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Abstract: The flowering of chrysanthemum (Chrysanthemum morifolium Ramat.), inhibited by long-day
lighting, can be reversed with a short period of low supplemental blue light (S-BL). Both flowering
and the reactive oxygen species (ROS) scavenging processes are primarily driven by sugars created by
photosynthetic carbon assimilation. In addition, the antioxidant ability potentially affects flowering in
photoperiod- and/or circadian rhythm-dependent manners. This indicates that there is an interactive
relationship among blue (B) light, photosynthetic efficiency, sugar accumulation, and antioxidant
ability in flowering regulation. Here, 4 h of 30 umol-m~2-s~! photosynthetic photon flux density
(PPFD) S-BL was applied at the end of a 13-h long-day period (LD13 + 4B) at different intervals during
60 days of experimental duration. The five experimental groups were named according to the actual
number of days of S-BL and their intervals: applied once every day, “60 days-(LD13 + 4B) (100.0%)”; once
every other day, “30 days-(LD13 + 4B) (50.0%)”; once every three days, “15 days-(LD13 + 4B) (25.0%)";
once every five days, “10 days-(LD13 + 4B) (16.7%)”; and once every seven days, “7 days-(LD13 + 4B)
(11.7%)”. Two non-S-BL control groups were also included: 60 10-h short days (60 days-SD10) and
13-h long days (60 days-LD13). At the harvest stage, varying degrees of flowering were observed
except in “60 days-LD13” and “7 days-(LD13 + 4B) (11.7%)”. The number of flowers increased and the
flower buds appeared earlier as the proportion of S-BL days increased in LD13 conditions, although
the “60 days-SD10” gave the earliest flowering. The proportion of initial, pivotal, and optimal
flowering was 16.7% (“10 days-(LD13 + 4B)”), 50.0% (“30 days-(LD13 + 4B)”), and 100.0% (“60 days-
(LD13 + 4B)”), respectively. Meanwhile, a series of physiological parameters such as the production
of enzymatic or non-enzymatic antioxidants, chlorophyll content, photosynthetic efficiency, enzyme
activities, and carbohydrate accumulation were significantly improved by “30 days-(LD13 + 4B)
(50.0%)” as a turning point until the peaks appeared in “60 days-(LD13 + 4B) (100.0%)”, as well as
the expression of florigenic or anti-florigenic and some antioxidant-synthetic genes. Furthermore,
the results of principal component analysis (PCA) indicated that S-BL days positively regulated
flowering, photosynthesis, carbohydrate accumulation, and antioxidant production. In aggregate,
the pivotal and optimal proportions of S-BL days to reconcile the relationship among flowering,
photosynthetic carbon assimilation, and antioxidant ability were 50.0% and 100.0%, respectively.
However, there are still significant gaps to be filled in order to determine the specific involvement of
blue light and antioxidant abilities in flowering regulation.

Keywords: antioxidant ability; photoperiodism; photosynthetic carbon assimilation; supplemental
blue light; unusual photoperiod

1. Introduction

The commercially and ornamentally important plant, chrysanthemum (Chrysanthemum
morifolium Ramat.) is a qualitative short-day plant (SDP), where a sufficiently long night
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over a certain critical level is absolutely required for flowering. The flowering characteristic
that depends on day-length variation is “photoperiodism” [1]. Thus, the seasonal variations
in the day length and light have become a major obstacle to their flowering. To fit the
anti-seasonal demands in horticultural markets, the cultivation of seasonal plants in a plant
factory with artificial lighting (PFAL) become more popular, providing controlled lighting
conditions and removing hostile environmental variables [2]. Light-emitting diodes (LEDs)
are professionally supplied to plant factories for growth lighting and are more power-
economical and customizable than conventional lighting systems. LED treatments with
specific irradiation wavelengths are expanding in floriculture and horticulture [3].

Plants identify the light quality with around three groups of photoreceptors: phy-
tochromes, cryptochromes, and at least one unidentified ultraviolet light receptor(s). The
absorbance peaks of phytochromes are in red (R, 600 to 700 nm) and far red (FR, 700 to
800 nm) light, and to a lesser extent in blue (B, 400 to 500 nm) light. Blue light is also
absorbed by cryptochromes. Cryptochromes, especially those found in Brassicaceae, have
a role in the suppression of stem elongation [4]. Blue light has been shown to decrease
extension growth, particularly in hypocotyls and epicotyls [5-7]. Blue light contributes to
flower induction in several long-day plants (LDPs), including Hyoscyamus niger L. [8] and
Arabidopsis thaliana Heynh. [9]. Moreover, researchers have experimented with using differ-
ent wavelengths of light to stimulate the flowering of SDPs in a long photoperiod. SDPs, as
previously said, are unable to flower when the day is too long. However, short-day plants,
chrysanthemum and kalanchoe, flowered in long-day conditions when supplied with low
levels of monochromatic blue light [10-14]. In these situations, blue light supplementation
did not impair the blossom initiation. However, relatively little is known about how blue
light regulates flowering.

The light quality affects the photosynthesis, and therefore the sugar accumulation.
In addition to providing energy to plants, sugars also function as signaling molecules
within them, thus regulating growth and development [15]. Capsicum [16], lettuce [17],
and strawberry [18] were found to contain the highest levels of sugars when treated with
mixed R and B LEDs. However, with LED treatments, sugar concentration was reduced
in Chinese cabbage [19] and oak-leaf lettuce [20]. There are a wide variety of metabolic
activities within plants that continuously produce reactive oxygen species (ROS), including
superoxide radicals and hydrogen peroxide [21]. Ascorbate peroxidase, glutathione reduc-
tase, superoxide dismutase, catalase, and ascorbate dismutase are enzymatic antioxidants
that regulate the ROS levels [22,23]. Non-enzymatic antioxidants such as carotenoids,
tocopherols, flavonoids, ascorbic acid, and phenolic compounds also regulate the ROS
levels [24]. In plants treated with certain LEDs, photooxidative stress has been found to
increase antioxidant levels, including many phytonutrients. Under high-PPFD B, R, and FR
mixed LEDs, red pak choi and tatsoi seedlings had greater amounts of ascorbic acid and «-
tocopherol [25]. Lettuce [26] and Gynura [27] showed increased antioxidant activity when
exposed to LED treatments with increasing quantities of blue light. Increased flavonoid and
phenolic contents were also seen in rose, chrysanthemum, and campanula cultivated with
mixed R and B LED treatments with greater blue light proportions [28]. Tomato seedlings
grown under B LEDs also presented the highest antioxidant activities [24,29]. The levels of
phenolics and flavonoids in tomato seedlings grown under B and white (W) LEDs were
generally excellent [29]. Pea seedlings grown under R LEDs, on the other hand, showed
the greatest antioxidant activity [30], demonstrating a cultivar-dependent response to
LED light.

Flowering is primarily driven by sugars created from photosynthetic carbon assimila-
tion [13]. Plant flowering is also affected by light quality-related photosynthetic efficiency
and carbon absorption, which is related to altered carbon and nitrogen metabolism [31,32].
Thus, light quality can be used to regulate flowering by affecting photosynthesis. Further-
more, plants evolved sophisticated and well-coordinated molecular and metabolic networks
to counteract abiotic stressors, with sugar metabolism playing an important role [33]. Sugar
buildup has a role in both ROS production and scavenging processes [34]. Sugars and
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ROS can have an indirect association via nicotinamide adenine dinucleotide phosphate
(NADPH)-producing metabolisms, such as the oxidative pentose-phosphate pathway, or
a direct relationship with sugars serving as genuine ROS scavengers [35]. Hence, sugar-
involved flowering and sugar-related antioxidant abilities are potentially controlled by
light-hosted photosynthetic efficiency and carbon assimilation. Moreover, one study found
that the non-enzymatic antioxidant ascorbic acid functions as a co-factor in the biosynthesis
of gibberellic acid (GA) and abscisic acid (ABA), influencing not only the endogenous
level but also the signaling of these plant hormones, and thus affecting the developmental
flowering and senescence in a photoperiod- and/or circadian rhythm-dependent man-
ner [36]. However, how ascorbic acid or other antioxidants control flowering requires
further investigation.

In the current research, an innovation of supplemental LED blue light (5-BL) was
provided for the horticulture and floriculture industry. The S-BL is innovatively applied at
different intervals in a long-day period to understand the efficient proportions of S-BL days
to the whole experimental duration in chrysanthemum flowering regulation. According
to our results, (1) putting forward more possible options of proportions of S-BL days in
initial, pivotal, and optimal flowering, respectively, (2) providing effective and optimal
proportions of S-BL days to reconcile the relationship among flowering, sugar accumulation,
and antioxidant properties, (3) and supporting flexibility of blue light application based on
actual demands, will reduce the cultivation cost, save energy, and comply with the purpose
of sustainable development. Our study could inspire researchers and growers to choose the
appropriate LED lighting options for flowering control, phytochemical contents, nutritional
values, etc.

