded the highest content of free
proline (1.86 pug mg' FW), while the lowest respective values were
3.2.4.1 Effect of drought stress across genotypes noted in landraces “747” and “751” (1.32 and 1.38 pg mg' FW,

At - 0.24 MPa, squash landraces presented a considerable respectively). Regarding TP and TF content and DPPH, the lowest
increase in the content of MDA, free proline, total phenols, total ~ values were detected in landrace “751” (33.28 mg GA/100 mg DW,
flavonoids and DPPH, ranging to 23.27%, 63.33%, 16.13%, 16.24%  42.36 mg QE/100 mg DW and 26.64%, respectively), whereas “748”
and 19.69%, as compared to the control treatment, respectively ~ Was the landrace with the highest overall content in phenolic
(Supplementary Table S7). As expected, a further increase in ~ compounds and the antioxidant activity (40.42 mg GA/100 mg
concentration of D-mannitol at - 0.47 and - 0.73 MPa induced =~ DW, 51.78 mg QE/100 mg DW and 31.38%, respectively).
the accumulation of osmoprotectants, thus leading to significantly
increased values for all the tested parameters, except for the case of ~ 3.2.4.3 Landrace X drought stress interaction effects
MDA where no significant increase was observed at potential higher From a breeding perspective, our findings indicate the existence
than -0.47 MPa. In particular, at - 0.47 MPa, the increase in the  of significant genotype x drought stress interaction effects in relation
content of MDA, free proline, total phenols, total flavonoids and  to the content of osmoprotectants (Table 6). In relation to MDA
DPPH ranged to 39.77%, 86.66%, 25.60%, 26.02% and 28.54%, as  content, landraces “751”, “747”and “746”showed an increasing trend
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as D-mannitol concentration increased, whereas MDA content in
“748” landrace showed fluctuating values with a notable increase at -
0.24 and - 0.47 MPa and a decrease at - 0.73 MPa. On the other hand,
all the landraces showed an increased content over the control
treatment when D-mannitol concentration increased, especially in
landraces “746” and”748” where a gradual increase with increasing
content of D-mannitol was recorded. Similar trends were detected in
the case of TP and TF content which also showed a gradual increase
with increasing D-mannitol content. Moreover, it has to be
mentioned the pronounced increase in TP and TF over the control
for “748”, especially at - 0.73 MPa where TP and TF content
increased by 207.7% and 41.2%, respectively. This particular trend
was also confirmed in the case of DPPH antioxidant activity where
the highest activity was recorded at the highest potential (-0.73 MPa)
for all the tested landraces.

10.3389/fpls.2023.1215394

3.2.5 Variation in the contents of MDA, FP, TP, TF
and DPPH activity in the shoots and the roots of
squash landraces subjected to drought stress
Significant differences in the content of osmoprotectants were
also recorded between the roots and shoots (Table 7). Specifically,
roots showed an increased content of MDA, free proline, TF and
DPPH as compared to the shoots (13.78 vs 12.71 pmol g FW, 2.10
vs 0.95 ug mg' FW, 47.20 vs 46.56 mg QE/100 mg DW and 28.98%
vs 28.38%, respectively), whereas only TP content was higher in the
shoots than roots (37.57 vs 36.22 mg GA/100 mg DW, respectively).
The accumulation of MDA was also affected by the stress level
applied, with its content being proportional to D-mannitol
concentration in both roots and shoots (Figure 3A). In roots, the
MDA content ranged from 10.47 to 16.10 umol g”' FW at 0 mM and
- 0.73 MPa respectively, while in shoots the values ranged from

TABLE 6 Response of squash landraces to different drought stress levels ((0, -0.24, -.0.47 and - 0.73 MPa) in relation to the content of
malondialdhehyde (MDA), free proline (FP), total phenolic compounds (TP), total flavonoids (TF) and DPPH activity (means + SD).

