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Abstract: Ultraviolet-B radiation (UV-B) and cold limit the growth and development of plants, which
generates changes in gene expression. This allows plants to respond to stress through regulatory
proteins, such as transcription factors, that activate or repress the expression of stress-response genes.
RNA-Seq data and WGCNA analyses were utilized to identify the hub genes. Our study found
a total of 25, 24, and 29 transcription factors at different time points T1, T2, and T3, respectively,
under combined stress (ultraviolet-B radiation and cold). RVE1 (MYB-related), COL2 (CO-like), and
DBB1b (DBB) were identified as candidate hub genes. Moreover, Gene Ontology (GO) and Kyoto
Encyclopedia of Genes and Genomes (KEGG) enrichment showed that RVE1, DBB1b, and COL2
were mostly involved in energy production, the antioxidant system (enzymatic and non-enzymatic),
signaling through abscisic acid and CA?*, response to light stimulus, and cellular homeostasis. These
findings provide the basis for further investigation related to UV-B radiation and cold stress response
mechanisms in plants.
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1. Introduction

As sensitive and immobile organisms, plants face several abiotic stresses such as heat,
drought, ultraviolet radiation (UV), and cold (among others); these greatly limit plant
growth, yield, and quality [1-3]. The growth, geographical distribution, productivity, and
seasonal behavior of plants are governed by temperature and light; when the temperature
ranges between 0-15 °C, the plants suffer cold damage [4,5]. On the other hand, ultraviolet
B radiation (280-320 nm) is an integral component of sunlight. Exposure to high amounts
of UV-B causes plant injury [6-8].

To adapt or avoid these unfavorable conditions, plants have evolved complex signal
transduction pathways and response processes generated by functional and regulatory
proteins. Regulatory proteins that respond to stress include protein kinases, proteinases,
and transcription factors (TFs) [9]. TFs play crucial roles as terminal transducers; they
activate or repress the expression of stress-response genes by interacting with local and
distal specific cis-elements in their promoter region, and in transcriptional complexes that
regulate the expression of a huge number of genes [10-12]. Around 80 TFs families exist
in plants, but only a few have been exhaustively studied in response to cold and UV-B
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radiation stress abiotic stress, such as APETALA 2/Ethylene Responsive Factor (AP2/ERF),
double B-box zinc finger (DBB), CONSTANS-like (CO-like), basic/helix-loop-helix (PHLH),
basic leucine zipper (bZIP), gibberellic-acid insensitive (GAI), repressor of GAI (RGA), and
SCARECROW (SCR) (GRAS), heat stress transcription factors (HSF), myeloblastosis (MYB),
NAM, ATAF, and CUC transcription factors (NAC), and WRKY [11,13-15].

MYB-related TFs are a subfamily of the MYB family, frequently containing a single
MYB repeat (IR-MYB). Each repeat section R consists of residues and spacer sequences with
a length of 51-52 conserved amino acids [16,17]. In Capsicum annuum, 103 MYB-related
members were identified; they were expressed during all plant developmental tissues
(leaf, flower, ovary, pulp, seed, and placenta) [18]. The DBB TFs consists of one or two
B-box domain in the N-terminal region [19]. There are 24 DBBs found in C. annuum, named
CaDBB1 ~ 24, that were expressed in root, stem, leaf, flower, fruit, and seed, as well as under
cold, heat, salt, and drought stress [20]. The CO-like family is defined by two conserved
domains: the first is the CO, COL TOC1 (CCT) domain at the C-terminus (43 amino acids)
and N-terminus with one to two B-box type zinc finger structures [21,22]. A total of 10 COL
TFs were described in C. annuum. The expression patterns of COL genes were identified in
different tissues (root, stem, leaf, bud, flower, and fruit development), and the expression
levels also showed changes in response to cold, heat, salt, and osmotic stress [23].

Several studies showed that bioinformatic tools, such as weighted gene co-expression
network analysis (WGCNA), have been developed to assess biomarkers and detect hub
genes of RNA-Seq data involved in abiotic stress responses [24-27]. For example, Liu
et al. reported 17 TFs as hub genes of maize drought stress adaptation with WGCNA [28].
Moreover, one and nine candidates hub TFs related to salt response in rice have been
detected using WGCNA [29,30]. Likewise, the use of WGCNA focused on the study
of hub TFs has helped to improve the response of plants to abiotic stress. Long et al.
identified one hub TF (ZmHsftf13) whose overexpression in transgenic lines results in
a healthier growth phenotype than wild-type plants under heat stress [31]. Further, a
novel bZIP transcription factor (HvbZIP21) was discovered in wild barley, and silencing
of HubZIP21 suppressed drought tolerance. In Arabidopsis, overexpression of HvbZIP21
boosted drought tolerance by increasing superoxide dismutase, peroxidase, and catalase
activities [32]. Similar research in rice showed that overexpression of the GANAC072 gene
enhanced drought and salt stress tolerance [33]. Therefore, TFs contribute to the response
and adaptation of plants to abiotic stresses; they are also key candidates to be genetically
engineered to breed stress-tolerant crops [10,34].