2. Materials and Methods
2.1. Plant Materials and Growth Conditions

The pot experiment was carried out at Gyeongsang National University in Jinju, Korea,
in a closed-type plant factory (770.0 cm long, 250.0 cm wide, and 269.5 cm high, Green
Industry Co. Ltd., Changwon, Republic of Korea). In this work, the ornamental species
chrysanthemum (Chrysanthemum morifolium Ramat.) “Gaya Glory”, a qualitative SDP, was
used as the experimental material. Flowers Breeding Research Institute, Gyeongnam Agri-
cultural Research & Extension Services, Changwon, Gyeongnam, Korea, provided rooted
cuttings with 8 =+ 2 leaves per plant, which were separately transplanted into 10 cm plastic
pots with a commercial medium (BVB Medium, Bas Van Buuren Substrates, EN-12580,
De Lier, The Netherlands), one plant per pot. After planting, plants were moved to this
closed-type plant factory and acclimated to 23/18 °C (light/dark), 70 & 10% RH, and
270 4 5 pumol-m~2-s~! PPFD supplied with F48T12-CW-VHO fluorescent lamps (Philips
Co., Ltd., Eindhoven, The Netherlands). A pressurized gas tank supplied CO, to comple-
ment plant photosynthesis on time, and an electrolyte CO; sensor (Model No. GMT220
Carbocap, Vaisala, Vantaa, Greater Helsinki, Uusimaa, Finland) monitored online main-
tained a concentration of 350 & 50 parts per million (PPM). The air circulation system in
this location was designed with the fans uniformly spaced so that the conditioned air could
blow horizontally into the developing rooms through several regularly spaced openings.
The plants were treated with photoperiodic light treatments after one week of acclimation
(with 16-h LD). Daily irrigation with a multipurpose nutrient solution (macro-elements:
Ca?*, Mg2+, K*, NH;*, NO;~, SO4%~, and H,PO,~; microelements: B, Cu, Fe, Mn, Mo,
and Zn; pH = 6.5) [14] was carried out from 8:30~9:30 a.m. Additionally, a three-replication
randomized complete block design with ten plants in each replication, with a total of
30 plants in each treatment randomly arranged among replications was used to reduce the
effects of light location in an opaque compartment.

2.2. Photoperiodic Light Treatments

Based on previous studies [12,13], 10-h short-day (SD10) and 13-h long-day (LD13)
treatments without any supplemental blue light (S-BL) were established as the two control
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groups in the current study. The light duration was started every day at 8:00 a.m. Plants
were grown with daily light at an intensity of 300 £+ 5 pumol-m~2-s~1 PPFD provided by
white (W) MEF50120 LEDs (More Electronics Co. Ltd., Changwon, Korea) with a wide
spectrum ranging from 400 to 720 nm and a distinct peak at 435 nm in blue (Figure 1A).
Because the photoperiodic flowering and physiology of chrysanthemums are sensitive to
the 30 pmol-m~2:s~! PPFD of S-BL [13], the B LEDs (450 nm) (Figure 1B) were used to pro-
vide 4-h supplemental blue light (30 pumol-m~2-s~1 PPFD) at the end of LD13 (LD13 + 4B)
(Figure 1C) at different intervals. The detailed description and abbreviation of the light
treatments and the proportion of S-BL days in the 60 days of experimental duration are
shown in Table 1. Light distribution was recorded at 1 nm wavelength intervals using a
spectroradiometer (USB 2000 Fiber Optic Spectrometer, Ocean Optics Inc., Dunedin, FL,
USA; detects wavelength between 200 to 1000 nm) and the uniformity was verified by mea-
suring the light intensity at three points of each light treatment at the canopy level through
a quantum radiation probe (FLA 623 PS, ALMEMO, Holzkirchen, Bavaria, Germany).
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Figure 1. The spectral distribution of the experimental light treatments (A,B): the daily white light
(~400-720 nm and peaked at 435 nm) provided by white LEDs and blue light (peaked at 450 nm)
from blue LEDs used as the supplemental light. The experimental light schemes employed in this
study (C): the light period started every day at 8:00 a.m.; plants in the control groups were treated
with a 10-h short-day or 13-h long-day condition, without any blue light; the 4-h blue light (4B) with
30 umol-m—2-s~! PPFD was used to supplement the white light at the end of the LD13 (LD13 + 4B).

Table 1. Description and abbreviation of the photoperiodic light treatments.

Description Abbreviation Proportion 2 (%)
1 day (LD13) x 60 ! cycles 60 days-LD13 0.0

[0 day (LD13) + 1 day (LD13 + 4B)] x 60 cycles 60 days-(LD13 + 4B) 100.0

[1 day (LD13) + 1 day (LD13 + 4B)] x 30 cycles 30 days-(LD13 + 4B) 50.0

[3 days (LD13) + 1 day (LD13 + 4B)] x 15 cycles 15 days-(LD13 + 4B) 25.0

[5 days (LD13) + 1 day (LD13 + 4B)] x 10 cycles 10 days-(LD13 + 4B) 16.7

[7 days (LD13) + 1 day (LD13 + 4B)] x 7 cycles + 4 days (LD13) 7 days-(LD13 + 4B) 11.7

1 day (SD10) x 60 cycles 60 days-SD10 0.0

160 days, the total experimental duration. 2 The proportion of the number of days supplemental blue light was
provided during the total experimental duration. The numbers in a green color represent the different intervals in
which the supplemental blue light was provided; the numbers in a red color represent the days that blue light is
used during the total experimental duration. Control groups: “60 days-LD13” and “60 days-SD10”; experimental
groups: “60 days-(LD13 + 4B)”, “30 days-(LD13 + 4B)”, “15 days-(LD13 + 4B)”, “10 days-(LD13 + 4B)”, and
“7 days-(LD13 + 4B)”.
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2.3. Measurements of Growth Parameters

The plant growth parameters, such as plant height, number of branches, leaves, and
flowers per plant, leaf area per leaf, and plant dry weight, were collected after 60 days of
photoperiodic light treatments. The days to visible flower buds in each treatment were
determined by counting the number of days from initiating the light treatment to the
date when the first flower bud appeared. The number of flowers per plant contained
both blooming flowers and visible flower buds at the harvest stage. The leaves with a
length > 1 cm were counted to determine the total number of leaves per plant. The top
fourth true leaves were selected to measure the fully expanded leaf area using a leaf area
meter (Li-Cor 3000, Li-Cor, Lincoln, NE, USA). After careful cleaning, divided samples of
shoots were oven-dried (the drying oven, Venticell-222, MMM Medcenter Einrichtungen
GmbH., Munich, Germany) at 85 °C for 5~7 days until a constant mass was reached to
determine the dry weight. Additionally, the harvested samples were immediately placed in
liquid nitrogen and then stocked in a —80 °C refrigerator for the subsequent physiological
investigations.

2.4. Chlorophyll Content

The leaf chlorophyll (Chl) content was determined according to Lichtenthaler and
Buschmann [37]. After 60 days of photoperiodic light treatments and at 9:00 am., 0.2 g
of fresh leaf samples were collected from the top fourth mature leaves in the main stem
counting from the apex and ground, and liquid nitrogen was used to extract the chlorophyll
in 2 mL 80% (v/v) acetone overnight at 4 °C until the leaf samples were completely
discolored. A UV spectrophotometer (Libra 522, Biochrom Ltd., Cambridge, UK) was used
for colorimetry at Agg3 nm and Agssnm- The pigment contents were calculated from the
following equations: chlorophyll a (Chl a) = 12.25 X Aggz — 2.79 X Agas; chlorophyll b
(Chl b) = 21.50 x Agse — 5.10 X Aggs. For each experiment, 3 technical and 6 biological
replicates were performed.

2.5. Measurements of Photosynthesis and Chlorophyll Fluorescence

A leaf porometer (SC-1, Decagon Device Inc., Pullman, WA, USA) was used to measure
the net photosynthetic rate (Pn), transpiration rate (Tr), stomatal conductance (Gs), and
intercellular CO, concentration (Ci) of the top fourth completely expanded adult leaf
for each plant at harvest time. The average of six measurements taken on each leaf was
utilized. To maintain the same stable circumstances, these parameters were monitored in
the closed-type plant factory from 9:00 to 11:00 a.m.