Landrace = Water poten- MDA Free proline (ug mg™ TP (mg GA/100 mg TF (mg QE/100 mg
tial (umol g’ FW) DW) DW)
(MPa) FW)
“748” Control 11.00 + 0.48% 0.64 + 0.14¢ 30.97 + 0.17¢ 40.15 + 0.43¢ 22,90 +
1.04¢
-0.24 12.23 + 0.34° 1.45 + 0.29° 41.59 + 1.22° 54.29 + 0.94° 3248 +
1.73¢
-0.47 13.04 + 1.49° 1.79 + 0.19° 43.18 + 0.53° 55.96 + 0.57° 34.62 +
1.30°
-0.73 10.17 + 1.00¢ 229 +0.31° 95.31 + 2.13" 56.71 * 0.56" 3552 +
131°
“751” Control 9.83 + 0.71¢ 0.66 + 0.07¢ 28.09 + 1.88¢ 39.22 + 0.82° 2117 +
1.94¢
-0.24 12.54 + 0.93° 1.77 + 0.16° 33.03 + 2.59° 42.15 + 0.89° 26.89 +
1.63°
047 13.96 + 1.45° 1.82 +0.14° 34.90 + 3.53" 44.26 + 0.99° 28.85 +
1.51°
073 17.11 + 1.05° 1.46 +0.17° 37.10 + 3.25% 44.83 +0.93* 29.64 +
1.54°
“747” Control 10.78 + 0.144 1.15 + 0.42¢ 32.33 + 1.03¢ 39.19 + 1.45¢ 2421 +
0.98°
-0.24 14.42 + 1.37° 1.67 + 0.25° 3524 + 1.15° 45.89 + 1.69° 27.30 +
1.04°
-0.47 1527 + 1.16° 1.48 + 0.10° 4148 + 1.07° 50.84 + 1.51° 30.35 +
0.85*
-0.73 15.86 + 1.84° 157 +0.13° 42,03 + 1.01° 51.41 + 1.45" 30.84 +
0.60
“746” Control 10.83 + 0.09¢ 1.15 + 0.12¢ 33.29 + 1.26° 4138 + 1.26° 25.55 +
1.41¢
-0.24 1241 + 1.12° 1.59 + 0.27° 3491 + 1.73° 4321 + 1.41° 28.03 +
1.68°
047 15.65 + 1.42° 1.81 +0.11° 36.43 + 1.74° 50.02 + 1.62° 29.36 +
1.16°
073 16.16 + 1.88° 2.87 +0.28° 39.39 + 1.05* 50.62 + 1.33% 3118 +
136"

* Means in the same column and for the same D-mannitol concentration followed by the same letter are not significantly different at p< 0.05, according to Duncan’s Multiple Range test.
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10.75 to 13.55 pmol g FW. It is worth noting that in all cases  respectively) (Figure 4B). Finally, drought stress induced a
stressed plants showed a higher MDA content in roots than in  considerable increase in DPPH contents, compared with the
shoots. A similar trend was also noted for free proline content  respective control, which ranged between 24.68% and 31.08% and
which was maximum at - 0.73 MPa in both roots and shoots,  from 22.24% to 32.52% in shoots and roots, respectively (Figure 4C).
corresponding to an increase of 125% and 132.81% compared to the

control treatment, respectively (Figure 3B).

Moreover, drought stress caused an increase in the contents of 4 Discussion

total phenolic compounds (TP), total flavonoids (TF) and DPPH in

both shoots and roots of squash landraces (Figures 4A-C). The The results of the present study underline the drastic effects of
content of phenolics was proportional to the stress level applied, thus ~ drought stress depending on the landrace, the stress level as well as
showing a gradual increase in both shoots and roots (- 0.24 MPa:  their interaction. During germination, all traits related to both
12.79% and 19.73%, - 0.47 MPa: 22% and 29.53%, - 0.73 MPa: 27.83%  germination ability and rate (GP, WU, SVI), as well as seedling
and 35.25% increase over the control treatment in shoots and roots,  growth (RL, SL, RFW, SFW, RV) were negatively affected in all the
respectively), as D-mannitol concertation increased (Figure 4A). A studied landraces, with the effects being proportional to the stress
similar trend was also observed for total flavonoids (TF), whose  level applied, thus providing evidence for their relative sensitivity or
content presented a significant increase in both shoots and roots (-  tolerance to drought stress. Such findings are further supportive of
0.47 MPa: 18.06% and 33.94%, -0.73 MPa: 19.75% and 35.42%  previous reports related to the severe effects of drought stress during
increase over the control treatment in shoots and roots,  germination in a plethora of crop species, including maize (Queiroz

TABLE 7 Mean effect of shoot and root tissue on the content of MDA, FP, TP, TF and DPPH activity.