Studies in C. annuum have reported morphological, biochemical, and molecular
changes in response to cold [35-37] and UV-B radiation [38,39]. Additionally, cold and
UV-B radiation can happen simultaneously [40-42]. Referring to this, transcriptional regu-
lation of five anthocyanin biosynthetic genes has been identified, as well as the reduction
of chlorophyll and accumulation of carotenoids, total flavonoids, apigenin, and luteolin
glucosides [43,44]. In a previous study, we detected the gene expression in response to
combined stress by cold and UV-B radiation to obtain insights into the temporal dynamics
of some functional genes [45]. Nevertheless, an exhaustive analysis of the behavior of TFs
in response to combined stress is lacking, as is the identification of hub TFs. For these
reasons, the expression profile of transcription factors responsive to combined stress by
UV-B radiation and cold in C. annuum needs to be addressed.

Thus, the present study was focused on determining the expression profile of TFs
genes of bell pepper stems (C. annuum L.) in response to combined stress factors (UV-B
radiation and cold) and temporal dynamic expression. Using these data, we performed
WGCNA to identify candidate hub genes.

2. Materials and Methods
2.1. Data Collection

The RNA-Seq data utilized in the current study were retrieved from the Sequence
Read Archive (SRA) of NCBI with accession number PRJNA84432. The plant material used
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to generate the RNA-Seq data was previously described [43]. Bell pepper plants were put
into a plant growth chamber 28 days after sowing (DAS) for three days (28 to 30 DAS) at
25/20 °C (day/night), a 12 h photoperiod (from 6:00 to 18:00 h) of photosynthetically active
radiation (PAR) (972 umol-m~2-s~1) and relative humidity of 65%. The control plants were
continued until 31 DAS, as described. For the cold and cold + UV-B radiation treatments,
the growth chamber was set at 15/10 °C the previous night (day 30 at 18:00 h), and it was
maintained until 31 and 32 DAS. While for the UV-B radiation and cold + UV-B radiation
treatments, the plants were irradiated for six h with PAR (from 06:00 to 10:00 and 16:00
to 18:00 h) and 6 h of UV-B irradiation (72 kJ-m?, from 10:00 to 16:00 h) to 31 and 32 DAS.
Stem samples from 10 bell pepper plants per treatment were utilized; control plants were
collected at 10:00 of day 31 (T0), and plants under stress were taken at 11:00 on day 31 (T1),
13:00 on day 31 (T2), and 11:00 on day 32 (T3) (Figure 1) [44].

Control
Days 28y 29 Day 30 Day 31
PAR 10:00
radiation (T0)
Hours 0:00 6:00 18:00 4:00 0:00 6:00 18:00  24:00 0:00 6:00 18:00  24:00
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Figure 1. Schematic representation of the samples under control and stress treatments. On the
timeline, violet and yellow represent UV-B radiation and PAR radiation, respectively. Green arrows
show the time of stem samples for each treatment. The black arrow shows the time of the control
samples [44].

2.2. Re-Analyses of Transcriptome Data

The raw reads quality was visualized using FASTQC (v0.11.9, https://www.bioinf
ormatics.babraham.ac.uk/projects/fastqc/, accessed on 15 April 2022), and low-quality
short reads (Q < 25, length > 20 bp) were removed using Trimmomatic (v0.39) [46]. Then,
the trimmed RN A-Seq reads were aligned to the pepper reference genome (Pepper Zunla
1 Ref_v1.0) using HISAT?2 (v2.2.1) [47]. After that, the number of reads mapped to each
gene was calculated using HTSeq-count (v0.13.5) [48]. R/DESeq?2 (v1.34.0) was used for
differential expression analysis, where different times after the application of cold, UV-
B radiation, and cold + UV-B were compared vs. control. Genes with absolute value
logyFoldChange > 1.5 and false discovery rate (FDR) < 0.05 were accepted as differentially
expressed genes (DEGs) [49].

