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Abstract: Clitoria ternatea is a native plant with medicinal and nutritive significance in Asia. The goal
of this work was to examine the antiproliferative role of Clitoria ternatea against colorectal (HCT116),
breast (MCF-7), and thyroid (TT) cancer cell lines at cellular and molecular levels. A phytochemical
analysis, the cytotoxic effect, an apoptotic induction cell cycle analysis, and the expression level of
GAX, DIABLO, and NAIP1 genes were assessed. The plant extract exhibited a clear cytotoxic action
against the utilized cancer cell lines via a low IC50, foremost by means of cell cycle arrest at the
pre-G0, G1, and S phases associated with an apoptotic induction. An apparent raise in the mRNA
levels of GAX and DIABLO and a concomitant decrease in the NAIP1 mRNA level were observed in
the used cancer cells treated with the IC50 of the plant extract. This study concluded that an ethanolic
extract of Clitoria ternatea induced apoptotic cell death, suggesting that it could possibly be utilized
as a new source of an apoptosis-inducing anticancer agent for colon, breast, and medullary thyroid
cancer cell line treatments with further detailed studies.
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1. Introduction

Recently, cancer has become a major health problem, with a progressive social and
financial burden on healthcare systems worldwide [1]. Globally, cancer is the leading cause
of death—ranked first or second in many countries—for populations less than 70 years of
age, whilst the mortality rate of coronary heart disease and strokes are declining [2–5]. In
2020, new cancer cases were estimated at 19.3 million, with 10.0 million estimated deaths.
Moreover, global cancer cases are projected to be 28.4 million cases in 2040, a 37% increment
from the 2020 estimate [4]. Breast cancer is currently the most common primary cancer and
the second most common cause of death from cancer, with a 90% 5-year survival rate in
developed countries [6]. Breast cancer is projected to be the most common cancer in 2040,
with an optimistic decline in breast cancer-related deaths [7].

In the past decades, tremendous progress has been demonstrated in cancer research
in the development of new imaging techniques, the sophisticated characterization of
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cancer cells, and several novel therapeutic approaches [8]. However, the cutting edge
of cancer detection, diagnosis, and management has failed short of impacting several
types of cancer such as intrinsic pontine gliomas (diffuse midline gliomas) [9], subsets of
melanomas [10], and pancreatic [11] and lung cancers [12]. Furthermore, quality of life
is severely impaired despite new chemotherapeutic medications due to non-cancer cell
toxicity [13–15]. Moreover, the troublesome “late effect” of cancer survivors adds a greater
burden to healthcare systems [16,17]. In addition, patients with cancer living in areas with
poor or limited resources suffer from low rates of survival [18,19]. Therefore, there is an
unmet need for extensive research into more targeted and less toxic anticancer agents.

Plants have been considered to be a unique approach to extracting anticancer therapies
that are more targeted toward cancer cells than normal cells, thus reducing medication
toxicity [20]. Flavonoids have been recognized as the most promising plant-extracted
metabolites for cancer treatments. The preparation of plant extracts is relatively simple
and inexpensive [21]. In addition, the administration of crude extracts is oral; therefore, no
invasive procedures (e.g., a needle injection) are required. However, safety and efficacy
investigations are mandatory to detect undesirable or harmful compounds within the
crude plant extract [22]. Several chemical plant-extracted compounds have been identified
with anticancer properties, including, but not limited to, genistein, lycopene, resveratrol
(investigated for breast cancer), and pregnane glycosides as well as alkaloids [23–25].

Clitoria ternatea (butterfly pea) is a perennial leguminous herbaceous plant belonging
to the Fabaceae family. The genus Clitoria is widely distributed in tropical and subtropical
environments worldwide. C. ternatea-derived anthocyanins (ternatins) give the flowers
their characteristic vivid blue color. Moreover, the distinctive anthocyanins in C. ternatea,
along with other metabolites, have potential benefits in agriculture and medicine. C. ternatea
is used as a forage and fodder crop, a natural food colorant, and a nutritive-enriching food
additive [26]. In addition, C. ternatea extract contains cyclotide molecules (ultra-stable
cyclic plant defense peptides) that are responsible for eco-friendly pesticide properties [27].
A large body of literature has described the pharmacological activities of C. ternatea that
pertain to the anti-inflammatory, antibacterial, antioxidant, antipyretic, analgesic, diuretic,
and antidiabetic properties of the herb [28–30]. Several compounds have been claimed to
be responsible for the pharmacological activities of C. ternatea other than anthocyanins,
including flavonols [26], cyclotides [31], and delphinidin [32].