Organ MDA Free proline (ug mg™ FW) TP (mg GA/100 mg DW) TF (mg QE/100 mg DW) DPPH
(umol g' FW) (%)

Shoots 12,71, 0.95° 37.57° 46.56" ‘ 28.38°

Roots 13.78° 2.10° 36.22° 47.20° ‘ 28.98°

* Means in the same column followed by the same letter are not significantly different at p< 0.05, according to Duncan’s Multiple Range test; MDA: Malondialdhehyde; TP: Total phenols; TF:
Total flavonoids; DPPH: 2,2-dipheényl 1-picrylhydrazyle.
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FIGURE 3
Mean effect of drought stress level (0, -0.24, -0.47 and - 0.73 MPa) on proline content (A) and on MDA (B) of squash landraces. Different letters
above the bars (shoots: A, B, C, D and roots: a, b, ¢, d) indicate significant differences according to Duncan Multiple Range test at p< 0.05.
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D; and roots: a, b, ¢, d) indicate significant differences according to Duncan Multiple Range test at p< 0.05

etal., 2019), sorghum (Cokkizgin et al., 2019), faba bean (Mombeini
et al, 2021), cucumber (Rahmani et al., 2019), as well as pumpkin
(Cucurbita pepo L.; Biareh et al., 2022). The drought stress effects
during germination are widely attributed to the fact that this stage is
considered as the most sensitive throughout the plant life cycle since
water uptake, referred to as imbibition, is a prerequisite to initiate
germination. Accordingly, the amount of the absorbed water
depends both on the level of the initial seed moisture content, as
well as on its chemical composition (McDonald et al., 1988). In fact,
protein and pectin are hydrophilic colloids, thus requiring more
water than starch to promote imbibition and germination processes
(Queiroz et al, 2019). In addition to germination potential, our
findings further pointed to the drastic effects of drought stress on
seedling growth, with the increasing concentration of D-mannitol
leading to gradually decreased elongation in both roots and shoots.
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Such seedling growth inhibitory effects have been also reported in a
wide range of plant species and are mainly attributed to osmotic
stress effects (Queiroz et al., 2019). In our study, the findings which
suggest that roots were more drastically affected than shoots are in
agreement with previous reports which also suggest that the
aboveground parts are more affected than the aerial parts in
several species when the plant is subjected to drought stress,
broad been (Cokkizgin et al., 2019) and tomato plants (Al Hassan
et al, 2015), but also in squash germplasm under salt stress
conditions (Tarchoun et al., 2022). Despite the fact that drought
stress posed a limiting factor in germination and growth potential of
squash landraces, it is worth noting that the tested landraces showed
a differential response to varying stress levels. Among landraces,
“751” and”746”exhibited a higher germination potential at all stress
levels, thus indicating their superiority in terms of drought
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tolerance. Given that these particular landraces were capable of
germination and seedling growth even under severe stress
conditions (-0.47 and - 0.73 MPa), it could be assumed that they
consist a promising genetic material to be further exploited for
breeding purposes.

Furthermore, our data underlined the significant effect of
drought stress in all the studied physiological and biochemical
traits, since chlorophyll b, F,,, PA and free proline content were
the most variable traits, thus providing evidence for their suitability
as screening criteria for drought tolerance among the tested
landraces. Chlorophyll fluorescence analysis, which is routinely
employed to assess the status of plant photosynthesis, revealed
significant variations not only for the landrace and the drought
stress level but also for their interactions. Changes in the minimum
fluorescence yield (Fo) values suggest differential response to the
transfer of excitation energy between pigments molecules (Liang
et al, 2020). In our study, maximum fluorescence (F,,), whose
values are maximum in healthy non-stressed leaves that have been
dark-adapted (Huang et al., 2019), showed a decreasing trend as D-
mannitol concentration increased. Furthermore, the F,/F,, ratio,
which refers to the maximum quantum yield of PSII photosynthetic
apparatus and is commonly used as indicator of stress sensitivity
(Shin et al., 2021), presented the lowest value at - 0.47 MPa (0.78),
thus reflecting the existence of stress which lead to inactivation
damage of PSII, referred to as photoinhibition. However, the F/Fm
ratio showed higher values at - 0.73 MPa (0.83) which are indicative
of unstressed leaves. Similar drought stress effects in photosynthesis
activity were also reported in other plant species, including lettuce
(Inoue et al,, 2021), tomato and pepper (Parkash and Singh, 2020).
According to previous studies, such disturbances due to abiotic
stress, including water deficit, are attributed to changes in the
activity of pigments in the course of photochemical and
enzymatic reactions in thylakoids and the chloroplast, resulting in
low amount of energy absorbed by PSII, as well as in changes in the
membrane permeability of chloroplasts (Wang et al., 2018). Apart
from the obvious stress level effects, our data pointed to differences
in chlorophyll fluorescence attributed to the effect of landrace.
Interestingly, landraces “747” and “746” showed a notable
decrease at - 0.47 MPa, which is indicative of a stress state as a
result of the initial plant damage closely related to PSII, whereas
“751” and “748”exhibited an increased F,/F,, ratio at both - 0.47
and - 0.73 MPa.