2.3. Transcription Factors Identification

First, nucleotide and amino acid sequences of total genes regulated (logoFoldChange < 0
and >0) by combined stress (cold + UV-B) were used to identify TFs in the databases
iTAK (http:/ /itak.feilab.net/cgi-bin/itak /db_family.cgi?cat=transcription%20factor&pl
ant=4072, accessed on 12 May 2022) and PlantTFDB (http:/ /planttfdb.gao-lab.org/inde
x.php?sp=Can, accessed on 12 May 2022). After that, TFs were matched with the DEGs
list to identify differentially expressed TFs (DETFs). Those DETFs found in the three time
points (T1, T2, and T3) of the combined stress were selected as common TFs [50]. Next, the
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heatmaps and Venn diagrams were plotted with the pheatmap (v1.0.12) and VennDiagram
(v1.7.1) packages in RStudio (v1.4.1103).

2.4. Co-Expression and Functional Annotation

The automatic network construction function was used to construct co-expression
modules in WGCNA (v1.70-3); default settings were employed, except the power was
10, minModuleSize was 30, and networkType = “signed” [24]. The count values of all
genes were normalized (median of ratios with R/DESeq?2 (v1.34.0)), and all low-expression
genes were removed (count < 10 in each treatment). Next, the networks were visual-
ized using Cytoscape (v3.9.0) [51]. The three main TFs in modules related to treatments
trait were selected as hub genes using cytoHubba package in the Cytoscape software
(v3.9.0). GO (Gene Ontology) and KEGG (Kyoto Encyclopedia of Genes and Genomes)
enrichment analyses were conducted for neighbor genes connected to three TFs. GO
enrichment analysis in the gene sets was performed using Gene List Analysis in the
PANTHER database (http:/ /www.pantherdb.org/about.jsp, accessed on 20 June 2022).
KEGG pathway-enrichment analysis in the gene sets was performed using KOBAS (3.0)
(http:/ /kobas.cbi.pku.edu.cn, accessed on 30 June 2022). The GO terms and KEGG path-
ways with FDR < 0.05 were considered significantly enriched.

2.5. RT-gPCR Validation of the TFs

Six TFs genes were randomly selected, and their expression profiles were verified
by RT-qPCR. Primers were designed with Primer3 software (https:/ /bioinfo.ut.ee/prim
er3-0.4.0/primer3/, accessed on 13 June 2022) with the following attributes: amplicon
size between 115 to 250 bp, primer size of 20 bp, the melting temperature near 60 °C,
and GC content between 50 and 60% [44]. B-tubulin (3-TUB) gene was used as reference
(housekeeping) gene [52]. All primers were manufactured by T4 oligo. The Superscript
III kit (Invitrogen, Life Technologies, Carlsbad, CA, USA) was used to synthesize first-
strand cDNA. A SsoAdvanced Universal SYBR® Green Supermix (Bio-Rad, Hercules, CA,
USA) and CFX96TM Real-Time PCR detection system (Bio-Rad, Hercules, CA, USA) were
used to perform RT-qPCR. The reaction program was: pre-denaturation at 95 °C for 30 s,
followed by 40 cycles of denaturation at 95 °C for 10 s, and the annealing temperature
(Ta) as described in Table 1 during 30 s. Melting curves were performed at the end of the
amplification program to determine primer specificity. The FC = 2-A4Ct method was used
with TO as an internal reference for the quantification of gene expression.

Table 1. Primer sequences were used in this study.

Name Primer Sequence Ta (°C) Amplicon Size (bp) Reference
Y
wuns EoRESTCCETIaeTe T
cot2 R(E3)CTAATGTAGTTGCTGCTGAT 532 o 2
.
HSEATA ) ATAGIGGAGAAGGCOTOAGGA e 21 Thisstudy
B-TUB F(5'-3'\GAGGGTGAGTGAGCAGTTC 56.5 167 [52]

R(5’-3)CTTCATCGTCATCTGCTGTC

Note: F, forward; R, reverse; Ta, annealing temperature.
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3. Results
3.1. Differentially Expressed Transcription Factors

To find the total TFs, we compared combined stress in different time points
(T1, T2, and T3) vs. control (T0). A total of 869 (458 up-regulated and 411 down-regulated),
842 (449 up-regulated and 393 down-regulated), and 937 (453 up-regulated and 484 down-
regulated) TFs were identified for T1, T2, and T3, respectively (Figure S1; Table S1).

The differentially expressed TFs analysis showed a total of 25 TFs (17 up-regulated
and 8 down-regulated) in T1, 24 TFs (17 up-regulated and 7 down-regulated) in T2, and
29 TFs (16 up-regulated and 13 down-regulated) in T3 (Figure 2; Table S2).