A photosystem (Fluor Pen FP 100, Photon Systems Instruments, PSI, Drasov, Czech
Republic) was used to quantify the leaf chlorophyll fluorescence. As previously stated,
the top fourth fully expanded adult leaf from each plant was chosen for these measures.
After dark-adapting the leaves for 30 min with a leaf clip, a 0.6 s saturating light pulse
(3450 umol-m~2-s~! PPFD) was applied to obtain the maximum fluorescence (Fm) and
minimum fluorescence (F0). The leaf was then light-adapted for 5 min with continu-
ous actinic light (300 pumol-m~2-s~1 PPFD, identical to the growth environment) with
saturating pulses every 25 s, and the maximum light-adapted fluorescence (Fm’) and
steady-state fluorescence (Fs) were measured. The maximal PSII quantum yield (Fv/Fm)
was calculated as Fv/Fm = (Fm — F0)/Fm [38]. To produce minimum fluorescence after
PSI excitation (F0'), the actinic light was switched off and a far-red pulse was delivered.
Fv'/Fm' = (Fm’ — Fs)/Fm’ was used to compute the photochemical efficiency (Fv'/Fm')
of PSII. Furthermore, the photochemical quenching coefficient (7P) was determined to be
gP = (Fm' — Fs)/(Fm' — F0') [39]. For each experiment of photosynthesis or chlorophyll
fluorescence, 3 technical and 6 biological replicates were performed.

2.6. Accumulation of Carbohydrates and Soluble Proteins

Weighed measurements of 0.3 g of —80 °C stocked leaf samples were collected at
10:00 p.m. after 60 days of the photoperiodic light treatments and the anthrone colorimetric
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technique was used to determine the amounts of starch and soluble sugars [40,41]. Stocked
leaf samples were collected and promptly submerged in liquid nitrogen before being
crushed into a fine powder over an ice bath for the total soluble protein extraction. In 50 mM
PBS (1 mM EDTA, 1 mM polyvinylpyrrolidone, and 0.05% (v/v) triton-X, pH 7.0), 0.1 g of
the powder was homogenized. The resultant mixture was then centrifuged (13,000 rpm,
4 °C, 20 min) to extract the supernatant, which was then utilized for the total protein
estimation and enzyme activity assays. The total protein assessments were led by [42].
A UV spectrophotometer (Libra S22, Biochrom Ltd., Cambridge, UK) was used to assess
the concentrations of soluble sugars, starch, and soluble proteins at Ag3o nm, A485nm, and
As90 nm, respectively. For each experiment, 3 technical and 6 biological replicates were
performed.

2.7. Enzyme Activities

The preceding step’s total protein solution was utilized to examine the enzymatic
activities, which were quantified using a UV spectrophotometer (Libra 522, Biochrom Ltd.,
Cambridge, UK). Three technical and six biological replicates were conducted for each
enzymatic measurement. At 34 °C for 1 h, sucrose synthase (SS) and sucrose phosphate
synthase (SPS) were measured in a 1-mL reaction mixture comprising of a 500 uL enzyme
extract. A 300 uL 30% (v/v) KOH solution was added to this combination, which was
then put in a 100 °C water bath for 10 min before being progressively cooled to room
temperature. After applying a 200 pL 0.15% (v/v) anthrone-sulfuric acid solution, the
mixture was incubated at 40 °C for 20 min while the enhancement of Agyonm Was mea-
sured. The phosphoenolpyruvate carboxykinase (PEPC) was assayed in a 1 mL reaction
mixture consisting of 50 mM Tris-HC1 (pH 8.0), 5 mM MnCl,, 2 mM DTT, 10 mM NaHCO;3,
0.2 mM NADH, 5-unit NAD-MDH, and a 160 uL enzyme extract. To begin the process,
2.5 mM phosphoenolpyruvate was added (PEP). In a 1.5 mL reaction mixture comprising
of 100 mM imidazole-HCl (pH 7.5), 50 mM KCl, 10 mM MgCl,, 0.05% (w/v) BSA, 2 mM
DTT, 150 uM NADH, 1-unit LDH, 2 mM ADP, and a 150 puL enzyme extract, the phospho-
enolpyruvate phosphatase (PEPP) was measured. The reaction was started with 2 mM PEP,
and the change in A41p nm Was measured. The total activity of Ribulose 1,5-diphosphate
carboxylase/oxygenase (RuBisCO) was determined by injecting 100 uL of the supernatant
into 400 pL of an assay mixture containing 50 mM Tris-HCl (pH 8.0), 5 mM DTT, 10 mM
MgCl,, 0.1 mM EDTA, and 20 mM NaH;4CO3 (2.0 GBq mmol~1) at 30 °C. After a 5-min
activation time, the reaction was started by adding RuBP to 0.5 mmol L~! and was stopped
after 30 s with 100 uL of 6 mol L~! HCI. Moreover, the activities of soluble starch synthase
(5SS), adenosine diphosphate glucose pyro-phosphorylase (ADPGPPase), and uridine
diphosphate glucose pyro-phosphorylase (UDGPPase) were measured according to the
protocol described by Doehlert et al. [43] and Liang et al. [44]. The enzymatic activity mea-
surements mentioned above were conducted in accordance with the directions provided
by Yang et al. [45] and Feng et al. [46].

The activities of enzymes that scavenge reactive oxygen species (ROS) were also inves-
tigated. According to Aebi [47], the catalase (CAT) activity in homogenates was tested by
directly measuring the induction of H,O5 at Ap4p nm. The CAT activity was calculated using
the H,O, extinction coefficient (40 mM~! cm~1). Castillo et al. [48] presented a technique
for assessing the activity of guaiacol peroxidase (GPX). The absorbance at A4y nm Was
calculated using an extinction value of 26.6 mM~! em~!. Becana et al. [49] investigated the
ability of superoxide dismutase (SOD) to inhibit the photochemical reduction of nitroblue
tetrazolium (NBT). One unit of SOD was defined as the amount of enzyme that provided
50% inhibition of NBT decrease by monitoring at Asgonm. According to Nakano and
Asada [50], the activity of ascorbate peroxidase (APX) was measured for 1 min at Azgpnm
(extinction coefficient 2.9 mM~! cm™1). Three technical and six biological duplicates were
conducted for each measurement.
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2.8. Extraction and Colorimetric Assays of Non-Enzymatic Antioxidants

To obtain carotenoids, 1 g of frozen leaf samples was milled with 1 g of quartz
and 15 mL of acetone containing 1% BHT (2,6-di-tert-butyl-4-methylphenol) [51]. The
mixture was shaken for 30 min at 4 °C in the dark before being centrifuged for 10 min
at 17,000 rpm. The supernatant was discarded, and the material was re-extracted until
it became colorless. The supernatants were pooled. The total carotenoid content was
determined using a spectrophotometric technique published by Rodriguez-Amaya [52],
which involved measuring the absorbance at 450 nm using a UV spectrophotometer (Libra
522, Biochrom Ltd., Cambridge, UK). The results were expressed as “mg” of carotenoids
per gram of frozen weight.

In search of anthocyanins, 1 g of frozen leaf samples was crushed along with 1 g of
quartz and 15 mL of 1% HCI in methanol [53]. After shaking for 2 h at room temperature,
the mixture was incubated overnight in the dark at 20 °C before centrifugation at 4000 rpm
for 15 min. The supernatant was collected, and the samples were extracted three times in
methanol with 15 mL of 1% HCL. The supernatants were pooled and diluted as needed for
the analyses. The pH differential technique [54] was used to determine the total anthocyanin
levels. The extract was diluted in pH 1.0 and pH 4.5 solutions (0.1 M HCl and 25 mM
K(l) (0.4 M CH3COONa). Using a UV spectrophotometer, the absorbance of the mixtures
was measured at 535 and 700 nm in comparison to pure water (Libra S22, Biochrom Ltd.,
Cambridge, UK). The value (Absszs — Abszoo)pr1.0 — (Abssss — Absyo)pHa.s corresponds
to the absorbance due to the anthocyanin. Results were expressed as “mg” of kuromanin
equivalents (KuE) per gram of frozen weight.

For the compound ascorbic acid, 4 g of frozen leaves were crushed along with
1g of quartz and 80 mL of the extraction solution (20 g/L HPOj3). The mixture was
mixed for 1 h at 4 °C before being centrifuged for 15 min at 15,000 rpm. The concentra-
tion of reduced ascorbic acid was determined using the association of vitamin chemical
2,6-dichloroindophenol (DCIP) technique [55]. In brief, each molecule of vitamin C changed
a molecule of DCIP into a molecule of DCIPH2, and the conversion was tracked using a
UV spectrophotometer as a drop in the absorbance at 520 nm (Libra S22, Biochrom Ltd.,
Cambridge, UK). The results were expressed as “mg” of ascorbic acid per gram of frozen
weight.