In the field of cancer therapy, earlier studies showed that petroleum ether and ethano-
lic flower extracts of Clitoria ternatea Linn exhibited an in vitro cytotoxicity on Dalton’s
lymphoma ascites cells. Several phytochemical compounds have been found in petroleum
ether extract, including steroids, triterpenoids, tannins, and saponins. Flavonoids were
abundant in the ethanol extract [33]. Moreover, water extracts of C. ternatea showed an
antiproliferative activity against the hormone-dependent breast cancer cell line, MCF-7.
Mome inositol and pentanal were the most abundant compounds in a water extraction [34].
Furthermore, recent studies showed that C. ternatea extracts contain an abundance of
polyphenolic compounds—including anthocyanins, which have an antioxidant activity—
with implications in cancer therapy [35–37]. Taraxerol, a naturally occurring compound
in several plants, including C. ternatea, was found to have a cytotoxic activity against a
squamous carcinoma cell line (A431) [38] and a human gastric epithelial cell line [39],
with a comparable activity to cisplatin [40]. Genetically transformed root cultures were re-
ported to produce a pentacyclic triterpenoid taraxerol, a cancer therapeutic phytochemical
compound, as an alternative to the naturally obtained root extract of C. ternatea [41].

Given the existing literature, extracts of C. ternatea are a focus of concern as a potential
source of anticancer therapies with a high safety profile and efficacy. Therefore, the current
study was conducted, aiming to assess the antiproliferative capacity of an ethanolic extract
of C. ternatea leaves against the cell lines of colon, breast, and thyroid cancer in Saudi
Arabia. The results of the study may pave the way for more extensive preclinical and
clinical research to produce a cutting-edge anticancer agent.
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2. Results
2.1. Antioxidants, Flavonoids, and Phenolics

The chemical composition of the Clitoria ternatea samples, ascertained using an HPLC
chromatograph and a GC-TSQ mass spectrometer, is stated in Supplementary Figure S1.
An analysis of the antioxidants (ferric-reducing activity), total flavonoid content (TFC), and
total phenolic content (TPC) of the Clitoria ternatea extract is demonstrated in Figure 1. In the
used ethanolic extract, the TPC was 17.7 mg/g and the TFC was 15.5 mg/g, accompanied
by antioxidants of 9.3 mg/kg.
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Figure 1. Analysis of total phenolic content, total flavonoid content, and their antioxidant capacity of
the C. ternatea extract.

2.2. Cytotoxic Effects

Using an MTT assay, the cytotoxic effect of the Clitoria ternatea extract on the develop-
ment of the utilized cell lines was assessed. A dose-reliant response was observed for the
plant extract and staurosporine between 0.4 and 100 µg/mL, respectively (the standard
control); the count of the viable cells declined with raising concentrations of both substances
(Figure 2). An estimation of the IC50 value was conducted (Table 1).
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IC50 values were applied to characterize the cell susceptibility to the Clitoria ternatea
extract (Table 1 and Figure 2). HCT116 had the lowest IC50 value for Clitoria ternatea
(29.2 µg/mL) compared with the MCF-7 and TT cell lines (55.7 µg/mL and 61.6 µg/mL,
respectively).

Table 1. Inhibition concentration (IC50) of Clitoria ternatea versus HCT116, MCF-7, and TT cell lines.

Ser
Cytotoxicity IC50 µg/mL

Code MCF-7 HCT116 TT WI38

1 BTL 61.6 ± 3.32 29.2 ± 1.57 55.7 ± 3 124 ± 6.67

2 Staurosporine 12.7 ± 0.68 6.99 ± 0.38 7.39 ± 0.4 30.4 ± 1.64

2.3. Apoptosis Detection

The potential of the extract to stimulate apoptosis in cancer cells was evaluated using
the IC50 concentration. The cells were preserved for 48 hours with the IC50 (Figures 3 and 4).
The MCF-7, HCT116, and TT cell lines undertook a late apoptosis and mild necrosis at
IC50 concentrations. The highest percentage of induced apoptosis due to a Clitoria ternatea
treatment was detected with the HCT116 cells (24.51%); this was followed by 22.36% with
the TT cells and finally 19.29% with the MCF-7 cells. Moreover, late apoptosis events were
more increased than early apoptotic events with all cancer cell lines. The apoptotic and
necrotic cell populations significantly increased in the HCT116, TT, and MCF-7 cells due to
the treatment with the ethanol extracts of Clitoria ternatea when compared with the control.
However, the apoptosis percent was significantly increased compared with necrosis in all
treatments of the utilized cancer cells.
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Figure 3. Impacts of IC50 concentrations of C. ternatea on the stimulation of apoptosis along with
(A) HCT116, (B) MCF-7, and (C) TT cell lines.
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C. ternatea extract induces apoptosis in (1) HCT116, (2) MCF-7, and (3).

