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Abstract: Alfalfa (Medicago sativa L.) is a valuable forage legume, but its production is largely affected
by high temperature. In this study, we investigated the effect of heat stress on 15 alfalfa cultivars
to identify heat-tolerant and -sensitive cultivars. Seedlings were exposed to 38/35 ◦C day/night
temperature for 7 days and various parameters were measured. Heat stress significantly reduced the
biomass, relative water content (RWC), chlorophyll content, and increased the electrolyte leakage
(EL) and malondialdehyde (MDA) content of heat-sensitive alfalfa cultivars. However, heat-tolerant
cultivars showed higher soluble sugar (SS) and soluble protein (SP) content. The heat tolerance of
each cultivar was comprehensively evaluated based on membership function value. Cultivars with
higher mean membership function value of 0.86 (Bara310SC) and 0.80 (Magna995) were heat tolerant,
and Gibraltar and WL712 with lower membership function value (0.24) were heat sensitive. The heat
tolerance of the above four cultivars were further evaluated by chlorophyll a fluorescence analysis.
Heat stress significantly affected the photosynthetic activity of heat-sensitive cultivars. The overall
results indicate that Bara310SC and WL712 are heat-tolerant and heat-sensitive cultivars, respectively.
This study provides basic information for understanding the effect of heat stress on growth and
productivity of alfalfa.
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1. Introduction

Heat stress is one of the major abiotic stresses limiting plant growth and development. When
plants are exposed to high temperature, several cellular injuries, including cell death, may occur
within minutes, which then leads to an appalling failure of cellular organization [1,2]. In addition, the
rapid closure of stomata, reduction in cell size, an increase in stomatal, trachomatous densities, and
xylem vessels of both root and shoot were reported to occur in response to heat stress [3]. However,
different plant species may show different responses to heat stress [4]. Generally, heat stress triggers
various morphological, physiological, biochemical, and molecular changes to inhibit plant growth
and development. Heat stress inhibits seed germination; causes scorching; twigs and burning of
leaves, branches, and stems; leaf senescence and abscission; shoot and root growth inhibition; fruit
discoloration and damage; reduced yield; and finally plant death [5,6]. High temperature stress also
affects shoot net assimilation and decreases the overall dry weight of the plant [4].

It is well established that heat stress has detrimental impacts on various key physiological,
biochemical, and metabolic processes of plants, and disrupts normal cellular homeostasis [2]. It
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promotes the overproduction and accumulation of reactive oxygen species (ROS), malondialdehyde
(MDA) production due to lipid peroxidation, photoinhibition, protein denaturation, and accumulation
of compatible solutes [7–9]. The oxidative stress caused by heat stress further leads to cellular injury,
membrane proteins breakage, lipid peroxidation, photosynthetic pigment degradation, and enzymes
and nucleic acid denaturation [4,10,11]. Furthermore, heat stress influences plant photosynthesis
and respiration processes to curtail the life cycle and reduce plant productivity [12]. The heat stress
sensitivity of plants varies with the plant genotype and the stage of plant development, but the
effect is highly dependent on genotype and species, as well as with abundant inter- and intraspecific
variations [12].

Alfalfa (Medicago sativa L.) is one of the most important perennial forage legume species. Due
to its outstanding nutritional quality, alfalfa is an excellent source of feed nutrient for animals. High
temperature stress is a limiting factor for alfalfa cultivation [13,14]. Previous studies have shown that
increasing temperature above optimal level markedly affects alfalfa’s morphological, physiological,
and proteomic processes, and reduced photosynthetic rate, destroyed plasma membrane structure,
and accelerated the process of aging [15–18]. Therefore, it is of a great significance to develop
heat stress-tolerant alfalfa cultivar that withstand heat stress-induced growth inhibition and biomass
reduction. Studying plants’ physiology in response to heat stress could be helpful to further understand
the molecular tolerance traits [3] and will provide fundamental knowledge to develop heat-tolerant
cultivars. It is well reported that different genotypes of a single plant species demonstrate high degrees
of variation for heat tolerance; therefore, the selection of varieties with high thermotolerance potential is
crucial to further improve thermotolerance. The genetic variability present in alfalfa could be exploited
to evaluate and screen for high-temperature tolerance. Moreover, compared with other abiotic stresses
reports in alfalfa, studies about the effect of heat stress on alfalfa growth and physiology are very
limited. Thus, the objectives of this study were to investigate the effect of heat stress on the growth
and physiological traits of alfalfa, to evaluate for heat tolerance, and to identify heat-tolerant and
heat-sensitive alfalfa cultivars.

2. Materials and Methods

2.1. Plant Materials, Growth Conditions, and Heat Treatment

In this study, fifteen alfalfa cultivars (Medicago sativa L.) were used and the details of the cultivars
are presented in Table 1. Ten seeds of each cultivar were sown in each plastic pot filled with clay, sand,
and loamy soil (1:1:2, v/v). The pots were then kept in a greenhouse with a temperature of 25 ◦C,
relative humidity of approximately 60%, light intensity of 500–550 µmol m−2 s−1, and a photoperiod of
14 h/10 h light/dark [19]. There were five replications for each cultivar and treatment. The seedlings
were watered daily to field capacity level and fertilized once a week with a half-strength Hoagland
nutrient solution. The four-week-old seedlings were divided into two groups for heat treatment. The
control group was kept in a greenhouse at 25 ◦C and the treatment group was transferred into a growth
incubator and treated at 38/35 ◦C light/dark and light intensity of 500–550 µmol m−2 s−1 for 7 days.

Table 1. Alfalfa cultivars used in the study.

S. No Cultivars Origin Dormancy Rate S. No Cultivars Origin Dormancy Rate

1 Gibraltar USA 2 9 WL440HQ USA 6

2 Golden
Queen USA 2.5 10 WL525HQ USA 8

3 SK3010 Canada 2.5 11 Magna995 USA 9
4 Bara310SC USA 3 12 Siriver Australia 9
5 WL354HQ USA 3.9 13 WL656HQ USA 9.3
6 55V48 USA 5 14 Nofollow China 9.6
7 WL363HQ USA 5 15 WL712 USA 10.2
8 Sanditi France 5
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2.2. Plant Biomass Measurement

After seven days of heat stress treatment, five plants for each of the treatment and control group
were randomly harvested from each pot (25 plants for each cultivar and treatment). The roots of
selected plants were washed with distilled water and separated from the shoot. The fresh weight of
roots and shoots were measured separately using analytical balance (precision 0.0001 g). Dry weight
was measured after drying the shoot and root in an oven at 80 ◦C for 24 h. Total fresh and dry biomasses
were calculated using the following formula:

TFB = SFW + RFW
TDB = SDW + RDW

(1)

where TFW is the total fresh biomass, SFW is the shoot fresh weight, RFW is the root fresh weight,
TDB is the total dry biomass, SDW is the shoot dry weight, and RDW is the root dry weight.