For total flavonoids, 1 g of frozen leaf samples was crushed with 1 g of quartz and
10 mL of 100% acetone. The mixture was mixed for 1 h at 70 °C before being centrifuged
for 15 min at 17,000 rpm. The supernatant was discarded, and the material was extracted
again using the same process but only incubating for 15 min. The supernatants were
pooled and diluted as needed for the analyses. Perva-Uzunali et al. [56] provided the
exact extraction procedure. Colorimetric analysis was used to determine the flavonoid
content [57]. A combination of 200 pL extract and 150 uL sodium nitrite (NaNO,) (5% w/v)
was first incubated at room temperature for 6 min. After that, 150 uL of AICI3-6H,0O (10%
w/v) was added and incubated at room temperature for 6 min. 800 puL of NaOH (10%
w/v) solution was added and incubated at room temperature for 15 min. The extract was
replaced with distilled water for the blank. A UV spectrophotometer (Libra 522, Biochrom
Ltd., Cambridge, UK) was used to measure the absorbance at 510 nm. The total flavonoid
was expressed in “mg” Quercetin equivalent (QE) per gram of frozen weight.

To determine the total phenolics, the procedures for aliquoting the leaf extract based
on well-established references [58-60] were used. The phenolic content was evaluated with
a colorimetric analysis [61,62]. 200 uL of leaf aliquot extract, 800 L deionized water, and
100 pL of Folin—Ciocalteu reagent were mixed and incubated for 3 min at room temperature.
300 uL of NapyCOs3 (20% w/v) was added and incubated for 2 h at room temperature in the
dark. A UV spectrophotometer (Libra 522, Biochrom Ltd., Cambridge, UK) was used to
measure the absorbance at 765 nm. Instead of aliquot extract, distilled water was used to
make a blank. The total phenolics were expressed in “mg” of gallic acid equivalent (GAE)
per gram of frozen weight.
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2.9. Real-Time Quantitative PCR Verification

The total RNA was extracted using the RNeasy Plant Mini Kit (Takara Bio Inc., Tokyo,
Japan) and processed with RNase-free DNase (Takara Bio Inc., Tokyo, Japan) as directed by
the manufacturer. A PrimeScript® Reverse Transcriptase (Takara Bio Inc., Tokyo, Japan)
was used to synthesize cDNA from 1 pg of total RNA, in accordance with the manufac-
turer’s instructions. The cDNA was diluted 10-fold, and 5 puL of it was utilized in a 15-uLL
quantitative RT-PCR (qRT-PCR) experiment using SYBR Premix Ex Taq™ II (Takara Bio
Inc., Tokyo, Japan), which was carried out on a Roche Light Cycler 96 real-time fluorescence
quantitative PCR apparatus (Roche, Basel, Switzerland). The relative expression levels
of each gene were determined using the 2-AACt method [63]. In our investigation, the
chrysanthemum homologues of Arabidopsis were denoted as “Cm + gene” The data were
averaged and standardized against the expression of the reference genes CrnACTIN and
CmEF1 (elongation factor 1a). The primer sequences and PCR conditions used in the
analyses are listed in Table 2. For each experiment, 3 technical and 6 biological replicates
were performed.

Table 2. Primers and PCR conditions used to quantify the gene expression levels.

Name Accession number Forward primer (5’ to 3') Reverse primer (5 to 3')
Reference gene CmACTIN [64] AB205087 GATGACGCAGATCATGTTCG AGCATGTGGAAGTGCATACC
CmEF1a [65] AB548817 CTTGTTGCTTGATGACTGTGG CTTGTTGCTTGATGACTGTGG
CmTFL1 [66] AB839767 CCATCATCAAGGCACAATTTCA TTTCCCTTTGGCAGTTGAAGAA
CDM111 [67] AY173054 GGTCTCAAGAATATTCGCAC TCATTAGTCATCCCATCAGC
CmAFL1 [68] AB451218 CAAGCTCAACCATCAATAGTC TGCAGCACATGAACGAGTAG
Flowering-related gene CmFL [68] AB451217 CATTGATGCCATATTTAACTC ACACGGATCATTCATTGTATA

PCR was performed with an initial denaturing step at 95 °C for 5 min,
followed by 40 cycles at 95 °C for 5 s, 60 °C for 20's, 72 °C for 30 s, and 72 °C

PCR conditions for 10 min to final extension. The fluorescence was quantified after the
incubation at 72 °C and repeated three times.
CmPAL [69] JE806362 TACATTTTGGACGGGAGTGA AGCGTATCGGTCTTGTTTGG
Antioxid CmDEFR [70] GU324979 GACATTATGGAAGGCGGATT GTGGCAACATGAAACACTC
ioxidant
synthesis-related gene 30-s pre-denaturation at 95 °C followed by 5 s at 95 °C, 30 s at 60 °C, 40 cycles;
PCR conditions the melting curves were 15 s at 95 °C, 60 s at 60 °C, and 15 s at 95 °C. The

fluorescence signal was collected once for every 0.3 °C increase and repeated
three times.

2.10. Principal Component Analysis

For the flowering-, photosynthesis-, carbohydrate-, or antioxidant-related parameters,
the principal component analysis (PCA) was conducted on the three replicates, using the
MINITAB 16.2.1 statistical software, aiming to extract trends when multiple qualitative
variables were used, formulating new variables correlated to the original ones [71]. The
PCA outputs included treatment component scores as well as variable loadings [72].

2.11. Statistical Analysis

All plants in our study were picked at random. Excel 2016 and the DPS software
package (DPS for Windows, 2009) were used to process, plot, and statistically analyze
the data. Significant differences among the treatments were assessed by an analysis of
variance (ANOVA), followed by the Duncan’s multiple range test at a probability (p) < 0.05
with a statistical program (SAS, Statistical Analysis System, V. 9.1, Cary, NC, USA). The
differences between each treatment were tested by Student’s t-test (p) < 0.05. Moreover,
the experimental assays used to obtain all results were repeated six times and presented as
the mean =+ standard error.
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3. Results
3.1. Flowering and Growth Parameters

In the current study, the 4-h supplemental blue light (S-BL) supplied at different inter-
vals in the LD13 period significantly affected the photoperiodic flowering, morphology,
and growth of “Gaya Glory” plants (Figure 2 and Table 3). Firstly, the flowering of chrysan-
themums strongly responded to the unusual photoperiodic light treatments. At the harvest
stage, other than the treatments of “60 days-LD13” and “7 days-(LD13 + 4B)”, flowering
to varying degrees was observed (Figure 2A). Notably, the unusual photoperiodic blue
light treatments intervened in the flowering of these SDPs which would otherwise have not
flowered in the long-day conditions. As the number of days of S-BL application increased,
flower buds appeared earlier. Among all experimental groups, flowering occurred significantly
earlier in the treatment “60 days-(LD13 + 4B)” although the “60 days-SD10” (one of the control
groups) gave the earliest flowering (Table 3). Similarly, the number of flowers increased as the
days of S-BL increased. A pivotal turn in the flower number began in the “30 days-(LD13 + 4B)”
treatment, and the “60 days-(LD13 + 4B)” produced the greatest number of flowers. Except for
the non-flowered treatments (“7 days-(LD13 + 4B)” and “60 days-LD13”), the changing pattern
of the flower number per plant was “60 days-(LD13 + 4B)” > “30 days-(LD13 + 4B)” >
“60 days-SD10” > “15 days-(LD13 + 4B)” = “10 days-(LD13 + 4B)”. Overall, the flowering in
chrysanthemums responded differently to different proportions of the number of days of
S-BL during the whole experimental duration (60 days). The proportions in initial, pivotal,
and optimal flowering were 16.7% (“10 days-(LD13 + 4B)”), 50.0% (30 days-(LD13 + 4B)”),
and 100.0% (“60 days-(LD13 + 4B)”), respectively.

oy, Is 6 6y 1y, O o9 2, O
0"-% s”a,) 0‘7-?_,, e, a%p 0‘7«7,, Y, %, : %,
5, N "Q &*90 -’3\( v S‘Q Y "&( &f( &&O
73 0,‘,,)( 9 Oy LR 2y, 7, 0,\,,)( 7y
%, ", %
Figure 2. The morphology of chrysanthemum “Gaya Glory” under different treatments at the harvest
stage. Photographs from the top (A) and side (B) view, respectively. The red cross (X) demarcates

non-flowered plants. See Figure 1 and Table 1 for details of the experimental treatments.