2.4. Cell Cycle Analysis

The influence of the C. ternatea extract on the cell cycle progression of the HCT116,
MCF-7, and TT cell lines was determined. The findings indicated that the treatments
induced cell cycle detention in the pre-G1 and S stages for the HCT116 and TT cell lines,
and in the pre-G1 stage for the MCF-7 cell line (Figure 5). The treatment of the HCT116 and
TT cells with the C. ternatea extract induced a statistically significant greater percentage of
cells in the S and pre-G1 cell cycle phases and only in the pre-G1 phase with the MCF-7
cells in comparison with the control group.

2.5. Gene Expression Analysis

Among the HCT116, MCF-7, and TT cells, the expression level of GAX, DIABLO, and
NAIP1 genes was studied in response to the treatment with the plant extract and compared
with the untreated cells (control). The results exhibited that, due to the treatment, both
the GAX and DIABLO genes were upregulated whilst the NAIP1 gene was significantly
downregulated (Figure 6).

The GAX mRNA level was highly significantly increased (p-value ≤ 0.01) due to
the treatment with the extract among the HCT116 and TT cells; however, no significant
increment was observed with MCF-7. The DIALBO gene expression level was highly
significantly upregulated with the HCT116 and MCF-7 cells, with no significance in the
case of the TT cells. In contrast, the NAIP1 gene expression results exhibited a highly
significant downregulation with the HCT116 and MCF-7 cells as well as a significant
(p-value ≤ 0.05) downregulation with the TT cells.
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** p-value < 0.01 represent highly significant statistical differences.



Separations 2022, 9, 331 8 of 15

Separations 2022, 9, x FOR PEER REVIEW 8 of 16 
 

 

 
(C) 

Figure 5. Cell cycle analysis of HCT116, MCF-7, and TT cells after treatment by IC50 of C. ternatea 

extract relative to the untreated control (C). (A) HCT116, (B) MCF-7, and (C) TT cell lines. ** p-value 

< 0.01 represent highly significant statistical differences. 

2.5. Gene Expression Analysis 

Among the HCT116, MCF-7, and TT cells, the expression level of GAX, DIABLO, and 

NAIP1 genes was studied in response to the treatment with the plant extract and com-

pared with the untreated cells (control). The results exhibited that, due to the treatment, 

both the GAX and DIABLO genes were upregulated whilst the NAIP1 gene was signifi-

cantly downregulated (Figure 6). 

The GAX mRNA level was highly significantly increased (p-value ≤ 0.01) due to the 

treatment with the extract among the HCT116 and TT cells; however, no significant incre-

ment was observed with MCF-7. The DIALBO gene expression level was highly signifi-

cantly upregulated with the HCT116 and MCF-7 cells, with no significance in the case of 

the TT cells. In contrast, the NAIP1 gene expression results exhibited a highly significant 

downregulation with the HCT116 and MCF-7 cells as well as a significant (p-value ≤ 0.05) 

downregulation with the TT cells. 

 

0

10

20

30

40

50

60

70

%G0-G1 %S %G2/M %Pre-G1

52.57

**
39.27

8.16

**
22.36

61.13

26.71

12.16

1.92

%
 O

F 
C

EL
LS

C ternatea/TT cont.TT

0

0.5

1

1.5

2

2.5

3

3.5

4

4.5

5

C ternatea/HCT C ternatea/MCF7 C ternatea/TT control

**
1.62

2.05
**

1.98

1

**
2.49

**
4.98

2.07

1*
0.46

**
0.33

**
0.57

1

GAX DIABLO NAIP1

Figure 6. Alterations in the mRNA levels of the GAX, DIABLO, and NAIP1 genes in HCT116, MCF-7,
and TT cell lines as a result of medication with the IC50 of C. ternatea extract compared with the
control group. The statistically significant variations are indicated by * (p-value ≤ 0.05) and highly
significant variations are implied by ** (p-value ≤ 0.01).