2.3. Physiological Traits Analysis

Fresh leaves were used to measure relative water content, electrolyte leakage, chlorophyll content,
and soluble sugar content, while MDA and soluble protein content were determined from liquid
nitrogen dried leaves which were stored at −80 ◦C freezer.

2.4. Relative Water Content (RWC) Measurement

For RWC determination, fresh weight (FW) was measured from the fully expanded top leaves,
and Turgid weight (TW) was recorded after dipping the leaves in distilled water for 12 h. Dry weight
(DW) was then measured after oven drying the leaves at 80 ◦C for 24 h and RWC was calculated using
the following formula:

RWC% = ((FW − DW)/(TW − DW)) × 100 (2)

where FW is the fresh weight of leaves, DW is the dry weight of leaves, and TW is the turgid weight
of leaves.

2.5. Chlorophyll Content Determination

For chlorophyll content determination, 0.1 g fresh alfalfa leaves were placed into a centrifuge tube
containing 5 mL of 95% alcohol. The test tubes were wrapped with aluminum foil and incubated for
48 h at room temperature in the dark. The absorbance of the chlorophyll extract was read at 665 and
649 nm. The chlorophyll content was calculated according to the following formula:

Chl a (mg·g−1 FW) = (13.95 × D665 − 6.88 × D649) × 0.005 ÷W (3)

Chl b (mg·g−1 FW) = (24.96 × D649 − 7.32 × D665) × 0.005 ÷W (4)

Total Chl (mg·g−1 FW) = (18.08 × D649 + 6.63 × D665) × 0.005 ÷W (5)

where D is the absorbance of the chlorophyll extract and W is the fresh weight leaves (g).

2.6. Electrolyte Linkage (EL) Measurement

The electrolyte leakage was measured using the method described by Huang et al. [20]. Briefly,
0.5 g of fresh alfalfa leaves were collected and washed with deionized water three times and then
transferred into a 50 mL plastic centrifuge tube that was filled with 15 mL of deionized water. The
tubes were incubated at room temperature for 12 h on a conical shaker and initial conductivity (EL1)
using a conductivity meter (JENCO-3173, Jenco Instruments, Inc., San Diego, CA, USA). To release all
electrolytes, the leaves were killed by autoclaving at 121 ◦C for 30 min. The tubes were then cooled at
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room temperature and the second conductivity (EL2) was measured. The relative EL was calculated by
using the formula:

Relative EL (%) = (EL1/EL2) × 100. (6)

2.7. Soluble Sugar Content Determination

For soluble sugar content determination, 0.1 g fresh leaves were placed into a test tube containing
5 mL distilled water. The tubes were then sealed with plastic film and soaked in the boiling water
bath for 30 min. The supernatant was collected and extraction continued for the second time using the
residue. The supernatant from the primary and secondary extraction was mixed together, and 0.5 mL
extract was taken and added to each tube containing 1.5 mL distilled water. Then 0.5 mL anthrone
reagent (1 g anthrone dissolved in 50 mL ethyl acetate) and 5 mL 98% (W/V) H2SO4 (NA) was added to
the test tubes and mixed gently, then placed in a boiling water bath (100 ◦C) for 10 min. The tubes were
then cooled rapidly under running cold water and the absorbance was measured at 620 nm against the
blank reagent. The concentration of total soluble sugar was obtained from the glucose standard curve.
Finally, the total soluble sugar content was calculated using the equation:

Soluble sugar content (%) = (C × 7.5)/(W × 104) (7)

where C is soluble sugar concentration from the standard curve (µg), and W is the fresh weight of
leaves (g).

2.8. Preparation of Crude Enzyme Extract

For crude enzyme extraction, about 0.3 g of alfalfa leaves, which were dried with liquid nitrogen,
were ground into powder in liquid nitrogen using prechilled mortar and pestle (4 ◦C). Then, 5 mL of
150 mM sodium phosphate buffer (PBS), pH 7.4, was added to the powder and the homogenate was
centrifuged at 12,000 rpm for 20 min at 4 ◦C. The supernatant was collected and used as a crude extract
to determine malondialdehyde (MDA) and soluble protein content.

2.9. Determination of MDA Content

The MDA content was determined by the thiobarbituric acid (TBA) method according to a
previous report [21]. Briefly, previously prepared 1 mL crude enzyme extract was mixed with 2 mL
of reaction mixture containing 20% (v/v) trichloroacetic acid and 0.5% (v/v) thiobarbituric acid. The
mixture was then heated for 30 min in a 95 ◦C water bath and directly cooled to room temperature. The
mixture was then centrifuged at 12,000 g for 10 min at 20 ◦C, and the absorbance of the supernatant
was read at 450, 532, and 600 nm with a spectrophotometer (UV2600, UNIC, Shanghai, China). The
MDA content was calculated using the following formula:

MDA (mmol·g−1 FW) = [6.425 × (OD532 − OD600) − 0.559 × OD450] × Vt/(Vs × FW) (8)

where Vt is the volume of extraction liquid (mL), Vs is the volume of extraction solution (mL), and FW
is the fresh weight of samples (g).

2.10. Soluble Protein Content Determination

Soluble protein content was determined following the Bradford assay method [22]. Briefly, 100 µL
crude enzyme extract was added to a tube containing 3 mL Bradford working solution. After 10 min,
the absorbance was measured at 595 nm using a spectrophotometer (UV2600, UNIC, Shanghai, China).
The protein concentration of the crude extract was determined from the standard curve established by
the reference solution of bovine serum albumin (BSA) and the OD595 value of the sample.
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2.11. A Comprehensive Evaluation of Alfalfa for Heat Tolerance

The comprehensive evaluation was performed according to the previous report [23] based on
membership function value, which were calculated from the heat tolerance coefficients. The correlation
of each biomass and physiological trait for all alfalfa cultivars was analyzed using heat tolerance
coefficients. The heat tolerance coefficient of all biomass and physiological traits was calculated using
the following equation:

Heat tolerance coefficient = (HT/CK) × 100 (9)

where CK is the mean value of a single trait under the control treatment and HT is the mean value of a
single trait under heat treatment.

The membership function values of all biomass and physiological traits were calculated from the
heat tolerance coefficient using the formula (F1 and F2). Formula F1 was used for the traits that are
directly related to heat tolerance, and F2 was used for the traits that are inversely related traits.