Secondly, we also investigated how the growth and morphology of chrysanthemums
responded to the different number of days of S-BL in the photoperiodic light treatments.
As shown in Figure 2B and Table 3, the plants grown under LD13 conditions are normally
taller than those grown under SD10 environments, and the shoot height roughly increased
as the proportion of days of S-BL increased. However, there were no significant differences
in the shoot length among treatments of “60 days-(LD13 + 4B)”, “30 days-(LD13 + 4B)”,
“15 days-(LD13 + 4B)”, and “60 days-LD13”. Moreover, our results showed that the blue
light helped improve the plant’s dry weight and leaf area, especially in the LD13 conditions.
As the proportion of S-BL days increased, the dry weight and leaf area also gradually
increased, and the “60 days-(LD13 + 4B)” treatment produced the greatest dry weight and
leaf area. (Table 3). Additionally, LD13 conditions with S-BL appeared to be more favorable
in inducing leaves and branches, and the non-flowered treatments of “60 days-LD13” and
“7 days-(LD13 + 4B)” resulted in the greatest number of branches and leaves among all
treatments (Table 3). The changing patterns of the number of leaves and branches can be
summarized as follows. The number of flowers seems to be inversely proportional to the
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number of branches or leaves, indicating a kind of competitive relationship between the
flower induction and leaf or branch formation.

Table 3. The growth parameters of “Gaya Glory” under different intervals of supplemental blue light,
after 60 days of exposure to the photoperiodic light treatments.

Treatment Shoot
Shoot length (cm) No. of branches/Plant Dry weight (g)
60 days-LD13 14.8 +0.53ab ! 16.3+1.03a 3.72 £ 0.05 bc
60 days-(LD13 + 4B) 158 £041a 114+ 097b 6.50 £ 0.10 a
30 days-(LD13 + 4B) 15.7 £ 047 a 11.3+1.01b 5.81 £+ 0.09 ab
15 days-(LD13 + 4B) 155 +0.50a 144+ 1.12ab 463 +0.07b
10 days-(LD13 + 4B) 13.5+045b 14.8 +1.07 ab 424 4+0.06b
7 days-(LD13 + 4B) 132+ 043Db 162 +1.00a 3.92 +0.05 bc
60 days-SD10 93+0.38c 7.7 £0.96 ¢ 1.80 £ 0.05¢
Treatment Leaf Flower
No. of leaves/Plant Leaf area 2 (cm?) DVB 2 (day) No. of flowers/Plant
60 days-LD13 3372 £1098 a 3.8 £ 0.09 bc - 0.0+£0.00e
60 days-(LD13 + 4B) 2254 + 697 ¢ 6.1+0.11a 297 +174c 439+ 576a
30 days-(LD13 + 4B) 230.0 £ 6.24 ¢ 5.2 £ 0.08 ab 3424+211b 25.7 +3.24b
15 days-(LD13 + 4B) 276.7 £9.36 b 45+0.13b 48.6 £ 2.96 ab 84 +£1.06d
10 days-(LD13 + 4B) 2804 +7.01b 3.8+ 0.17 bc 519+ 2.03a 56 +1.12d
7 days-(LD13 + 4B) 301.6 + 7.64 ab 3.8 +£0.20 bc - 0.0 £0.00e
60 days-SD10 181.2 +8.52d 29+0.10c 26.2 £1.57 c¢d 178 £3.73 ¢

1 Mean separation within columns by the Duncan’s multiple range test at p < 0.05 and the values are
average + standard error (1 = 6). 2 Area of the fourth mature leaf from the shoot tip. 3 The days to visible
flower buds in each treatment were determined by counting the number of days from initiating the light treatment
to the date when the first flower bud appeared.

3.2. Chlorophyll Content

The chlorophyll (Chl) content of chrysanthemum leaves was considerably affected
by the different proportions of S-BL days (Figure 3). In this experiment, increasing the
number of days of S-BL from 0 to 60 increased the contents of Chl a and b, while the Chl
a/b decreased, which may be due to the substantial production of Chl b. Moreover, the
chlorophyll a and b contents were always the highest in “60 days-(LD13 + 4B)”, which
was slightly higher than those in “30 days-(LD13 + 4B)”. In addition, the chlorophyll
content of chrysanthemum leaves grown in “15, 10, and 7 days-(LD13 + 4B)” was found
to be insignificantly different, but always higher than those in “60 days-LD13 and SD10”
treatments. These improvements suggest that reaching the optimal proportion of days
of S-BL could effectively stimulate Chl production and accumulation in plants. In our
case, such a proportion of S-BL days is at least 50.0% (“30 days-(LD13 + 4B)”), which can
effectively promote Chl synthesis and accumulation.

3.3. Photosynthetic Index and Chlorophyll Fluorescence

Table 4 shows the photosynthetic and chlorophyll fluorescence characteristics of
chrysanthemum plants in response to the different proportions of S-BL days. The Pn value
increased as the number of days of S-BL increased. The maximum Pn value of chrysanthe-
mum leaves appeared in “60 days-(LD13 + 4B)”. This increase in the net photosynthetic
rate indicates that the number of days of blue light application is positively related to the
leaf development and chlorophyll content in chrysanthemum plants, and further improves
the photosynthetic efficiency. “60 days-(LD13 + 4B)” induced the greatest values of T, Gs,
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and Ci, and the lowest values were observed in the two control treatments “60 days-LD13
and SD10”.

A 34 B 0.9 - a
a 4
E o25{ 4 g ¥ ab
3 - | S | b b b
E be bbb E_" b
S 244 : . Sz 0.6-I° [ 1 l ¢
< ] l
=1 5 =>:>T 0.5 -
on T o0
5 & S &0 0.4
£E SE
B 1 £ 031
= =
0.2 -
© s © o
0 0 - S . .
> D D D D DN
N N AR AR AR
C 4.5 4 q\? m}xb A’xb A}xb‘ A)xb‘ ")xb‘ %,Q
44a a RO R
ab ab ab I S N
2 as{f bene PP o5 o5 o o
Z ) Lol S e N A
=3
£ 25 Treatment
2
g 2
=
o 154
l_
0.5 -
0 . .

AN AN AN A A
R R AR AR
& \\9\\9\\)\&\ S
S ¢ s’\ %'\ %X s’\ S
SEHRCRRCRRCRCS
SR

K
Treatment

%, %

%

Figure 3. The content of chlorophyll a (A), chlorophyll b (B), and the ratio of chlorophyll a to b (C) of
“Gaya Glory” grown with different intervals of supplemental blue light, after 60 days of exposure to
the photoperiodic light treatments. Vertical bars indicate the means + standard error (n = 6). Different
lowercase letters indicate significant separation within treatments by the Duncan’s multiple range
test at p < 0.05. See Figure 1 and Table 1 for details of the experimental treatments.

Table 4. The photosynthetic and chlorophyll fluorescence characteristics of “Gaya Glory” under
different intervals of supplemental blue light, after 60 days of exposure to the photoperiodic light

treatments.

Treatment Pn ;(H st (ill)COz Hzézrgz‘;l So} 1 GS;(,I;Z{%Zo Gi i::(ﬁl?ll)coz Fv/Fm?® Fv'/Fm’® qP7?

60 days-LD13 12.02 4 0.06 be 8 1.52 +£0.01c 0.50 + 0.007 ¢ 384.6 £224c¢ 0.81 £ 0.004 ab 0.43 £ 0.001 bc 0.45 + 0.002 be
60 days-(LD13 + 4B) 18.03 £0.07 a 2.124+0.02a 0.83 + 0.009 a 462.7 £397 a 0.86 + 0.003 a 0.68 +0.004 a 0.67 + 0.004 a
30 days-(LD13 + 4B) 16.31 4+ 0.07 ab 1.91 £+ 0.04 ab 0.74 £ 0.006 ab 443.1 £+ 3.09 ab 0.85 £ 0.006 a 0.62 £ 0.006 ab 0.60 £ 0.003 ab
15 days-(LD13 + 4B) 14.11 £ 0.04b 1.80 £0.02b 0.65 + 0.004 b 4227 £4.01b 0.82 + 0.007 ab 0.51 +0.002 b 0.53 + 0.007 b
10 days-(LD13 + 4B) 14.08 + 0.06 b 1.65 £ 0.03 be 0.58 £ 0.009 be 407.1 £ 2.36 bc 0.81 £ 0.005 ab 0.51 + 0.003 b 0.51 £ 0.008 b
7 days-(LD13 + 4B) 12.07 4+ 0.08 bc 1.63 £ 0.04 be 0.57 + 0.005 bc 4049 £ 1.28 bc 0.80 + 0.004 ab 0.46 + 0.005 bc 0.47 + 0.002 be
60 days-SD10 10.52 £ 0.06 ¢ 1.49 £ 0.05¢c 0.49 + 0.007 ¢ 3788 £3.79 ¢ 0.80 £ 0.007 ab 0.37 £ 0.003 ¢ 0.40 £ 0.001 ¢

I Net photosynthetic rate (Pn); 2 Transpiration rate (Tr); 3 Stomatal conductance (Gs); * Intercellular CO,
concentration (Ci); > Maximal PSIT quantum yield (Fv/Fm); ® Photochemical efficiency of PSII (Fv'/Fm');
7 Photochemical quenching coefficient (7P); 8 Mean separation within columns by the Duncan’s multiple range
test at p < 0.05 and the values are average =+ standard error (1 = 6).