3. Discussion

Clitoria ternatea is a perennial leguminous Ayurvedic medicinal plant that has been
used as a traditional medicine in China. Extracts of C. ternatea roots, seeds, leaves, and
flowers have been used for diverse indications, including memory-enhancing, anxiolytic,
nootropic, antistress, antidepressant, and anticonvulsant therapies to name a few. Recently,
C. ternatea was documented to have antioxidant, apoptotic, and antiproliferative activities,
which render the plant a promising anticancer therapy.

The antioxidant activity of C. ternatea was determined by the presence of an abundance
of polyphenolic and flavonoid contents. Phenolics are the largest group of phytochemicals
that account for most of the antioxidant activity in plants and their extracts. Flavonoids
are the largest group of naturally occurring phenolic compounds, which are present in a
free state and as glycosides. Several studies have documented the abundance of flavonoids
and phenolics with a significant antioxidant activity and high IC50 values [42]. When an
optimum extraction condition of a C. ternatea flower based on response surface methodology
was applied to determine the total phenolic and flavonoid contents, it was concluded that
the extractable phenolic and flavonoid compounds implied that C. ternatea was an excellent
natural antioxidant source [43]. In accordance with the literature, the current study detected
the phenolic and flavonoid compounds with a proven antioxidant activity.

In addition, C. ternatea (flower and leaf) was found to have a cytotoxic activity with
a specific predilection toward breast cancer cell line MCF-7 and MDA-MB-231 with IC50
values of 110 and 490 mg/mL, respectively [44]. The potential cytotoxic capacity demon-
strated by C. ternatea extracts has encouraged suggestions to incorporate C. ternatea as an
anticancer drug [45,46]. In the current study, the IC50 values detected for the HCT116,
MCF-7, and TT cell lines represented a moderate cytotoxicity according to the National
Cancer Institute (NCI), the standard of cytotoxicity in the USA [47]. However, the IC50
values were much higher than those for the normal cell line WI38. Therefore, the cytotoxic
and anticancer properties of C. ternatea showed a considerable predilection toward cancer
cells rather than normal cells.

Apoptosis has been investigated in several studies using extracts from different parts of
the C. ternatea plant. A recent study investigating an ethyl acetate fraction of the C. ternatea
flower failed to detect apoptosis in zebrafish models [48]. However, an investigation into
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the hydrophilic extract of C. ternatea seeds and petals showed a reduced laryngeal cancer cell
(Hep-2) viability, down to 7.2% and 17.2%, respectively. Phenolic, flavonoids and ternatin
compounds were detected in the seeds and petal extracts. Both α- and γ-tocopherols were
found in the seeds and petals; the level of γ-tocopherol was abundant in the seeds rather
than in the petals [49]. A recent study conducted on an MCF-7 HER2-positive breast cancer
cell line found that using a C. ternatea crude flower extract below the IC50 (detected to be
862 ug/mL) showed a 50% reduction in the migration activity of the MCF-7 HER2-positive
breast cancer cell line. Therefore, it was concluded that C. ternatea (Butterfly pea) was
effective in holding the metastatic activity of the breast cancer cell line in vitro [50]. In line
with Asysyifa et al. [50], our study showed that a late apoptosis and mild necrosis occurred
in the MCF-7, HVT116, and TT cell lines at IC50 concentrations. Therefore, the anticancer
activity of C. ternatea enhanced apoptosis.

To recognize the mechanisms of the documented cytotoxicity of the C. ternatea plant,
in-depth studies were needed at molecular and cellular levels. The molecular level revealed
the antioxidant and apoptotic effects of the C. ternatea extract. At the cellular level, the
C. ternatea extract exhibited great potential in arresting the cell cycle at different phases of
cell division, including the pre-G1 and S phases. The phytochemical compounds in the
ethanolic extract of the plant parts were documented to have an antiproliferative activity
and a signal transduction modulation where the flavonoids could arrest cell growth in
the G1 phase in human gastric carcinoma cells [51]. These phytochemical compounds,
the phenolics, and flavonoids are considered to be apoptosis-modulating agents that
stimulate the release of apoptosis modifiers into the cytosol, impacting the mitochondrial
functionality and enhancing the translocation of apoptosis-modulating compounds into
the nucleus to act on the DNA [52,53]. Therefore, the mechanism of action of flavonoids
and phenols can be explained by the apoptosis and induction of cell cycle arrest at different
phases, including the S/G2, G1, and S phases [54]. In line with the literature, C. ternatea
petal flower extract was reported to enhance cell cycle arrest by an inversion of the cycle
from the G2/M to the G0/G1 phases through impacting the mRNA gene expression [55].
In accordance with the literature, the results of the current study showed that C. ternatea
extract was able to induce cell cycle arrest in the pre-G1 and S stages of the HCT116 and
TT cell lines and in the pre-G1 phase for the MCF-7 cell line. These results support the
anticancer activity of the C. ternatea extract.