F1 (Xi) = (Xi − Xmin)/(Xmax − Xmin) (10)

F2 (Xi) = 1 − (Xi − Xmin)/(Xmax − Xmin) (11)

where X is the i heat tolerance coefficient, max is the maximum heat tolerance coefficient value from all
cultivars of the i trait, and Xmin is the minimum heat tolerance coefficient from all cultivars of the
i trait.

2.12. Chlorophyll a (Chl a) Fluorescence Analysis

Based on the comprehensive heat tolerance evaluation, four alfalfa cultivars—two relatively heat
tolerant (Bara310SC and Magna995) and two relatively heat sensitive (Gibraltar and WL712)—were
selected and further evaluated by Chl a fluorescence analysis to select the most heat-tolerant and
-sensitive alfalfa. Chl a fluorescence transient was measured using a pulse–amplitude modulation
(PAM) fluorometer (PAM2500 Heinz Walz GmbH, Eichenring, Germany) according to the previous
report [21]. Briefly, the leaves were kept in the dark for 30 min, and all measurements were taken
using a saturating light intensity of 2000 µmol photons m−2 s−1. Five measurements were taken for
each cultivar and treatment. The strong light pulses inducted Chl a fluorescence emission, which
was subsequently measured and digitized between 10 µs and 300 ms. The chlorophyll fluorescence
induction curve (OJIP) transients were analyzed using the JIP-test.

2.13. Statistical Analysis

Data were subjected to analysis of variance (ANOVA) using SPSS software version 22.0 (IBM
Corporation, Chicago, IL, USA). All values were shown as mean ± SD (Standard Deviation) (n = 5).
The independent sample t-test was employed to compare the control and the treatment groups using
the least significant difference (LSD) test. All statistical results were considered significant at p ≤ 0.05.
All figures were created by Origin 9.0 (Origin Lab, Inc., Hampton, MA, USA).

3. Results

3.1. Effect of Heat Stress on Alfalfa Plant Biomass

Heat stress affected the biomass of all alfalfa cultivars (Table 2). Compared with the control,
heat stress significantly reduced the shoot fresh weight of Golden Queen (45.74%), 55V48 (34.07%),
WL354HQ (33.47%), Gibraltar (31.55%), and WL712 (28.57%). In addition, significantly higher shoot
dry weight reduction was noticed in WL354HQ (55.10%), Golden Queen (45.45%), WL712 (40.43%),
and Gibraltar (35.14%) (p < 0.05).



Agronomy 2019, 9, 597 6 of 20

Table 2. Effect of heat stress on alfalfa plant biomass (g).

SFW SDW RFW RDW TFB TDB

Cultivars CK HT CK HT CK HT CK HT CK HT CK HT

Gibraltar 1.87 1.28 * 0.37 0.24 * 0.88 0.66 * 0.16 0.08 * 2.75 1.94 * 0.53 0.32 *
Golden queen 1.88 1.02 * 0.44 0.24 * 0.92 0.63 * 0.19 0.11 2.8 1.64 * 0.62 0.35

SK3010 2.09 2.07 0.66 0.54 * 0.94 0.65 * 0.18 0.12 * 3.03 2.72 * 0.84 0.77
Bara310SC 1.85 1.71 0.46 0.4 0.88 0.84 0.16 0.15 2.73 2.55 0.62 0.55
WL354HQ 2.39 1.59 * 0.49 0.22 * 0.87 0.69 * 0.17 0.12 * 3.26 2.28 * 0.66 0.34 *

55V48 2.26 1.49 0.52 0.35 * 0.9 0.74 * 0.18 0.10 * 3.16 2.22 * 0.7 0.45 *
WL363HQ 2 1.56 0.6 0.5 * 0.86 0.71 0.16 0.13 2.86 2.27 0.76 0.63

Sanditi 2.13 1.97 0.59 0.37 * 0.94 0.63 * 0.19 0.10 * 3.06 2.59 0.78 0.47 *
WL440HQ 2.01 1.66 0.54 0.49 0.91 0.81 * 0.18 0.10 * 2.92 2.47 0.72 0.59
WL525HQ 1.92 1.45 0.55 0.34 0.94 0.77 * 0.18 0.12 * 2.86 2.21 0.73 0.46
Magna995 2.02 1.61 * 0.54 0.44 0.93 0.91 0.19 0.18 2.96 2.52 * 0.72 0.63

Siriver 1.93 1.58 * 0.52 0.37 0.87 0.72 * 0.14 0.11 2.8 2.31 * 0.66 0.48
WL656HQ 2.07 1.69 * 0.52 0.41 * 0.91 0.69 0.15 0.09 * 2.98 2.38 * 0.67 0.5 *
Nofollow 1.93 1.85 0.53 0.49 0.88 0.83 0.18 0.12 * 2.81 2.69 * 0.71 0.61

WL712 1.82 1.3 * 0.47 0.28 * 0.88 0.75 * 0.19 0.09 * 2.7 2.05 * 0.65 0.38 *

The data in the table are mean (n = 5). Asterisk indicates statistical significance difference between the control (CK)
and heat treatment (HT) at p < 0.05, independent sample t-test. SFW, shoot fresh weight; SDW, shoot dry weight;
RFW, root fresh weight; RDW, root dry weight; TFB, total fresh biomass; TDB, total dry biomass.

Furthermore, heat stress remarkably affected the fresh and dry root weights of most cultivars, with
significant reductions recorded in SK3010, Sanditi, and Gibraltar (Table 2). Relative to the control, heat
stress significantly decreased the total fresh biomass of Golden Queen, WL354HQ, 55V48, Gibraltar, and
WL712 cultivars by 41.43%, 30.06%, 29.75%, 29.45%, and 24.04%, respectively (p < 0.05). Similarly, total
dry biomass was significantly reduced by 48.48%, 43.55%, 41.54%, 39.74%, and 39.62% in WL354HQ,
Golden Queen, WL712, Sanditi, and Gibraltar cultivars, respectively (Table 2). The biomass of Gibraltar,
Golden Queen, and WL712 were highly affected by heat stress, which may indicate the sensitivity of
the cultivars. By contrast, Bara310SC, Magna995, and WL363HQ cultivars were able to maintain their
biomass under the heat stress condition, which may indicate their tolerance.