A similar trend of Fv'/Fm’ or gP was observed: “60 days-(LD13 + 4B)” > “30 days-
(LD13 + 4B)” > “15 days-(LD13 + 4B)” = “10 days-(LD13 + 4B)” > “7 days-(LD13 + 4B)”
= “60 days-LD13” > “60 days-SD10”. However, there were insignificant differences
in the Fv/Fm among all treatments due to the un-stressful environments, were only
“60 days-(LD13 + 4B)” and “30 days-(LD13 + 4B)” showed slightly increased Fv/Fm
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values (Table 4). Overall, 50.0% (“30 days-(LD13 + 4B)”) or a higher proportion of S-BL
days significantly improved the light energy conversion efficiency of the PSII reaction
center and enhanced the actual light energy capture efficiency. Eventually, the treatments of
“60 days-(LD13 + 4B)” and “30 days-(LD13 + 4B)” led to a greater Pn among all treatments.

3.4. Contents of Carbohydrates and Soluble Proteins

The accumulation of carbohydrates and soluble proteins differently responded to
various proportions of S-BL days in photoperiodic treatments (Figure 4). According to
quality evaluation, treatment “60 days-(LD13 + 4B)” caused the greatest organic nutri-
ent accumulation in chrysanthemum plants which tightly correlated with the abundant
chlorophyll content and highly activated PSIL. Moreover, photosynthetic organic matter
production and its accumulation, as well as mineral transport, provide indispensable nutri-
ents for flower bud production and differentiation, which is consistent with the finding
that “60 days-(LD13 + 4B)” induced the greatest number of flowers. Interestingly, the
proportion of S-BL days reaching 50.0% (“30 days-(LD13 + 4B)”) appears to be a pivot,
where proportions greater than this greatly improve the growth and development of plants,
as observed with the accumulation of carbohydrates and soluble proteins in our study.
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Figure 4. The contents of starch (A), total soluble sugars (B), and total soluble proteins (C) of
“Gaya Glory” under different intervals of supplemental blue light, after 60 days of exposure to the
photoperiodic light treatments. Vertical bars indicate the means + standard error (1 = 6). Different
lowercase letters indicate significant separation within treatments by the Duncan’s multiple range
testat p < 0.05. See Figure 1 and Table 1 for details of the experimental treatments.

3.5. Enzymatic Activities of Carbohydrate Synthesis- or Photosynthesis-Related Enzymes

The activities of carbohydrate synthesis- or photosynthesis-related enzymes in chrysan-
themums to explore the response to various proportions of S-BL days in photoperiodic
treatments were further investigated (Figure 5). In general, the sucrose synthesis-related
enzymes (sucrose synthase (SS), sucrose phosphate synthase (SPS), phosphoenolpyru-
vate carboxykinase (PEPC), and phosphoenolpyruvate phosphatase (PEPP)) and starch
synthesis-related enzymes (soluble starch synthase (SSS), adenosine diphosphate glucose
pyro-phosphorylase (ADPGPPase), and uridine diphosphate glucose pyro-phosphorylase
(UDGPPase)) responded to the application of S-BL. However, the “60 days-(LD13 + 4B)”
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was the best-performing treatment. A similar response of total activities (both activated
and non-activated) of Ribulose 1,5-diphosphate carboxylase/oxygenase (RuBisCO) to S-BL
was observed as above. This facilitation was significantly reduced when the proportion of
S-BL days was lower than 50.0% (“30 days-(LD13 + 4B)”).
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Figure 5. The carbohydrate synthesis- or photosynthesis-related enzymatic activities of “Gaya Glory”
under different intervals of supplemental blue light, after 60 days of exposure to the photoperiodic
light treatments. Sucrose synthesis enzymes: (A) sucrose synthase (SS), (B) sucrose phosphate
synthase (SPS), (C) phosphoenolpyruvate carboxykinase (PEPC), and (D) phosphoenolpyruvate
phosphatase (PEPP). Starch synthesis enzymes: (E) soluble starch synthase (SSS), (F) adenosine
diphosphate glucose pyro-phosphorylase (ADPGPPase), and (G) uridine diphosphate glucose pyro-
phosphorylase (UDGPPase), and photosynthesis-related enzyme: the activated (H) and non-activated
(I) activities of Ribulose 1,5-diphosphate carboxylase/oxygenase (RuBisCO). Vertical bars indicate
the means + standard error (1 = 6). Different lowercase letters indicate significant separation within
treatments by the Duncan’s multiple range test at p < 0.05. See Figure 1 and Table 1 for details of the
experimental treatments.

3.6. Antioxidant Ability

The proportion of S-BL days in the total photoperiodic light treatment also signifi-
cantly influenced the antioxidant ability. Figure 6 presents the enzymatic antioxidants of
“Gaya Glory” under different intervals of S-BL. Generally, the activities of reactive oxygen
species (ROS)-scavenging enzymes (CAT, GPX, SOD, and APX) in chrysanthemum leaves
positively responded to the proportion of S-BL days. Still, the “60 days-(LD13 + 4B)” was
the best-performing treatment. From our results, the S-BL was an effective promoter of ex-
pediting the redundant ROS processing inside plant cells, and this facilitation in enzymatic
antioxidants was significantly increased when the proportion of S-BL days was higher than
50.0% (“30 days-(LD13 + 4B)”).
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Figure 6. The enzymatic antioxidants of “Gaya Glory” under different intervals of supplemental
blue light, after 60 days of exposure to the photoperiodic light treatments. The reactive oxygen
species (ROS) scavenging enzymatic activities: (A) catalase (CAT), (B) guaiacol peroxidase (GPX),
(C) superoxide peroxidase (SOD), and (D) ascorbate peroxidase (APX). Vertical bars indicate the
means + standard error (n = 6). Different lowercase letters indicate significant separation within
treatments by the Duncan’s multiple range test at p < 0.05. See Figure 1 and Table 1 for details of the
experimental treatments.

Figure 7 shows the investigation of non-enzymatic antioxidants of “Gaya Glory”
under different intervals of S-BL, after 60 days of exposure to the unusual photoperiodic
light treatments. As expected, the facilitation in non-enzymatic antioxidant production
was significantly increased when the proportion of S-BL days was over 50.0% (“30 days-
(LD13 +4B)”), and the treatment of “60 days-(LD13 + 4B)” always led to the greatest
contents of non-enzymatic antioxidants.

3.7. Gene Expression

To study the tissue-specific expression patterns of flowering-related genes in “Gaya
Glory” in response to the proportion of S-BL days, the anti-florigenic TFL1/CEN-like
gene (CmTFL1) and three well-characterized floral meristem identity genes APETALA1
(CDM111), FRUITFULL (CmAFL1), and LEAFY (CmFL) were selected and analyzed by
gqRT-PCR in leaves and shoot apices, respectively (Figure 8A-D). After 60 days of exposure
to the unusual photoperiodic light treatments, these flower-forming-related genes were
all highly expressed in the shoot apices. However, extremely low or barely detectable
expression was observed in leaves. The expression of the anti-florigenic gene CmTFL1 was
obviously higher in the non-flowered treatments “7 days-(LD13 + 4B)” and “60 days-LD13”,
and showed the opposite proportional to the flowering capacity. However, these 3 floral
meristem identity genes CDM111, CmAFL1, and CmFL were expressed inversely, the higher
expression was observed in flowering-promoted treatments “60 days-(LD13 + 4B)” and
“30 days-(LD13 + 4B)”, while significantly lower in non-flowered treatments “7 days-
(LD13 + 4B)” and “60 days-LD13".
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Figure 7. The non-enzymatic antioxidants of “Gaya Glory” under different intervals of supplemental
blue light, after 60 days of exposure to the photoperiodic light treatments. Vertical bars indicate the
means =+ standard error (n = 6). Different lowercase letters indicate significant separation within
treatments by the Duncan’s multiple range test at p < 0.05. See Figure 1 and Table 1 for details of the
experimental treatments.
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Figure 8. The tissue-specific expression patterns of flowering-related genes in leaves and shoot apices
(A-D), and the tissue-specific expression patterns of antioxidant synthesis-related genes in leaves
and petals (EF), after 60 days of exposure to the photoperiodic light treatments. The top fourth
true leaves, shoot apices, and fully blooming petals were harvested at 12:00 a.m. (4 h after white
lights were turned on) for RNA extraction and RT-PCR. Data were averagely normalized against the
expression of CmACTIN and CmEF1x. The maximum value in each experiment was set to “1”. The
red cross (X) demarcates the non-flowered treatments. Vertical bars indicate the means =+ standard
error of 6 biological replicates (1 = 6), using RNA from separate plants. See Figure 1 and Table 1 for
details of the experimental treatments.