Type
[l oown-regulated
. Up-regulated

TFs Number
> © 3

.

~

Combined T1 Combined T2 Combined T3
Treatment

Figure 2. Number of differentially expressed transcription factors up-regulated and down-regulated
during the combined stress (cold + UV-B) treatment in bell pepper stems.

3.2. Common TFs

For common TFs (Table S3) across time points, ten TFs were up-regulated (Figure 3A),
and three TFs were down-regulated (Figure 3B). The expression profiles of TF family mem-
bers selected from combined stress were plotted in a heatmap graph (Figure 4); the TFs fami-
lies detected were two bHLH (bHLH93 and bHLH38), one CO-like (COL2), one DBB (DBB1b),
one DOF (CDF2), one AP2/ERF (DREB2A), three HSF (HSFC1, HSFA6B, and HSFA7A), and
four MYB (MYB111, RVE1, RVE2, and MYB15). While four TFs (bHLH93, COL2, CDF2, and
RVE2) were identified as uniquely responsive to combined stress (log,FoldChange > 1.5),
these TFs were identified solely in response to combined stress, compared to each stress
individual.

A B

Combined T1 (17) Combined T2 (17) Combined T1 (8) Combined T2 (7)

! Combined T3 (13)

Combined T3 (16)

Figure 3. Venn diagram of the TFs identified during combined stress: (A) up-regulated TFs, and
(B) down-regulated TFs. The number of common TFs is represented in the center of each diagram.
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Figure 4. Expression patterns of transcription factors identified as common genes across time points
in combined stress. Values represent log,FoldChange.

The TF bHLH93 was more strongly induced by the combined stress than by each
stress individual, except for UV-B T1, in which no induction was observed (Figure 4).
Although bHLH38 was down-regulated under all stress conditions, the most significant
down-regulation occurred in the cold and combined stress conditions (Figure 4).

COL2, DBB1b, and CDF2 showed the highest values of up-regulation in combined
stress compared to each separate stress. This finding suggests that combined stress may
have a secondary effect of inducing COL2, DBB1b, and CDF?2 (Figure 4).

All treatments induced DREB2A, HSFC1, and HSFA6B. Otherwise, HSFA7A displayed
down-regulation, except in radiation UV-B T1 (Figure 4).

Interestingly, we found that MYB111 showed the highest value of up-regulation in all
treatments (Figure 4). RVE1 was up-regulated in all stress treatments but presented the
highest induction by combined stress. RVE2 was up-regulated under cold and combined
stress, but it was down-regulated by UV-B radiation stress (Figure 4). Lastly, MYB15 was
down-regulated under cold and combined stress, but in UV-B T2, it was up-regulated. This
TF showed the highest value of down-regulation under cold stress (Figure 4).

3.3. Co-Expression Network

We used WGCNA to find the hub TFs involved in the combined stress response.
In addition, 21 module eigengenes (ME) were identified, and the genes not assigned to any
module were placed in the grey module (Figure 5).
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Figure 5. Module-trait relationship among samples. The number shows the correlation coefficient
between modules with samples. The number between the parenthesis shows the p-value. Red depicts
positive correlation coefficients; blue depicts negative correlation coefficients.

The number of genes in different modules ranged from 6 to 1972, and the MEturquoise,
MEblue, MEbrown, MEyellow, and MEgreen modules contained more genes. The MEturquoise
(0.98) and MEblue (0.99) modules had higher correlation coefficients at treatments and
control, respectively. The number of genes in the turquoise module was 1972, while the
blue module contained 1343 genes.

The MEblue and MEturquoise modules were selected because we observed 12 TF
genes of the 13 common TFs across time points (Figure 4). RVE1 (MYB), COL2 (CO-like),
and DBB1b (DBB) were identified as candidate hub genes due to the high number of direct
neighbors from the gene co-expression network, with 684, 497, and 466 genes, respectively
(Figure 6; Table S4). Additionally, RVE1 has direct connections to 25 TFs, including four
AP2/ERF, one ARR-B, two bHLH, two bZIP, three C2C2, one C2H2, one C3H, one DBB,
one GRAS, one HB, two HSF, one MADS, and five MYB (Figure 6A). Further, DBB (DBB1b)
transcription factor was connected to 24 TFs, including one AP2/ERF, one bHLH, three
bZIP, five C2C2, one C2H2, one C3H, one G2-like, two HB, two HSF, one LBD, five MYB,
and one SBP (Figure 6B). Finally, C2C2-CO-like transcription factor (COL2) was related
to twenty-two TFs, including two AP2/ERF, one ARF, one bHLH, three bZIP, two C2C2,
one C2H2, two DBB, one GRAS, one GRF, one HB, one HSF, one MADS, and five MYB
(Figure 6C).
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Figure 6. The co-expression networks of RVE1 (A), DBB1b (B), and COL2 (C). The central nodes
of the plot are the transcription factors. Each node represents a gene in each network. The color
represents the type of transcription factor identified in each network.