3.2. Heat Stress Reduced the Relative Water Content (RWC) of Alfalfa

Heat stress obviously decreased the leaf relative water content of all alfalfa cultivars compared to
the control (Figure 1A). Of which, significantly higher decrement was noted in WL354HQ, WL712,
Sanditi, WL440HQ, 55V48, and Siriver cultivars by 15.29%, 13.28%, 12.54%, 12.42%, 11.43%, and 10.01%,
respectively (p < 0.05) (Figure 1A). Despite the reduction of RWC in Gibraltar, Golden Queen, and
SK3010 cultivars being small (<10%), it was still significant compared to the control (Figure 1A). The
result revealed that heat stress had a higher impact on the RWC of some alfalfa cultivars, especially on
WL354HQ and WL712 cultivars, which showed higher water loss under heat stress. Bara310SC and
Magna995 cultivars sustained their relative water content under heat stress and could be heat tolerant,
but cultivar WL712 could be heat sensitive, as evidenced by higher water loss.

3.3. Heat Stress Increased the Electrolyte Leakage (EL) of Alfalfa

Heat stress affected the membrane integrity and stability and increased the EL of all alfalfa
cultivars, as shown in Figure 1B, and was significant for the majority of the cultivars. Heat stress
significantly increased the EL of Golden Queen, 55V48, Siriver, WL712, SK3010, WL354HQ, Nofollow,
Gibraltar, WL525HQ, Sanditi, WL440HQ, and WL656HQ by 61.36%, 56.72%, 53.45%, 53.20%, 52.86%,
52.08%, 49.56%, 45.78%, 42.12%, 36.84%, and 36.45%, respectively (p < 0.05) (Figure 1B). However,
Bara310SC cultivar had a lower increase in EL of 24.07%. The result showed that heat stress had a
huge impact on the membrane stability of the majority of alfalfa cultivars, as shown by significantly
higher increment in EL.
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3.4. Effect of Heat Stress on Lipid Peroxidation

As indicated in EL, heat stress damaged the membrane of alfalfa and caused lipid peroxidation,
which was manifested by higher MDA content in all cultivars (Figure 1C). However, heat stress had
no significant effect on some alfalfa cultivars such as Bara310SC, WL363HQ, WL440HQ, Magna995,
WL656HQ, and Nofollow (Figure 1C). Meanwhile, under heat stress, Gibraltar, WL712, Siriver, Sanditi,
WL525HQ, and Golden Queen cultivars showed significantly higher MDA content compared to the
control (p < 0.05). The results showed that different alfalfa cultivars had a different level of sensitivity
to heat stress. The higher the MDA content, the higher the lipid peroxidation and the greater the
membrane damage.

3.5. Heat Stress Decreased the Chlorophyll Content of Alfalfa

It is obvious that heat stress affects the chlorophyll content of plant leaves, and the same was
true for all alfalfa cultivars (Figure 2). The Chl content of some cultivars was more significantly and
highly affected by heat stress than others compared to the control. In particular, heat stress significantly
reduced the chlorophyll content of Gibraltar, Golden Queen, SK310, WL354HQ, WL363HQ, Sanditi,
WL440HQ, WL525HQ, Siriver, and WL712 compared to control. Meanwhile, higher reduction in
Chl a was observed in Gibraltar, WL354HQ, Golden Queen, Siriver, WL712, and Sanditi cultivars by
40.30%, 36.06%, 35.06%, 33.41%, 31.28%, and 31.11%, respectively (Figure 2A). Similar reduction in Chl
b content was observed in WL712 (44.14%), WL354HQ (34.44%), WL440HQ, (31.53%), Golden Queen
(24.69%), and Gibraltar (22.59%) (Figure 2B). In addition, higher reduction in total Chl content was
noted in WL712, Gibraltar, 13, and Golden Queen (36.57%, 33.11%, 31.29%, and 31.05%, respectively)
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(Figure 2C). The results suggested that some cultivars might be more sensitive to heat stress, as
indicated by higher Chl content reduction under heat stress.Agronomy 2018, 8, x FOR PEER REVIEW  8 of 21 
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control and treatment group for each cultivar (p < 0.05), independent sample t-test.

3.6. Effect of Heat Stress on Soluble Sugar Content

The soluble sugar content of all alfalfa cultivars showed an increment under heat stress relative
to the control (Figure 3A). Heat stress significantly increased the soluble sugar content of Bara310SC,
Magna995, WL363HQ, Nofollow, WL525HQ, and WL354HQ by 20.20%, 15.57%, 11.53%, 7.13%, 4.68%,
and 2.22%, respectively (Figure 3A). The results showed that these cultivars produce higher soluble
sugar to maintain their osmotic potential and organize proteins and cellular structures under heat
stress, which increases heat tolerance.

3.7. Effect of Heat Stress on Soluble Protein Content

Similar to soluble sugar content, heat stress increased the soluble protein content of all alfalfa
cultivars as shown in Figure 3B. Compared to the control, significantly higher soluble protein content
was noted in Bara310SC, SK3010, WL363HQ, 55V48, WL440HQ, Magna995, and WL354HQ cultivars
under heat stress (p < 0.05). Heat stress increased the soluble protein content of these cultivars by
36.18%, 26.73%, 25.52%, 24.91%, 24.44%, 21.01%, 18.91%, and 18.63%, respectively (Figure 3B). These
results indicate that soluble protein plays an important role in alfalfa heat stress response.
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3.8. A Comprehensive Evaluation of the Heat Tolerance of Alfalfa Cultivars

All biomass and physiological traits were standardized for the comprehensive heat tolerance
evaluation using the heat tolerance coefficient. The heat tolerance coefficient of each biomass and
physiological traits (indexes) are presented in Table 3. The heat tolerance coefficients were further used
to calculate the membership function values of alfalfa cultivars.

Table 3. Heat tolerance coefficients of biomass and physiological traits (indexes) of alfalfa cultivars.

Cultivars SFW SDW RFW RDW TFB TDB RWC EL MDA Chla Chlb Tchl SS SP

Gibraltar 68.76 66.16 74.29 47.05 70.54 60.31 86.97 236.10 155.76 59.70 77.41 66.89 111.38 112.94
Golden Queen 61.11 71.02 68.11 64.66 63.20 69.12 90.56 328.84 134.05 64.94 75.31 68.95 101.66 121.71

SK3010 76.67 63.64 68.60 70.24 74.27 64.99 91.55 186.63 176.98 78.96 82.25 80.25 105.62 136.49
Bara310SC 92.45 87.84 94.75 92.48 93.19 89.04 96.45 131.69 102.06 91.66 89.28 98.91 149.40 156.68
WL354HQ 66.53 44.90 79.13 70.10 69.88 51.31 84.71 208.66 133.16 74.50 65.56 70.98 130.37 122.89

55V48 65.71 68.58 82.10 54.55 70.36 64.98 88.57 299.32 132.07 76.00 85.49 79.60 117.63 133.17
WL363HQ 77.93 83.33 82.76 82.45 79.38 83.15 94.50 122.85 105.07 95.16 95.91 98.72 126.29 123.32