The growth arrest-specific homeobox (GAX) is a nuclear transcription inhibitor gene
found in abundant levels in quiescent cells. The GAX gene function is the inhibition of
the proliferation of vascular endothelial cells and smooth muscle cells. Recently, the GAX
gene showed the ability to disrupt the signaling pathway controlling adventitial fibroblast
activities, thus blocking angiogenesis [56]. A recent study concluded that GAS plays a role
in lung cancer angiogenesis and, hence, cancer cell progression [57]. Therefore, GAX is
considered to be a promising target for lung cancer treatments. Moreover, the DIABLO gene
encodes the Smac/DIABLO proapoptotic protein, which is released from the mitochondria
and inactivates the inhibitor of apoptosis proteins (IPAs) [58,59]. An overexpression of
the DIABLO gene was found to inhibit prostate cancer (PC3) cell lines [60]. An earlier
study showed that DIABLO inhibits clonogenic cancer colon growth by suppressing mi-
gration and proliferation and augmenting apoptosis. DIABLO was proposed to enhance
cytochrome c-dependent caspase activity by releasing IAP inhibition [58]. A low level of
DIABLO expression was observed in bladder, renal, and estrogen-negative lung cancers,
which inferred a poor prognosis [61].

On the other hand, NLR family apoptosis inhibitory protein (NAIP) is an apoptosis in-
hibitor that promotes cancer cell growth. NAIP is targeted by microRNAs (miRs), including
miR-1 and miR-145. Therefore, the oncogenic activity of miRs in colon cancer can be at-
tributed to the suppression of NAIP [62]. NAIP has been reported to be implicated in other
types of cancer, including breast cancer, melanomas, gliomas, and colorectal cancer [63].

Concurrent with the literature, this study found that GAX (an inhibitor of the pro-
liferation of the fibroblast) and DIABLO (an IPA inhibitor) were upregulated and NAIP1
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(an apoptosis inhibitor) was downregulated. Consequently, the C. ternatea extract has
the potential to be an anticancer agent by inhibiting cell proliferation and promoting the
apoptosis of cancer cells.

4. Materials and Methods
4.1. Plant Materials

The plant samples were gathered and dried in the Aljouf region of Saudi Arabia. The
dried plant samples were pulverized into a powder. The institutional botanist (Ahmed
Elbanhawy) identified the plants and confirmed them to be Clitoria ternatea.

4.2. Research Design and Statistical Analysis

The cancer cells were cured with various levels of Clitoria ternatea extract to determine
the IC50 compared with untreated cells to investigate the antiproliferative activity of the
plant extract. The IC50 method was applied to examine the ability of the plant extract to
stimulate cell cycle arrest, apoptosis, and gene expression alterations in the untreated and
treated cells. The significance of variations between the untreated and treated cells was
determined using a Student’s t-test. SPSS version 22.0 was utilized to perform the statistical
analysis (IBM, Chicago, IL, USA). Statistically, p-values of≤0.05 and≤0.01 were considered
to be significant and highly significant, respectively.

4.3. Ethanolic Extraction

The Soxhlet method for extraction was applied to formulate the ethanolic plant extract
from the dry plant material. In a rotary evaporator, the evaporation to dryness and
the concentration of the ethanolic extracts were obtained at 40 to 50 ◦C under pressure.
The extracts were gathered and kept in airtight dark containers until applied [64]. All
subsequent examinations were conducted in triplicate.

4.4. Antioxidant, Phenolic, and Flavonoid Influences of the Plant Extract

A gas chromatography–mass spectrometry (GC-MS) analysis, the total flavonoid
content (TFC), and the total phenolic content (TPC) were determined in the ethanolic
extracts by employing a colorimetric check, based on the methods defined by Singleton
et al. [65] and Chang et al. [66]), respectively. The gallic acid equivalent mg/g (GAE)
represented the total content of the phenolic. The total flavonoid content (mg/g) was
identified by means of a quercetin calibration curve and presented as mg equivalents
of quercetin. The antioxidant activity of the collected extracts was quantified using the
approach described by Oyaizu et al. [67] with minor modifications, as implemented by
Puranik et al. [68]. Briefly, various concentrations (100–500 L) of methanolic extracts were
combined with 0.2 mM PBS (2.5 mL, pH 7.4) and 1% potassium ferricyanide (2.5 mL).
This mixture was then kept for 20 minutes at 500 ◦C. After adding 2.5 mL (w/v) of 10%
trichloroacetic acid, 2.5 mL of distilled water, and 0.5 mL of 0.1% ferrous chloride (w/v),
the mixture was centrifugated at 3500 rpm for 8 minutes. The absorbance at 700 nm was
determined and ascorbic acid was employed as a reference standard.