3.4. GO and KEGG Enrichment Analyses

We performed gene ontology and pathway analyses of these gene networks related to
RVE1, COL2, and DBB1b TFs.

GO enrichment analysis significantly displayed 22, 24, and 23 GO Terms (FDR < 0.05)
for genes connected to RVET in T1, T2, and T3, respectively (Table S5). The main GO-enriched
terms were response to abiotic stimulus (GO:0009628), response to stress (GO:0006950), re-
sponse to UV (GO:0009411), response to heat (GO:0009408), and anion transmembrane trans-
port (GO:0098656). Additionally, the same GO terms are maintained over time (Figure 7A).

The DBB1b network had 20, 22, and 22 significant GO terms (FDR < 0.05) for T1, T2,
and T3, respectively (Table S5). Response to abiotic stimulus (GO:0009628), response to
radiation (GO:0009314), response to stress (GO:0006950), cellular response to light stimulus
(GO:0071482), and response to temperature stimulus (GO:0009266) were enriched. These
GO terms were present at all time points (Figure 7B).

Genes associated with COL2 displayed 20, 21, and 22 significant GO terms (FDR < 0.05)
at T1, T2, and T3, respectively (Table S5). The main GO-enriched terms included response to
radiation (GO:0009314), response to abiotic stimulus (GO:0009628), response to light stimu-
lus (GO:0009416), response to stress (GO:0006950), and anion transmembrane transport
(GO:0098656). The same enrichment profiles were identified at T1, T2, and T3 (Figure 7C).
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Figure 7. Top 20 enriched GO terms of genes identified in co-expression network related to RVE1 (A),
DBBI1B (B), and COL2 (C). Dot size is the number of genes enriched in each GO term, and the color
scale represents the FDR value (<0.05).

Interestingly, by comparing the GO term enrichment among the three transcription
factors (RVE1, COL2, and DBB1D), the response to abiotic stimulus (GO:0009628), response
to stress (GO:0006950), and response to water deprivation (GO:0009414) were shared.

For RVE1, we found cellular response to UV (GO:0009411), response to heat (GO:0009408),
response to oxygen-containing compound (GO:1901700), carboxylic acid metabolic process
(GO:0019752), response to blue light (GO:0009637), response to red light (GO:0010114),
terpenoid metabolic process (GO:0006721), cellular response to light intensity (GO:0071484),
cellular response to UV-A (GO:0071492), lipid biosynthetic process (GO:0008610), response
to cold (GO:0009409), and inorganic anion transport (GO:0015698) as unique GO terms.

On the other hand, the following terms were uniquely enriched for DBB1b: cellu-
lar calcium ion homeostasis (GO:0006874), cellular divalent inorganic cation homeostasis
(GO:0072503), small molecule biosynthetic process (GO:0044283), response to paraquat
(GO:1901562), cellular response to an environmental stimulus (GO:0104004), cellular
monovalent inorganic cation homeostasis (GO:0030004), organic acid metabolic process
(GO:0006082), abscisic acid-activated signaling pathway (GO:0009738), cellular response
to nitrogen compound (GO:1901699), calcium ion transport (GO:0006816), and cellular
response to nutrient levels (GO:0031669).

The unique terms enriched for COL2 were response to light stimulus (GO:0009416),
oxoacid metabolic process (GO:0043436), response to red or far-red light (GO:0009639),
lipid metabolic process (GO:0006629), response to salt stress (GO:0009651), cellular biosyn-
thetic process (GO:0044249), cellular homeostasis (GO:0019725), and organic substance
biosynthetic process (GO:1901576).

The KEGG pathway analysis revealed 19 significant pathways to T1, T2, and T3
(Table S6). Additionally, the genes that joined RVE1 were similar among the three time
points, mainly focusing on ‘biosynthesis of secondary metabolites’, ‘carbon metabolism’,
‘fatty acid metabolism’, ‘flavonoid biosynthesis’, and ‘propanoate metabolism” (Figure 8A).