Sanditi 92.43 63.66 67.36 53.47 84.77 61.15 87.46 219.36 150.00 68.89 90.13 76.60 108.49 132.35
WL440HQ 82.50 89.59 89.08 55.13 84.55 80.96 87.58 254.19 107.80 85.60 68.47 78.13 102.01 126.59
WL525HQ 75.57 61.38 81.18 68.15 77.42 63.07 96.13 184.42 123.20 79.23 86.02 81.64 119.07 106.21
Magna995 79.58 82.14 97.58 101.63 85.27 87.12 96.28 137.04 113.47 97.79 91.58 95.22 174.57 134.26

Siriver 81.89 72.23 83.15 75.71 82.29 73.00 89.99 214.81 166.06 66.59 98.87 75.87 112.05 107.56
WL656HQ 81.74 78.14 76.08 61.50 80.01 74.39 90.99 157.36 103.87 66.04 87.96 98.17 107.40 122.42
Nofollow 84.02 73.24 91.47 69.00 83.68 71.75 90.08 150.95 103.87 92.76 98.88 95.23 135.21 122.09

WL712 71.23 60.85 84.97 50.25 75.73 57.81 86.72 213.66 128.23 68.72 55.86 63.43 110.16 107.78

SFW, shoot fresh weight; SDW, shoot dry weight; RFW, root fresh weight; RDW, root dry weight; TFB, total fresh
biomass; TDB, total dry biomass; RWC, relative water content; EL, electrolyte leakage; MDA, malnodialdehyde
content; SS, soluble sugar content; SP, soluble protein content.
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Furthermore, correlation analysis was performed to investigate the relationship between traits. The
results revealed that shoot fresh weight and shoot dry weight were strongly positively correlated with
total fresh biomass and total dry biomass, respectively (r = 0.94) (p < 0.01) (Table 4). Root fresh weight
was strongly positively correlated with Chl b and SS, and root dry weight was strongly positively
correlated with SS, RWC, and total dry biomass (Table 4). Total fresh biomass was significantly
negatively correlated with EL. Total fresh biomass was significantly positively correlated with total
dry biomass, and total dry biomass was strongly positively correlated with Chl b (r = 0.80) and total
Chl content (r = 0.80) (Table 4). These results indicated that electrolyte leakage and MDA content
were negatively correlated with the rest of traits, which were significant for Chl b, total Chl, and SS
for electrolyte leakage, and Chlb and total Chl for MDA. However, electrolyte leakage was positively
correlated with MDA content (r = 0.40). Chl a (r = 0.79) and Chl b (r = 0.94) were strongly positively
correlated with total Chl content. In addition, there was a positive correlation between soluble sugar
and soluble protein content (Table 4). Hence, all biomass and physiological traits were used to evaluate
the heat tolerance of all alfalfa cultivars.

The membership function value calculated from heat tolerance coefficient was used to evaluate
the heat tolerance of all alfalfa cultivars. As shown in Table 5, Bara310SC and Magna995 cultivars had
higher mean membership function value (0.86 and 0.80), respectively. By contrast, Gibraltar (0.26)
and WL712 (0.26) showed lower mean membership function value. Based on this result, Bara310SC
and Magna995 were ranked “one” and “two”, respectively whereas Gibraltar and WL712 had the
same rank, “14” (Table 5). Furthermore, the mean membership function value was used for Euclidean
distance cluster analysis. The results showed that Bara310SC and Magna995 cultivars were clustered
into one group, and Gibraltar and WL712 were clustered in another group (data are not shown).
Finally, the rank and cluster results were combined to evaluate the heat tolerance of the cultivars. Thus,
Bara310SC and Magna995 were found to be heat tolerant, whereas Gibraltar and WL712 were found
to be heat-sensitive alfalfa cultivars. To screen the most heat-tolerant and heat-sensitive alfalfa, the
four cultivars (Bara310SC, Magna995, Gibraltar, and WL712) were further evaluated by chlorophyll a
fluorescence analysis.

3.9. Alteration of Chlorophyll a Fluorescence under Heat Stress

Chlorophyll a fluorescence was measured to further screen the most heat-tolerant and heat-sensitive
alfalfa cultivars based on the photosynthesis behavior under heat stress. OJIP curve was constructed
from fluorescence transient measurement. The effect of heat stress on basic photosynthetic parameters,
specific energy fluxes, quantum yield and efficiency, and performance indexes were investigated.
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Table 4. Correlation analysis of biomass and physiological traits.

SFW SDW RFW RDW TFB TDB RWC EL MDA CHLa CHLb Tchl SS SP

SFW 1.00 0.49 0.33 0.33 0.94 ** 0.52 * 0.34 −0.61 * −0.24 0.58 * 0.34 0.41 0.26 0.42
SDW 1.00 0.51 * 0.40 0.60 * 0.94 ** 0.53 * −0.29 −0.55 * 0.70 ** 0.72 ** 0.73 ** 0.26 0.41
RFW 1.00 0.56 * 0.62 * 0.61 * 0.40 −0.48 −0.64 * 0.26 0.68 ** 0.58 * 0.74 ** 0.21
RDW 1.00 0.48 0.68 ** 0.77 ** −0.64 * −0.31 0.37 0.64 * 0.61 * 0.81 ** 0.45
TFB 1.00 0.66 ** 0.44 −0.67 ** −0.42 0.55 * 0.51 0.53 * 0.47 0.42
TDB 1.00 0.70 ** −0.46 −0.56 * 0.70 ** 0.80 ** 0.80 ** 0.49 0.49
RWC 1.00 −0.57 * −0.37 0.41 0.56 * 0.57 * 0.55 * 0.32

EL 1.00 0.40 −0.38 −0.62 * −0.58 * −0.61 * −0.23
MDA 1.00 −0.38 −0.53 * −0.61 * −0.44 −0.22
CHLa 1.00 0.63 * 0.79 ** 0.33 0.65 **
CHLb 1.00 0.94 ** 0.57 * 0.42
Tchl 1.00 0.54 * 0.59 *
SS 1.00 0.43
SP 1.00

** Correlation is significant at the 0.01 level (2-tailed). * Correlation is significant at the 0.05 level (2-tailed). SFW, shoot fresh weight; SDW, shoot dry weight; RFW, root fresh weight; RDW,
root dry weight; TFB, total fresh biomass; TDB, total dry biomass; RWC, relative water content; EL, electrolyte leakage; MDA, malnodialdehyde content; SS, soluble sugar content; SP,
soluble protein content.
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Table 5. Membership function value of alfalfa cultivars.