Moreover, our results suggested the drastic effect of drought
stress on the content of chlorophylls a, b and carotenoids as well as
on real evapotranspiration (RET) and photosynthetic activity (PA),
while it was evidenced that the stress effects were analogous to its
intensity. Our findings also confirm that the decreased content of
chlorophylls and carotenoids, coupled with the decreased values for
RET and PA, reflect the first defense reaction of leaves, involving
stomatal closure as a means to reduce transpiration and
photosynthesis as well as to limit CO, exchange, as previously
reported in other vegetable crops (Parkash and Singh, 2020).
Although the observed reduction in RET and PA values under D-

mannitol stress conditions is in accordance with previous reports in
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other plant species, such as s, cucumber (Li et al, 2008) and
watermelon (Mo et al, 2016), it is worth noting that landrace
“746”, despite of its high RET values, also exhibited the highest PA
values (1790.84 pmol photons m™s™") at - 0.73 MPa, thus reflecting
an ability to maintain its photosynthetic activity even under severe
drought stress. In contrast, landrace “751” was characterized by the
lowest values for both RET and PA, probably as a result of
adjustments in stomatal closure. Such regulation of stomatal
control under drought stress conditions consists the main
physiological factor in the context of optimizing water use and
preventing excessive water loss, as it has already been proven in
soybean (Liu et al., 2005). In the same line, it has been evidenced
that wheat’s response to drought stress involved a decreased rate of
photosynthesis and transpiration as well as decreased stomatal
conductance (decrease by 78.4%, 85.4% and 92%, respectively),
the latter being more correlated with the transpiration rate than the
photosynthetic rate (Farooq et al., 2014).

It is well evidenced that plants’ response to abiotic stress
involves the enhanced accumulation of osmolytes, such as free
proline, MDA, total phenols and flavonoids, as well as increased
radical-scavenging activity to mitigate oxidative stress (Kapoor
et al., 2020; Parkash and Singh, 2020; Yadav et al., 2021). Among
compounds with osmoprotective function, free proline is one of
the most well studied indicators for drought tolerance as it plays a
pivotal role in regulating osmotic pressure in stressed plants
(Yadav et al., 2021). Similarly, MDA generated by the
peroxidation of polyunsaturated fatty acids of the cell
membranes as a response to ROS generation (Zhou et al., 2017),
is routinely employed as an indicator to evaluate the degree of
plasma membrane damage and the ability of plants to cope with
drought stress. In relation to both free proline and MDA, our
findings indicate a differential response of roots and shoots, with
the former showing an increased content thus suggesting more
intense stress conditions. Such observations are in agreement with
the fact that under drought stress conditions roots play a
fundamental role both in the perception of water deficit status
and hormone signal transduction, mediated by abscisic acid
(ABA), the latter triggering signals to aerial organs and tissues
through vascular bundles, causing morphological/anatomical
alterations, such as the root to shoot ratio (Takahashi et al,
2020). As the first organ to drought perception, roots respond
with a series of morphological changes in the growth and
architecture, including their length, weight and volume, while, at
the same time, constituting the primary site of osmolyte
accumulation (Fang and Xiong, 2015). Such drought adaption
mechanisms in roots regulate water loss and promote water use
efficiency, which are considered as key functional traits that
contribute to drought tolerance (Takahashi et al, 2020). In
accordance with the drought responses in typical roots, our
findings suggest a more pronounced increase in total phenolic
compounds and total flavonoids content as well as in DPPH
activity in roots than in shoots, especially at high stress levels,
which is indicative of the essential role of these parameters in
mitigating the water deficit effects.

frontiersin.org


https://doi.org/10.3389/fpls.2023.1215394
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org

Saadaoui et al.

5 Conclusions

Conclusively, our findings contribute towards understanding
the response of squash landraces to drought stress and further
provide evidence regarding the tolerance ability of the landraces
under study. Among landraces, “751” and”746”were classified as
better performing in terms of drought tolerance both at
germination and later plant growth stages. Considering the small
number of landraces under study, it is concluded that squash
germplasm exhibits considerable variation for drought tolerance
traits, thus providing ground both for selecting appropriate
landraces for cultivation under water deficit conditions and
applying breeding approaches targeted at improving crop’s
drought tolerance. However, further studies are needed with a
broader group of germplasm accessions of squash germplasm that
will help to valorize the existing variability through the selection of
elite genotypes in targeted breeding programs.
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