Meanwhile, 12, 14, and 12 pathways were significantly identified for DBB1b (Table S6).
The genes connected to DBB1B were enriched mainly in ‘biosynthesis of secondary metabo-
lites’, ‘glyoxylate and dicarboxylate metabolism’, ‘carbon metabolism’, ‘galactose metabolism’,
and ‘ubiquinone and another terpenoid-quinone biosynthesis’. These pathways were
present at all time points (Figure 8B).

In addition, 14 pathways were identified for each time point of genes associated with
COL2 (Table S6). The main pathways included ‘biosynthesis of secondary metabolites’,
‘glyoxylate and dicarboxylate metabolism’, ‘carbon metabolism’, ‘propanoate metabolism’,
and ‘pyruvate metabolism’. Further, these pathways were found across all time points
(Figure 8C).
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Figure 8. Top 20 enriched KEGG pathways of genes identified in co-expression network related to
RVE1 (A), DBB1b (B), and COL2 (C). Dot size is the number of genes enriched in each KEGG pathway,
and the color scale represents the FDR value (<0.05).

Interestingly, ‘biosynthesis of secondary metabolites’, ‘carbon metabolism’, ‘Citrate
cycle (TCA cycle)’, ‘propanoate metabolism’, ‘glycolysis/gluconeogenesis’, ‘galactose
metabolism’, “‘ubiquinone and another terpenoid-quinone biosynthesis’, ‘amino sugar
and nucleotide sugar metabolism’, and ‘glyoxylate and dicarboxylate metabolism” were
found as enriched pathways shared for genes related to RVE1, COL2, and DBB1b.

Additionally, pathways such as ‘flavonoid biosynthesis’, ‘ribosome biogenesis in
eukaryotes’, and ‘biosynthesis of unsaturated fatty acids” were only enriched terms to direct
neighbors of RVE1, while ‘glycerolipid metabolism” and ‘glycine, serine, and threonine
metabolism’ were only identified to DBB1b, and ‘pyruvate metabolism’ was only assigned
to genes connected to COL2.

3.5. Transcription Factors Validation by RT-qPCR

The RT-qPCR was used to validate the expression profiles of six putative hub TFs
(bHLH38, COL2, DBB1b, HSFA7A, HSFC1, and RVE1) responsive to combined stress (UV-B
radiation and cold) (Figure 9A). Further, a positive correlation (r = 0.9047 and p < 0.01)
between RNA-Seq and RT-qPCR expression values were observed for stress-responsive
hub genes (Figure 9B).

10 r=0.9047, p < 0.01
)
£ 50
s g
g ®
S 5 b
§ S
>
S Z 25
T Bt
s c
20 . RNASeq
3L 1" -
s S 00
3 uw
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Gene Log2FoldChange (qPCR)

Figure 9. The confirmation of the expression pattern of key hub TFs in C. annuum. (A) RT-qPCR
expression pattern of six putative genes in T1, T2, and T3 of combined stress. The data are plotted as
means £ SD. (B) Correlation between the log,FoldChange expression determined by RNA-Seq versus
RT-qPCR data in combined stress conditions. The r represents the Pearson correlation coefficient.
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4. Discussion

In this study, we determined the expression profiles of TF genes in bell pepper stems
in response to separated and combined stress factors (UV-B radiation and cold) at different
time points (T1, T2, and T3).

WGCNA analysis was used to show the interaction relationship among genes and
detect hub genes in the regulatory network [55]. As a result, three TFs (RVE1, DBB1b,
and COL2) were identified as hub genes of co-expression networks. When we compared
the GO terms enrichment for three candidate hub genes, response to water deprivation,
response to stress, and response to abiotic stimulus were determined as similar GO terms.
This suggests that these three TFs can mediate responses to combined stress. Babitha et al.
reported that transgenic Arabidopsis co-expressing two TFs (AtbHLH17 and AtWRKY28)
exhibited enhanced tolerance to NaCl, mannitol, oxidative stress, and drought [56]. Fur-
ther, KEGG pathway analysis revealed that the three candidate hub genes might regu-
late pathways such as the ‘biosynthesis of secondary metabolites’. Likewise, pathways
related to carbohydrate and carbon metabolism were identified, such as ‘citrate cycle’,
‘glycolysis/gluconeogenesis’, ‘propanoate metabolism’, ‘galactose metabolism’, ‘glyoxy-
late and dicarboxylate metabolism’, and ‘amino sugar and nucleotide sugar metabolism’.
These results suggest that these changes allowed provision of intermediates for nitrogen
metabolism, amino acid metabolism, fatty acid metabolism, secondary metabolites, and
hormone metabolism [57]. These pathways regulate ATP synthesis to satisfy the need for
energy for stress protection and maintaining a functional state [58]. Finally, ‘ubiquinone
and another terpenoid-quinone biosynthesis” were found in KEGG pathway analysis for
RVE1, DBB1b, and COL2. Previous studies have identified ubiquinone and other terpenoid
quinone biosynthesis in transcriptome, proteome, and metabolome levels involved in abi-
otic stress tolerance [59-61]. Ubiquinone is a prenylquinone that participates in electron
transporters in oxygenic photosynthesis and the aerobic respiratory chain [62]. Further-
more, it has been reported that ubiquinone accumulation reduces reactive oxygen species
in bean plants [63].