Cultivars SFW SDW RFW RDW TFB TDB RWC EL MDA Chla Chlb Tchl SS TSP Mean Rank

Gibraltar 0.24 0.48 0.23 0.00 0.24 0.24 0.19 0.81 0.28 0.00 0.50 0.10 0.13 0.13 0.26 14
Golden Queen 0.00 0.58 0.02 0.32 0.00 0.47 0.50 0.50 0.57 0.14 0.45 0.16 0.00 0.31 0.29 13

SK3010 0.50 0.42 0.04 0.42 0.37 0.36 0.58 0.42 0.00 0.51 0.61 0.47 0.05 0.60 0.38 9
Bara310SC 1.00 0.96 0.91 0.83 1.00 1.00 1.00 0.00 1.00 0.84 0.78 1.00 0.65 1.00 0.86 1
WL354HQ 0.17 0.00 0.39 0.42 0.22 0.00 0.00 1.00 0.58 0.39 0.23 0.21 0.39 0.33 0.31 12

55V48 0.15 0.53 0.49 0.14 0.24 0.36 0.33 0.67 0.60 0.43 0.69 0.46 0.22 0.53 0.42 7
WL363HQ 0.54 0.86 0.51 0.65 0.54 0.84 0.83 0.17 0.96 0.93 0.93 0.99 0.34 0.34 0.67 3

Sanditi 1.00 0.42 0.00 0.12 0.72 0.26 0.23 0.77 0.36 0.24 0.80 0.37 0.09 0.52 0.42 10
WL440HQ 0.68 1.00 0.72 0.15 0.71 0.79 0.24 0.76 0.92 0.68 0.29 0.41 0.00 0.40 0.55 5
WL525HQ 0.46 0.37 0.46 0.39 0.47 0.31 0.97 0.03 0.72 0.51 0.70 0.51 0.24 0.00 0.44 11
Magna995 0.59 0.83 1.00 1.00 0.74 0.95 0.99 0.01 0.85 1.00 0.83 0.90 1.00 0.56 0.80 2

Siriver 0.66 0.61 0.52 0.53 0.64 0.57 0.45 0.55 0.15 0.18 1.00 0.35 0.14 0.03 0.46 8
WL656HQ 0.66 0.74 0.29 0.26 0.56 0.61 0.53 0.47 0.98 0.17 0.75 0.98 0.08 0.32 0.53 6
Nofollow 0.73 0.63 0.80 0.40 0.68 0.54 0.46 0.54 0.98 0.87 1.00 0.90 0.46 0.31 0.67 4

WL712 0.32 0.36 0.58 0.06 0.42 0.17 0.17 0.73 0.45 0.24 0.00 0.00 0.11 0.03 0.26 14

SFW, shoot fresh weight; SDW, shoot dry weight; RFW, root fresh weight; RDW, root dry weight; TFB, total fresh biomass; TDB, total dry biomass; RWC, relative water content; EL,
electrolyte leakage; MDA, malnodialdehyde content; SS, soluble sugar content; SP, soluble protein content.
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3.9.1. OJIP Transient Curve

OJIP transient curve was constructed based on the fluorescence measurement relative to the time
(Figure 4). OJIP transient curves of control groups were higher than those of heat treatment groups
for all cultivars. The JIP-test was applied to further investigate the structural alteration, functional
parameters, and photosynthetic behaviors under heat stress treatment. Basic fluorescence parameters,
specific energy fluxes, quantum yield efficiency, and performance index were extracted and analyzed.
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treatment (n = 5).

3.9.2. Basic Photosynthetic Parameters (F0, Fj, Fi, Fm, F300 µs, and Fv/Fm)

The basic fluorescence parameters were extracted from the OJIP transient curve (Table 6). Heat
stress increased the F0 of Gibraltar, Magna99,5 and WL712 alfalfa cultivars, and was significant for
Gibraltar and WL712 cultivars when compared with the control (Table 6). Heat stress also increased
the Fm (Maximal fluorescence) of alfalfa. Relative to the control, heat stress decreased the Fv/Fm of
Gibraltar, Bara310SC, Magna995, and WL712 by 6.10%, 1.25%, 2.50%, and 6.25%, respectively, and was
significant in WL712 cultivar (Table 6). The results indicated that WL712 was highly affected by heat
stress, which revealed high heat sensitivity.

3.9.3. Specific Energy Fluxes (TP0/RC, ETO/RC, RE0/RC, and ABS/RC)

Heat stress affected the specific energy fluxes of alfalfa. All heat-treated plants showed higher
TPO/RC and were significant for WL712 (Table 6). Cultivars showed different responses in ETO/RC
under heat stress. Heat stress significantly decreased the ETO/RC of WL712 but increased in Bara310SC
and Magna995 (relatively heat tolerant) (Table 6). Unlike other cultivars, heat stress reduced the
RE0/RC of Bara310SC (Table 6). On the other hand, heat-treated Gibraltar, Magna995, and WL712
plants showed higher ABS/RC compared to the control and was significant for WL712 (Table 6).
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Table 6. Photosynthetic parameters extracted from OJIP fluorescence transients.

Gibraltar Bara310SC Magna995 WL712

CK HT CK HT CK HT CK HT

Data extracted from OJIP fluorescence transient curves
F0 0.15 0.19 * 0.16 0.18 0.18 0.19 0.18 0.22 *
Fj 0.50 0.53 0.49 0.50 0.51 0.58 * 0.53 0.60 *
Fi 0.72 0.73 0.72 0.70 0.74 0.77 0.76 0.77

Fm 0.84 0.85 0.81 0.84 0.86 0.89 0.87 0.87
F300µs 0.37 0.43 0.37 0.36 0.36 0.43 0.35 0.50 *
Fv/Fm 0.82 0.77 0.80 0.79 0.80 0.78 0.80 0.75 *

Specific energy fluxes (per active PS II reaction center)
TPo/RC 2.53 2.75 2.41 2.44 2.22 2.47 1.92 2.95
ETo/RC 1.25 1.31 1.27 1.17 1.14 1.08 0.95 1.24
REo/RC 0.42 0.50 0.43 0.39 0.40 0.41 0.32 0.50
ABS/RC 3.11 3.55 3.04 3.04 2.79 3.16 2.41 3.93

Quantum yields and efficiencies
φpo 0.82 0.77 0.79 0.80 0.80 0.78 0.80 0.75 *
ϕEo 0.41 0.37 0.41 0.38 0.41 0.34 * 0.39 0.32 *
δRo 0.34 0.38 0.34 0.34 0.35 0.38 0.34 0.39