The antioxidant ability of “Gaya Glory” plants strongly responded to the various
proportions of S-BL days (Figures 6 and 7). We also explored the tissue-specific expression
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patterns of the phenylalanine ammonia-lyase (PAL) gene (CmPAL) and the dihydroflavonol
4-reductase (DFR) gene (CmDFR) in the Chrysanthemum morifolium (Figure 8E,F). The
non-flowered treatments “7 days-(LD13 + 4B)” and “60 days-LD13” were not included
in the analysis of the expression of these two genes in petals. The CmPAL was more
expressed in the leaves than in the petals, while the CmDFR was the opposite. Consistently,
their expression trend increased with the proportion of S-BL days as did the trend in the
antioxidant capacity. Still, the “60 days-(LD13 + 4B)” treatment always resulted in the
best expression of these two antioxidant synthesis-related genes, both in the leaves and
the petals.

3.8. Principal Component Analysis

The PCA of all analyzed parameters highlighted that the first two principal compo-
nents (PCs) were related with eigenvalues higher than 1 and explained 94.1% of the total
variance, with PC1 and PC2 accounting for 89.3% and 4.8%, respectively. The type of S-BL
treatment contributed to the clear separation on PC1 (Figure 9). “60 days-(LD13 + 4B)”
and “30 days-(LD13 + 4B)” treatments were concentrated on the positive side of PC1 and
closed to the x-axis; the treatment of “15 days-(LD13 + 4B)” was concentrated in the y-axis;
while the treatments of “10 days-(LD13 + 4B)”, “7 days-(LD13 + 4B)”, and “60 days-SD10”
were located on the negative side of PC1. Especially the “60 days-LD13” treatment was
in the lower left quadrant (Figure 9). PC1 was positively correlated to all the flowering-
, photosynthesis-, carbohydrate-, or antioxidant-related parameters analyzed in “Gaya
Glory” plants grown under different intervals of S-BL. Generally, the proportions of S-BL
days were positively correlated with all these parameters. When the proportion of days
of S-BL was over 50.0% (“30 days-(LD13 + 4B)”), the flowering, photosynthesis efficiency,
carbohydrate accumulation, and antioxidant property were greatly promoted (Figure 9).
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Figure 9. The principal component loading pot and scores of flowering-, photosynthesis-,
carbohydrate-, or antioxidant-related parameters analyzed in “Gaya Glory” plants (n = 3) grown
under different intervals of supplemental blue light, after 60 days of exposure to the photoperiodic light
treatments. Proportion indicates the proportion of the number of days of supplemental blue light during
the experimental duration. See Figure 1 and Table 1 for details of the experimental treatments.

4. Discussion
4.1. The Chlorophyll Content, Photosynthetic Efficiency, Related Enzymatic Activities, and
Accumulation of Nutrients in Response to Different Proportions of S-BL Days

Blue light has been shown to benefit the Chl content in numerous species, by advanc-
ing chloroplasts for an upgraded light capture capacity, thus improving the photosynthetic
productivity [73,74]. “30 days-(LD13 + 4B)” and “60 days-(LD13 + 4B)” consistently in-
creased the Chl content (Figure 3A,B). The higher Chl content might be attributed to the
enhanced production of 5-aminolevulinic acid (ALA), the primary Chl substrate, which
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was boosted by blue light [75]. Furthermore, ALA encourages the conversion of Chl a to b,
inhibiting the breakdown of the Chl content [76]. Since the value of Chl a/b governs the
intensity of absorbed light, any increase in the Chl content or reduction in the Chl a/b will
be beneficial to plants [77,78], which is consistent with our findings (Figure 3).

According to Shimazaki et al., stomata effectively opened in response to blue light [79].
Stomatal opening raises the intercellular CO, content, which boosts the photosynthetic
parameter values such as the net photosynthetic rate [80]. In our present study, when the
proportion of S-BL days grew, the stomata-related metrics Gs, Tt, Ci, etc. improved; 50.0%
(30 days-(LD13 + 4B)”) was a turning point in boosting those features, and the Pn improved
significantly over this proportion of S-BL days (Table 4). Chl fluorescence characteristics
are essential markers in photosynthetic control because they immediately represent plant
responses to changes in the light condition [81]. The increased photosynthetic capability is
always associated with a high number of electrons passing via PSII [82]. Blue light increases
the de novo production of the PSII reaction center complex’s core D1 (QB) protein [83],
hence increasing photosynthesis. A previous study has found that blue light promotes
high photosynthesis by increasing the qP, PSII, and photosynthetic electron transfer rate
(ETR) [84]. As shown in Table 4, the Chl fluorescence indices increased as the days of S-BL
increased, until their peaks appeared in “60 days-(LD13 + 4B)”.

Additionally, plants cultivated with blue light have higher contents of proteins, total
soluble sugars, sucrose, starch, and greater dry weight, but shorter shoots compared to
plants grown with white light [85,86]. Our results are also consistent with the above re-
ports (Figures 2B and 4, Table 3). In addition, the blue light not only actuates numerous
compounds in starch combination, photosynthetic carbon absorption, photorespiration,
and chlorophyll union pathways, but also prompts the amalgamation of RuBisCO [87,88],
UDGPPase, and PEPC [89] to upgrade RuBisCO and nicotinamide adenine dinucleotide
phosphate (NADP)-subordinate phosphoglycerate dehydrogenase [90]. The positive ef-
fects of blue light on photosynthesis- or carbohydrate synthesis-related enzymatic activi-
ties became significantly pronounced when the proportion of S-BL days was over 50.0%
(“30 days-(LD13 + 4B)”) (Figure 5). Overall, suitable blue light supplementation maxi-
mizes the photosynthetic carbon assimilation efficiency and organic matter accumulation,
providing sufficient energy supply for subsequent plant life processes, such as flowering.

4.2. The Branching and Flowering in Response to Different Proportions of S-BL Days

According to Gao et al. [91], the CmTFL1 gene boosted secondary branching in Ara-
bidopsis and axillary buds in Chrysanthemum, indicating that the high expression level of
CmTFL1 in the stem stimulated the establishment of lateral meristems. Similar effects have
been observed in other species having homologous TFL1 genes. The LpTFL1 gene in Lolium
perenne L. not only restored the #/I1 mutant’s phenotype but also generated a large number
of secondary branches and leaves with improved vegetative growth [92]. Furthermore, the
Arabidopsis AtTFL1, Prunus serotine PsTFL1, and Lotus japonicas LiCEN1 genes all increased
the number of branches and leaves [93-95]. Hence, the TFL1 gene has a conserved role in
controlling branching and leafing. Moreover, the constitutive expression of CsTFL1 was sig-
nificantly delayed in flower production in Chrysanthemum seticuspe under SD circumstances.
CmTFL1 function was confirmed using five transgenic lines, and CmTFL1 functionally
influenced flower development in Chrysanthemum morifolium [66,96]. Similarly, transgenic
JeTFL1b-RNAI Jatropha showed consistent early blooming [97]. In our current study, similar
changing patterns in the number of leaves and branches were observed under different
proportions of S-BL days: more branches or leaves but fewer flowers (Figure 2 and Table 3).
The CmTFL1 expression was typically higher in LD conditions and particularly high in
treatments with a greater number of branches and leaves, especially in the non-flowered
treatments “7 days-(LD13 + 4B)” and “60 days-LD13” (Figure 8A). Overall, the CimTFL1
gene promotes branching and leafing while inhibiting blooming, making the plant bushier.