4.5. Cell Cultures and Lines

Colon (HCT116), breast (MCF-7), and TT (medullary thyroid) cell lines of cancer, in
addition to the normal cell line WI38, were utilized. Egypt’s VACSERA was the source of
the utilized cell lines. The cells were cultured in a Gibco RPMI BRL 1640 medium (Thermo
Fisher Scientific, Carlsbad, CA, USA). The medium was augmented with 1% penicillin–
streptomycin (Invitrogen, Grand Island, NY, USA), and FBS (Sijixin Inc., Dalian, China)
and kept at 37 ◦C in a CO2 incubator comprising 5% CO2.

4.6. In Vitro Cytotoxicity Examination

The cytotoxicity was examined by seeding 1 × 105 cells mL−1 (100 µg/well) into
96-well tissue culture plates; these were incubated for 24 h at 37 ◦C to generate a full
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monolayer. Each cell line was incubated at 37 ◦C with and without ethanol extracts at
various concentrations ranging from 0.4 to 100 µg/mL. After an incubation of 72 h, the
cytotoxicity was evaluated employing the MTT test, as defined in [69].

4.7. Apoptosis Detection

A staining of Annexin V-fluorescein isothiocyanate (FITC) and propidium-iodide (PI)
was applied to distinguish the apoptotic cells following the medication of the cancer cells
with the C. ternatea extract IC50 level compared with the untreated cells.

4.8. Cell Cycle Analysis

Flow cytometry with a BD FACS Array Bioanalyzer was used to analyze the plant
extract-treated and untreated cells for the phase of the arrested cell cycle.

4.9. Expression Level Detection of GAX, DIABLO, and NAIP1 Genes

Comparing the untreated and IC50-treated HCT116, MCF-7, and TT cells, variations
in the mRNA of the apoptosis-associated genes GAX, DIABLO, and NAIP1 were explored
using a quantitative polymerase chain reaction (qPCR). For 48 h, the cancer cells were cured
with IC50 applications. The total RNA was extracted following the instructions from the
triazole reagent manufacturer.

4.10. Real-Time Quantitative PCR (qPCR)

A total of 1 µg of RNA was reverse transcripted to the cDNA first strand. As previously
reported [70], the achieved cDNA was expanded in order to assess the expressions of the
GAX, DIABLO, and NAIP1 genes. The DIABLO gene was examined using the DIABLO Hu-
man qPCR Primer Pair (NM 019887) of OriGene Technologies. β-actin was used as a bench-
mark for the RT-PCR reaction as an internal control. R 5′-ACAGGATGTCAAAACTGCCC-3′

and F 5′-GTGACATCCACACCCAGAGG-3′ were the primers used to amplify β-actin. A
quantitative real-time PCR (qRT-PCR) was employed to measure the mRNA levels of GAX,
DIABLO, NAIP1, and β-actin. To specify the amplification, the PCR products for the
individual primer pairs were obtained using a melting curve analysis. The obtained data
were evaluated using the2(-Delta Delta C(T)) (2CT) method. The findings were explained
as a fold change (RFC) in comparison with the negative control.

5. Conclusions

In conclusion, C. ternatea root extract is a promising anticancer agent with antioxidant,
apoptotic, and cell cycle arrest activities. The abundance of flavonoids and phenolics
can be attributed to the anticancer properties of C. ternatea. Moreover, C. ternatea extract
acts at the gene level by upregulating the GAX and DIABLO genes, thus suppressing
fibroblast angiogenesis and enhancing cancer cell apoptosis, respectively. On the other hand,
C. ternatea extracts downregulate NAIP1, unleashing apoptosis in cancer cell lines. The
phytochemical compounds yielded by the extract have been documented to be implicated
in the anticancer property of C. ternatea. Future research may be directed to optimize the
conditions of C. ternatea extracts for use as an anticancer agent.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/separations9110331/s1, Figure S1: The chemical composition of
Clitoria ternatea. (A) HPLC Chromatograph Report. (B) GC-TSQ mass spectrometer.
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