RC/ABS 0.33 0.28 0.33 0.33 0.36 0.32 0.42 0.26 *
Performance indexes

PIABS 1.08 0.60 * 0.90 0.86 1.01 0.65 * 1.10 0.37 *
PItotal 0.63 0.36 0.48 0.44 0.55 0.38 0.57 0.25 *

F0, minimal fluorescence; Fj, fluorescence intensity at the J-step (2 ms) of OJIP; Fi, fluorescence intensity at the I-step
(30 ms) of OJIP; Fm, maximal fluorescence; F300 µs, fluorescence intensity at 300 µs; Fv/Fm, maximum quantum
yield of photosystem; ABS/RC, absorption flux (of antenna Chls) per RC; TR0/RC, trapping flux (leading to QA
reduction) per RC; ETO/RC, electron transport flux (further than QA−) per RC; REO/RC, electron flux reducing end
electron acceptors at the PS I acceptor side, per RC; ϕpo, maximum quantum yield for primary photochemistry,
namely FV/FM; ϕEo, quantum yield of the electron transport flux from QA to QB; δRo, efficiency/probability with
which an electron from the intersystem electron carriers moves to reduce end electron acceptors at the PSI acceptor
side (RE); RC/ABS, QA-reducing RCs per PSII antenna Chl (reciprocal of ABS/RC). The data in the table are mean
(n = 5), and asterisks indicate statistical significance difference between control (CK) and heat treatment (HT) at
p < 0.05, independent sample t-test.

3.9.4. Quantum Yield and Efficiency (ϕpo, ϕEo, δRo, and RC/ABS)

Heat stress affected all quantum yield efficiency components (Table 6). Heat stress noticeably
decreased theϕpo and δRo of all alfalfa cultivars except Bara310SC. Relative to control, WL712 showed
significant reductions in ϕpo, ϕEo, and RC/ABS under heat stress. Meanwhile, heat stress significantly
decreased the ϕEo of Magna995 (Table 6).

3.9.5. Performance Indexes (PIABS and PItotal)

Heat stress markedly decreased the photosynthetic performance indexes (PIABS and PItotal)
of all alfalfa cultivars (Table 6). Meanwhile, heat stress significantly reduced the PIABS of Gibralter,
Magna995, and WL712 by 44.44%, 35.64%, and 66.36%, respectively, compared to control (p < 0.05).
In addition, WL712 showed significantly lower PItotal under heat stress, indicating its more heat
sensitivity than others. However, heat stress had no significant effect on the performance indexes of
Bara310SC (Table 6).

4. Discussion

High-temperature stress changes morphological, biochemical, and physiological processes of
plants [4,24]. In this study, heat stress had an obvious negative effect on alfalfa plant biomass and most
of the cultivars showed significant reductions in biomass following heat stress treatment. It has been
reported that heat stress causes leaf wilting, leaf curling, leaf yellowing, reduction in shoot growth,
root growth, root number, root diameter, plant height, and biomass [1,25]. Thus, the decrease in alfalfa
plant biomass could be associated with the reduction in plant height, wilting, and falling off of leaves
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caused by heat stress. Our results were consistent with previous reports in maize [26], sugarcane [27],
and wheat [28]. The biomass of most alfalfa cultivars was significantly affected, indicating that heat
stress has a huge impact on alfalfa productivity. Like biomass, heat stress caused a significant reduction
in the RWC of most alfalfa cultivars. Our results are in agreement with previous reports in rice [29]
and wheat [28]. Similar with the findings of Sita et al. [30] heat-tolerant alfalfa cultivars had higher
RWC than heat-sensitive ones. The decrease in leaf water content might affect plant metabolism and
decrease plant growth and biomass. The reduction in leaf relative water content could be associated
with the reduction in the number, mass, and growth of the roots under heat stress, which ultimately
limits the supply of water and nutrients to the above-ground parts of the plant [3]. Taken together,
significant reductions in biomass and RWC could be indicators of alfalfa heat stress sensitivity.

It is well documented that the plant membrane is sensitive to various abiotic stresses, and stress
condition increased lipid peroxidation and impaired membrane selectivity [31]. In this study, both EL
and MDA content, which are indicators of stress sensitivity, were higher in heat-treated alfalfa plants
compared to the control. The membrane stability of most alfalfa cultivars was significantly affected
by heat stress, which may reveal the heat sensitivity of the cultivars. Our results were in agreement
with the findings of Kumar et al. [32] in chickpea, Sita et al. [30] in lentil, and Hu et al. [21] in tall
fescue, who reported higher EL under heat stress. The increase in lipid peroxidation might be as a
result of the overproduction and accumulation of ROS, which then causes membrane peroxidation,
protein degradation, and DNA damage to severely inhibit growth [33–35]. Consequently, our results
revealed that heat stress highly damaged the membrane integrity and stability of alfalfa, especially
heat-sensitive cultivars. However, some cultivars like Bara310SC and Magna995 had lower EL and
MDA content than others, indicating that these cultivars could maintain their membrane integrity
and stability under heat stress. It has been reported that the maintenance of membrane integrity and
stability under stress conditions is a major component of tolerance [36] and is essential to sustained
photosynthetic and respiratory performance [37]. Thus, Bara310SC and Magna995 with lower EL and
MDA content after heat stress could be heat tolerant.

It is well established that photosynthetic pigments such as chlorophyll a and b are sensitive to
high-temperature stress. Heat stress results in plant leaf pigment loss and significantly damages
photosynthetic activities [38]. In the present study, heat treatment decreased the chlorophyll content
(Chl a, Chl b, and total Chl) of all alfalfa cultivars, and a more pronounced effect was observed in
heat-sensitive cultivars. The decrease in chlorophyll content might be attributed to the chlorophyll
degradation or inhibition of chlorophyll biosynthesis [39]. In addition, the effect of high temperature
on the pigments and other photosynthetic apparatus is due to the production of toxic oxygen species
(oxidative damage) and reduction in antioxidative defense [32]. Thus, significant increases in EL
and MDA content and a decrease in chlorophyll content might be interconnected, indicating the heat
sensitivity of the cultivars. Our result revealed that cultivars with higher EL and MDA content had
lower chlorophyll content, biomass, and RWC, suggesting that heat stress had a greater effect on some
cultivars including WL712, Gibraltar, and Golden Queen.