Furthermore, three chrysanthemum orthologues of FT in Chrysanthemum seticuspe
were identified: CsFTL1, CsFTL2, and CsFTL3, and CsFTL3 expression was recognized as a
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major regulator in chrysanthemum photoperiodic flowering [98]. The CsFTL3 up-regulated
floral-identity genes under flower-inducing SD circumstances to induce flowering events
in the SAM [98]. Overexpression of CsFTL3 in LD settings enhanced SDP chrysanthemum
blooming, demonstrating that CsFTL3 has the capacity to stimulate chrysanthemum flow-
ering under photoperiod-unfavorable circumstances. Furthermore, rice (Oryza sativa), a
facultative SDP, may blossom even in non-inductive LD circumstances. Two florigenic
genes (Hd3a and RFT1) of rice are activated depending on the length of the day, and the
RFT1 protein is proposed as the LD Florien [99]. CmFTL1 in chrysanthemum may operate as
an LD florigenic gene, comparable to RFT1 in rice. Under photoperiod-unfavorable condi-
tions, it may be anticipated that residual CmFTL3 and enhanced CmFTLI eventually cause
flowering, which was also proved by our pervious study exploring the LD florigenic-
like gene CmFTL1 involved in photoperiodic flowering in SDP chrysanthemum [13].
That might be one of the regions to induce more flowers in “60 days-(LD13 + 4B)” and
“30 days-(LD13 + 4B)” treatments (Figure 2 and Table 3).

Numerous studies have found that sugars and their metabolites regulate blooming in
plants. Arabidopsis, for example, may blossom in full darkness due to a lack of sucrose at
the plant’s tip. In vitro studies on tomatoes have also revealed that appropriate levels of
sucrose and nitrogen stimulate blooming. In addition, sugar can control plant blooming
by activating and suppressing the expression of certain genes. In late flowering mutants,
for example, 1% (w/v) sucrose may activate LFY (LEAFY) expression and stimulate plant
blooming via the LFY factor [100-102]. Moreover, the flowering-improved treatments
“60 days-(LD13 + 4B)” and “30 days-(LD13 + 4B)” also resulted in the higher expression
of florigenic genes (like CDM111, CmAFL1, and CmFL) (Figure 8B-D). Furthermore, the
contents of total soluble sugars and starch were also significantly higher in these treatments
(Figure 4A,B).

4.3. The Antioxidant Property and the Expression of Antioxidant Synthesis-Related Genes in
Response to Different Proportions of S-BL Days

In general, enzymatic and non-enzymatic antioxidant defense mechanisms interact
together synergistically to keep ROS levels balanced and avoid oxidative stresses. It
has been claimed that the light quality, particularly blue light, an efficient activator in
stimulating antioxidant systems, has a considerable influence on the antioxidant capacity in
many plant species [103,104]. Furthermore, ALA as a Chl substrate is positively connected
with the antioxidant capacity [105], which may be enhanced by blue light [75], suggesting
that Chl has the potential to eliminate excess ROS in plants. From our results, the activities
of SOD, CAT, APX, and GPX improved as the proportion of S-BL days increased, especially
when the proportion was equal to or greater than 50.0% (“30 days-(LD13 + 4B)”) (Figure 6).
Consistent with the above references, the Chl content was markedly increased when the
proportion of S-BL days was over 50.0% (“30 days-(LD13 + 4B)”) (Figure 3A,B), which
laid the foundation for the antioxidant capacity increase. Blue light modulates plants in
response to any biotically or abiotically stressful environments, indicating the ability of
blue light to activate the antioxidant system [24].

The non-enzymatic antioxidant capacity of chrysanthemum leaves cultivated un-
der different proportions of S-BL days was also investigated. Carotenoids, tocopherol,
flavonoids, ascorbate, and phenolic compounds are antioxidants found in plants that play
key roles in protection against photo-oxidative damage [18,22]. The number and content
of phenolic compounds in growing edible fruits are greatly impacted by the light quality,
according to Luthria et al. [106]. Furthermore, Johkan et al. observed that S-BL radiation
enhanced the level of phenolic compounds in red leaf lettuce [107]. Our results are in
agreement with data published by Johkan et al. [107], in which the content of polyphenols
and antioxidant activity were shown to be greatly increased in chrysanthemum leaves
treated with higher proportions of S-BL days, and the 50.0% (“30 days-(LD13 + 4B)”),
especially the 100.0% (“60 days-(LD13 + 4B)”) resulted in the greater production of these
non-enzymatic antioxidants (Figure 7). Taken together, our results clearly indicated that
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the contents of proline and total phenolic compounds in leaves of chrysanthemums were
considerably influenced by the B LEDs. In particular, the proportion of S-BL days over
50.0% dramatically increased the contents of proline and phenolic compounds in vegetative
tissues in plants.

Additionally, blue light not only directly regulates the production of antioxidants but
also indirectly controls their synthesis by mediating the expression of antioxidant synthesis-
related genes. In our study, two genes for anthocyanin synthesis-related enzymes, CmPAL
and CmDFR, were tested. Phenylalanine ammonia-lyase (PAL) is the 1st rate-limiting
enzyme of the phenylalanine metabolic pathway which can be involved in plant immune
response, and is a key enzyme in the process of plant stress responses [108]. Its enzymatic
activity and gene transcription are influenced by various environmental factors, especially
related to the stress response involving phenylalanine [109]. It is speculated that the high
expression of PAL may be related to the synthesis of anthocyanins [110]. Dihydroflavonol
4-reductase (DFR) is a key enzyme in the process of anthocyanin synthesis [111]. As one of
the flavonoids, anthocyanin not only directly regulates the color of flowers, fruits, and seeds
of plants, but also has certain pharmacological effects (antitumor, hypoglycemic, etc.) [112].
The tissue-specific expression patterns of these two genes in the Chrysanthemum morifolium
trend increased with the proportion of S-BL days as did the pattern in the antioxidant
capacity. Still, the “60 days-(LD13 + 4B)” treatment always resulted in the best expression
of these two antioxidant synthesis-related genes in both leaves and petals (Figure 8E,F).
Combined, the results of the present study indicated that blue LED supplementation and
the proportions of S-BL days had positive effects on the action of antioxidant capacity in
chrysanthemums.

4.4. The Positive Interactive Relations among the Blue Light-Mediated-Photosynthetic Carbon
Assimilation, -Antioxidant Ability, and -Flowering

In the current study, the principal component analysis (PCA) indicated that the pro-
portion of S-BL days positively regulated flowering, photosynthesis, carbohydrate accumu-
lation, and antioxidant production. When the proportion of days of S-BL was over 50.0%
(“30 days-(LD13 + 4B)”), these parameters were significantly improved (Figure 9). Ac-
cording to several findings, blue light affects photoperiodic blooming in chrysanthemums
via the co-regulation of photosynthetic carbon assimilation and differential photoreceptor-
mediated mechanisms [13]. Meanwhile, sugar metabolism has a significant role in both
ROS generation and scavenging mechanisms [33-35]. Thus, the sugar-involved flowering
and sugar-related antioxidant abilities can be controlled by blue light-affected photosyn-
thetic efficiency and carbon assimilation. Furthermore, one investigation discovered that
the non-enzymatic cell reinforcement ascorbic corrosive capabilities co-calculate the biosyn-
thesis of GA and ABA, impacting the endogenous level as well as the motioning of these
plant chemicals, and subsequently influencing formative blossoming and senescence in a
photoperiod-or potentially circadian cadence subordinate way [36]. However, how ascorbic
acid or other antioxidants control flowering requires further investigation.

5. Conclusions

In conclusion, the proportion of S-BL days positively regulated flowering, photosyn-
thesis, carbohydrate accumulation, and antioxidant production. According to our current
findings, (1) the number of flowers increased and the flower buds appeared earlier as
the proportion of S-BL days increased; (2) the proportion of initial, pivotal, and optimal
flowering is 16.7% (“10 days-(LD13 + 4B)”), 50.0% (“30 days-(LD13 + 4B)”), and 100.0%
(60 days-(LD13 + 4B)”), respectively; (3) the 50.0% (“30 days-(LD13 + 4B)”) appears to be
a turning point for the change in the physiological traits until peaks appeared in 100.0%
(“60 days-(LD13 + 4B)”). In aggregate, the pivotal and optimal proportions of S-BL days
to reconcile the relationship among flowering, photosynthetic carbon assimilation, and
antioxidant ability is 50.0% (“30 days-(LD13 + 4B)”) and 100.0% (“60 days-(LD13 + 4B)”),
respectively. We hope our study could inspire researchers and growers to choose the
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appropriate LED lighting options for flowering control, phytochemical contents, nutritional
value, etc. This study also provides support for the use of blue light in horticulture. Studies
continue to elucidate the precise role of blue light and antioxidant abilities in regulating
flowering.
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