In this study, RVE1 was identified as a hub TF to cope with abiotic stress (UV ra-
diation, cold, heat, light intensity, and oxygen-containing compound). RVE genes have
been reported to control photoperiod flowering, the circadian clock, hormone signaling,
anthocyanin biosynthesis, and stress responses [64-67]. RVE1 belongs to the MYB family; it
is a regulator of auxin levels and coordinates auxin and circadian signaling networks [64].
Additionally, in Arabidopsis, RVE1 was detected as a quantitative trait locus (QTL) candidate
for cold acclimation [68]. While ‘response to oxygen-containing compound’ term is linked
to oxidative stress. Oxidative stress is a resulting major stress in plants caused by the
intracellular accumulation of reactive oxygen species (ROS), which are harmful to plant
development by causing damage to cellular components and triggering programmed cell
death [69]. As a response, the plants have developed an elaborate system to scavenge
ROS [70]. Mainly, some enzymes such as ascorbate peroxidase (APX), peroxidase (POX),
catalase (CAT), glutathione S-transferases (GST), glutathione peroxidase (GPX), monode-
hydroascorbate reductase (MDHAR), and dehydroascorbate reductase (DHAR) form an
enzymatic complex set that plays a crucial role as an antioxidant defense system in abiotic
stress [71]. Referring to this, ascorbate peroxidase 2, peroxidase 17, catalase isozyme 1,
glutathione S-transferase, and glutathione peroxidase 6 were identified as antioxidant
enzymatic defense regulated by RVE1. For example, UV-B radiation increased POX, CAT,
APX, and GR activity in C. annuum [72], while overexpression of RVE1 in Arabidopsis plants
reduces reactive oxygen species (ROS) accumulation and cell death compared to wild-type
plants [73]. Additionally, overexpression of APX in Arabidopsis reduces HyO, accumulation
while increasing chilling and flooding tolerance [74]. In Oryza sativa, silencing of OsGPX1
showed an increased H,O, content compared to wild-type plants [75]. Moreover, in trans-
genic plants overexpressing PtGSTF1, malondialdehyde accumulation was significantly
lower, and GST, SOD, and CAT activity were higher than in wild-type plants. [76]. These
results suggest that RVE1 may have a principal role in regulating the enzymatic antioxidant
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defense in coping with UV-B radiation and cold. Interestingly, the ‘flavonoid biosynthesis’
pathway was detected in the RVE1 enrichment; it was suggested that RVEI was possibly
part of a regulatory expression of five genes (PAL, C4H, CHS, CHI, and DFR) associated
with flavonoid biosynthesis. Li et al. discovered that RVE1 TF is directly bound to DFR
and ANS promoters [77]. Additionally, MYBs have been identified as regulatory genes
in anthocyanin biosynthesis under UV-B radiation and cold [44,78]. Further, in Brassica
rapa L. several flavonoid biosynthesis genes (BrPAL, BrC4H, Br4CL, BrCHS, BrF3H, BrF3'H,
BrFLS, BrDFR, BrANS, and BrLDOX) were up-regulated in response to UV-B radiation [79].
In such a way, the regulation of genes related to flavonoids by RVE1 helps in response to
combined stress.