When exposed to heat stress, plants accumulate compatible solutes, such as soluble sugar, to
protect the plant from stress-induced damage by maintaining membrane stability and cell water balance,
and by buffering the cellular redox potential and homeostasis [40]. The accumulation of compatible
solute is an important adaptive mechanism, directly participating in osmotic adjustment [41]. Similarly,
soluble proteins, which are induced by stress, play a role in stress tolerance, presumably via hydration of
cellular structures [27]. In the current study, heat stress increased the soluble sugar and protein content
of alfalfa plants. We found significant and higher soluble sugar content in Bara310SC, Magna995,
WL363HQ. These cultivars could adjust their osmotic balance and cellular homeostasis, which is one of
the tolerance mechanisms. Similar results were reported in lettuce [42] and moth bean [43]. In this study,
we found higher relative water content in heat-tolerant alfalfa, which was in agreement with soluble
sugar and protein content, thus entailing great implications for heat tolerance [27]. The result revealed
that soluble sugar and protein could play a considerable role for alfalfa heat tolerance by maintaining
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the water balance and cellular homeostasis. In this study, cultivars with higher soluble sugar and
protein content had lower lipid peroxidation and membrane damage under heat stress, which implies
that soluble sugar and protein ameliorates heat-induced damage in those cultivars. Our results are also
supported by those of Lang-Mladek et al. [44], who stated that osmolyte production under heat stress
is thought to increase protein stability and stabilize the structure of the membrane bilayer. Similarly,
Khan et al. [45] and Kumar et al. [46] found significantly higher soluble protein content in wheat under
heat stress, and maximum accumulation of soluble protein content was observed in thermotolerant
wheat genotypes, which was similar with our result. The overall results indicate that soluble sugar
and protein play a remarkable role in alleviating heat-induced damage of alfalfa, while increasing
heat tolerance.

The heat tolerance of alfalfa was evaluated comprehensively by membership function value, and
the results showed that alfalfa cultivars had different sensitivities to heat stress. Cultivars with higher
membership function value were considered as heat tolerant, whereas cultivars with lower membership
function value were heat sensitive. As shown, Bara310SC and Magna995 had higher membership
function value, 0.86 and 0.80, respectively, and were considered as relatively heat tolerant. By contrast,
with lower membership function value (0.24), Gibraltar and WL712 were relatively heat-sensitive
alfalfa. Furthermore, chlorophyll a fluorescence analysis was performed on the above four cultivars
to identify the most heat sensitive and heat tolerant alfalfa cultivars. Chlorophyll a fluorescence
analysis is a powerful and nondestructive method to study the photosynthetic behavior of plants and
is widely applied to screen tolerant species [21,47]. In this study, heat stress affected the chlorophyll a
fluorescence and altered the OJIP fluorescence transient curve of all alfalfa cultivars. The change in the
OJIP fluorescence transient curve might have been caused by the oxidation of electron transport chains,
which results from the reduction in the electron donor of PSII reaction centers under high temperature.
Basic photosynthetic parameters were extracted from fluorescence transient and the results showed
that heat stress increased the F0 and decreased Fv/Fm of all alfalfa cultivars, which were significant for
sensitive cultivars (WL712). Higher F0 indicates the elevated damage of chloroplast by heat stress,
resulting in blocked energy transfer to the PS II traps and a decrease of the quantum efficiency of PS
II [48]. Fv/Fm is commonly used to analyze heat-induced damage to PSII [47], and heat stress decreases
Fv/Fm in a range of plant species [49]. For many plant species, the approximate optimal Fv/Fm value is
in the range of 0.79 to 0.84, with lowered values indicating plant stress [50]. The heat-tolerant cultivar
(Bara310SC) had 0.79 and 0.80 Fv/Fm under heat stress and control condition, respectively.

Heat stress altered the specific energy flux parameters (TP0/RC, ETO/RC, RE0/RC, and ABS/RC) of
all alfalfa cultivars. ABS/RC and TR0/RC were higher under heat stress, which indicates the inactivation
of absorption and trapping reaction centers. Similar results have been reported by Zushi et al. [51] in
tomato leaf and fruit under heat stress. In addition, heat stress markedly altered the quantum yield
and efficiency parameters (ϕpo, ϕEo, and δRo). The result revealed that the behaviors of PS II on
both the electron donor and acceptor side were blocked due to heat stress and PSI was less damaged
than PSII [51]. The energy fluxes such as ϕpo, ϕEo, and RC/ABS of PS II were lower, whereas δRo
was higher under heat treatment. Similarly, the decrease in RC/ABS was observed in heat-stressed
Spirulina [52]. On the other hand, Stefanov et al. [53] reported an increase of δRo in bean plants
immediately after heat treatment. This result suggested a difference in energy flux between PS I and
PS II in response to heat. It was reported that PS II is the most temperature-sensitive component of the
photosynthetic apparatus [54,55]. Our results also confirmed that PS II is more sensitive to heat stress
than PS I, which could be as a result of thylakoid membrane fluidity caused by heat stress.

Alteration of specific energy fluxes and quantum yield efficiency of the photosystem could affect
the overall photosynthetic performance of alfalfa. Performance indexes (PIABS and PItotal) were
measured to investigate the changes in leaf photosynthetic performance. The performance index
(PIABS) is a parameter sensitive to various types of stress. PItotal reveals the changes in intersystem
electrons and the energy conservation from exciton to the reduction of PSI end acceptors [56]. Heat
stress noticeably decreased the performance indexes of all heat-treated alfalfa cultivars, and a significant
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decrease was observed in sensitive cultivar (WL712). Another heat sensitive cultivar (Gibraltar) showed
a significant reduction in PIABS. A similar result was reported in tall fescue under heat stress [21].
In addition, Fahad et al. [29] reported a significant reduction in the photosynthetic activities of two
rice cultivars under high day and night temperatures. The decrease in performance indexes could
indicate the lower photochemistry of PSII [57]. However, heat stress had no significant effect on the
performance indexes of heat-tolerant cultivars (Bara310SC and Magna995), and Bara310SC showed
higher performance indexes under heat stress than others. The result revealed that Bara310SC was
more tolerant to heat stress compared to others under heat stress. The overall Chl a fluorescence
analysis results suggested that Bara310SC and WL712 are the most heat-tolerant and heat-sensitive
alfalfa cultivars, respectively. Further studies will be done to understand the molecular mechanisms of
the heat tolerance of alfalfa.

5. Conclusions

Heat stress affected the biomass and physiological characteristics of alfalfa cultivars. The more
pronounced effect was observed in sensitive cultivars such as WL712, Gibraltar, and Golden Queen,
as evidenced by a significant decrease in biomass, RWC, chlorophyll content, and photosynthetic
performance, and significant increases in EL and MDA under heat stress. Heat-tolerant cultivars
showed significantly higher soluble sugar and protein content and performed better under heat stress.
Among the fifteen cultivars evaluated, Bara310SC was the most heat tolerant and WL712 was the most
heat-sensitive one. These cultivars can be used to explore the molecular mechanisms of heat tolerance
in alfalfa plants.
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