DBBs are implicated in light signal transduction during photomorphogenesis in trans-
genic Arabidopsis lines (DBB1b-ox); hyposensitive to red and far-red light was observed,
resulting in the highest hypocotyl length [80]. Further, DBBs have been identified in re-
sponse to cold and drought [81,82]. In C. annuum, 24 CaBBX TFs have been reported,
expressed in the root, stem, leaf, flower, fruit, and seed. Further, they are regulated by high
temperature, low temperature, NaCl, and osmotic treatment at 3, 6, and 12 h [20]. Our
findings indicated that the DBB1b might modulate genes implicated in response to light
stimulus, calcium homeostasis, and the abscisic acid-activated signaling pathway. It is
known that Ca?* is a second messenger in response to cold and UV-B radiation stress [83,84].
In Arabidopsis thaliana and Nicotiana plumbaginifolia, cold stress increases cytosolic free cal-
cium concentration and vacuolar release of Ca?*. This suggests that plant calcium signaling
takes part in response to cold [85]. Chen et al. also found that adding extra Ca®* to Triticum
aestivum L. under UV-B radiation reduces membrane lipid peroxidation, boosts the activ-
ity of antioxidant enzymes (SOD, APX, and CAT), and raises the amount of ferulic and
p-coumaric acid [86], whereas abscisic acid is a key endogenous messenger in response to
abiotic stress [87]. Here, nine genes (RGLG2, OST1, ZFP4, PYL4, PYR1, ARAC1, ABI5, MPK9,
and HAB1I) were identified as connected to DBB1b in the abscisic acid-activated signaling
pathway. In rice under drought and cold, overexpression of OsPYL3 and OsPYL9 generated
stress tolerance [88]. Further, the exogenous application of abscisic acid (ABA) improved
the defense system against UV-B radiation, increased carotenoids, hydroxycinnamic, caffeic,
and ferulic acids content, and activities of CAT, APX, and POX [89]. The findings imply
that DBB1b regulates genes involved in light, ABA, and Ca®* signaling, all of which are
required to cope with combined stress. Similarly, glycerolipid, glycine, serine, and threo-
nine metabolism were enriched with neighbor genes linked to DBB1b. The glycerolipid
metabolism pathway is related to the molecular regulation of membrane lipid remodeling
as a strategy to cope with low temperatures [90,91]. Furthermore, UV-B radiation produces
lipoperoxidation affecting photosynthetic structures, which activates expression genes in-
volved in lipid synthesis and changes in the lipid membranes matrix [92,93]. Additionally,
glycine, serine, and threonine metabolism have been identified in plants exposed to cold
and UV-B radiation [94,95]. These amino acids can act as osmolytes, altering enzymatic
activity, modulating stomatal opening, and regulating ion transport [96]. This finding
proved that in C. annuum exposed to combined stress, membrane lipid remodeling is useful
for maintaining normal development in an adverse environment.

Our results showed that COL2 might regulate cellular homeostasis genes and respond
to red or far-red light, light stimulus, and salt stress. In C. annuum, ten genes that encode
CO-like TFs have been identified. Moreover, they were regulated under cold, heat, salt,
and osmotic stress [23]. CO-like TFs have been reported in the regulation of the circadian
rhythm, light signal transduction, and abiotic stress responses, e.g., ABA, salt, and osmotic
stress [97-99]. Hannah et al. identified that the CO-like family was the most significantly
overrepresented in Arabidopsis under cold stress [100], but the specific role in the stress
response is unknown. Additionally, the overexpression of MiCOL2 in transgenic Arabidopsis
enhanced tolerance to salt and drought stresses [101].

Our present analysis supports the positive role of RVE1, DBB1b, and COL2 in response
to combined (cold and UV-B radiation) stress by regulating several stress-related genes.
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5. Conclusions

Here, we identified three TFs (RVE1, DBB1b, and COL2) as candidate hub genes of
the bell pepper in response to combined stress (cold and UV-B radiation) at different time
points (T1, T2, and T3). Our present analysis provided information about the possible
role that RVE1, DBB1b, and COL2 play in multiple pathways to cope with abiotic stresses.
These three TFs were mainly connected to energy production for stress protection and
maintaining a functional state. Further, RVEI might activate the antioxidant system as
much as enzymatic and not enzymatic (flavonoids biosynthesis). At the same time, DBB1b
may participate in stress signaling through molecules such as ABA and CA?*. Finally, COL2
was related to light stimulus and cellular homeostasis. These results suggest future works
of functional validation; for instance, the overexpression and knockout of these TFs in the
bell pepper.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/horticulturae9060699/s1, Figure S1: The total number of tran-
scription factors (log2FoldChange < 0 and > 0) observed during the combined stress (cold + UV-B)
treatment in bell pepper stems, Table S1: Total transcription factors identified in combined stress,
Table S2: Differentially expressed transcription factors; Table S3: Common TFs identified in combined
stress; Table S4: Co-expression analysis of common TFs; Table S5: GO enrichment for genes related to
RVEL1, DBB1b, and COL2; Table S6: KEGG enrichment for genes related to RVE1, DBB1b, and COL2.
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