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Abstract: Many studies describe different pharmacological effects of flavonoids on experimental
animals and humans. Nevertheless, few ones are confirming the safety of these compounds for
therapeutic purposes. This study aimed to investigate the preclinical safety of naringenin, naringin,
hesperidin, and quercetin by in vivo, in vitro, and in silico approaches. For this, an MTT-based
cytotoxicity assay in VERO and MDCK cell lines was performed. In addition, acute toxicity was
evaluated on Wistar rats by OECD Guidelines for the Testing of Chemicals (Test No. 423: Acute Oral
Toxicity-Class Method). Furthermore, we used the ACD/Tox Suite to predict toxicological parameters
such as hERG channel blockade, CYP450 inhibition, and acute toxicity in animals. The results showed
that quercetin was slightly more cytotoxic on cell lines (IC50 of 219.44± 7.22 mM and 465.41± 7.44 mM,
respectively) than the other citroflavonoids. All flavonoids exhibited an LD50 value > 2000 mg/kg,
which classifies them as low-risk substances as OECD guidelines established. Similarly, predicted
LD50 was LD50 > 300 to 2000 mg/kg for all flavonoids as acute toxicity assay estimated. Data suggests
that all these flavonoids did not show significant toxicological effects, and they were classified as
low-risk, useful substances for drug development.
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1. Introduction

Ethnomedicine is a millenary practice on bioactive compounds from plants and animals useful for
therapeutics. According to the World Health Organization (WHO), medicinal plants are underlying
sources of many medicines, so they should be thoroughly investigated to demonstrate their safety
and efficacy on humans [1]. In this context, one of the most studied medicinal plants is Citrus
sp., which has prominent medicinal properties, such as digestive, antiseptic, diuretic, antibacterial,
antiviral, and beneficial effects on cancer, cardiovascular disease (CVD), and diabetes [2]. Citrus sinensis
(sweet orange) is the most important and widely spread Citrus sp. around the world [1]. Some studies
have shown that daily consumption of orange preparations reduces the prevalence of CVD risk factors.
The main bioactive compounds responsible for this effect are flavonoids [1–4].

Citrus flavonoids (citroflavonoids) are promising agents that have been widely studied for
several diseases. These phytochemicals have shown interesting biological activity in diabetes
and its complications [5], cardiovascular disease [6], as well as virus and bacterial infections [7,8].
In addition, these compounds have shown antioxidant [9], estrogenic [10], and anticancer [11]
activity. Despite their widely drug-like features, the safety profile of these molecules has not been
comprehensively investigated.

There is toxicological evidence on animals, in vitro preparations, and by in silico predictions that
reveal the safety of citroflavonoids. Lopes-Andrade et al. reported safety parameters of agathisflavone,
a biflavonoid composed of two units of apigenin. These parameters were half lethal dose and
hematological, biochemical, histopathological, behavioral, and physiological changes produced by
the oral administration of this compound [12]. In addition, Lee et al. reported the repeated-dose
of 3-months and 6-months oral toxicity of naringin on SD rats [13,14] and beagle dogs [15]. Of the
flavonoid compounds reported in literature, quercetin exhibited relatively more cytotoxic effects
than other flavonoids, but the evidence is controversial. Similar toxicity data are lacking for these
flavonoids [16].

Early evidence reveals that citroflavonoids isolated from C. sinensis have significant hypoglycemic
and antidiabetic effects [5]. Despite evidence about the efficacy of flavonoids in experimental models,
there is insufficient information on safety parameters. Since the safety of herbal preparations use is
one strategic objective established by WHO, we aimed to evaluate the toxicological potential of these
citroflavonoids by a toxicological screening composed of in vitro, in vivo, and in silico assays.

2. Results

2.1. Cytotoxicity

The cytotoxicity assay was performed on VERO and MDCK cells using the MTT-based reduction
method. Only QRT (quercetin) produced a decrease in the percentage viability of VERO cells at
250–750 µg/mL (IC50 = 465.41 µM or 140.66 µg/mL). In addition, for MDCK cells, QRT caused significant
differences in the rate of cell viability at concentrations of 250 µg/mL and 500 µg/mL. On the other
hand, HESP (hesperidin), NARGE (naringenin), and NAR (naringin) did not change the percentage of
growth of both cells tested at concentrations ranging from 125 to 750 µg/mL (Figure 1).
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Figure 1. Percentage viability in (a) MDCK and (b) VERO cells after exposition with citroflavonoids. 
Non-tumorigenic cells were incubated with different concentrations of flavonoids for 48 h. Then, the 
MTT assay was performed. Values are presented as mean percent of viability ± standard error. n = 3, 
* p < 0.05. 

2.2. Acute Oral Toxicity 

2.2.1. Mortality and Clinical Signs 

There were no deaths recorded in any group during the observation period, and there were no 
noxious signs associated with administration of different doses of flavonoids. We did not observe 
any gross and pathological findings in rats’ organs and tissues at necropsy (data not shown) for any 
doses tested. These results indicate that the oral LD50 of all flavonoids in rats was more significant 
than 2000 mg/kg of body weight. 

2.2.2. Body Weight 

Additionally, there were no significant differences in weight gain between the QRT group and 
the control group (Figure 2). However, there were considerable weight gain differences on days 7 
and 10 related to HESP administration at 300 mg/kg dose. On the other hand, as we can see in Figure 
2, there is evidence that NARGE modifies rats’ weight at 300 and 2000 mg/kg dose during test days 
2, 3, 9, and 10. Furthermore, NAR changed the body weight of experimental animals. 

  

(a) (b) 

Figure 2. (a) Changes in body weight after treatment with control or quercetin (QRT), hesperidin 
(HESP), naringenin (NARGE), and naringin (NAR) at 300 mg/Kg dose, and (b) Changes in body 
weight after treatment with control or quercetin (QRT), hesperidin (HESP), naringenin (NARGE), and 
naringin (NAR) at 2000 mg/Kg dose. Results are presented as mean ± SE (n = 3), * p < 0.05. 
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Figure 1. Percentage viability in (a) MDCK and (b) VERO cells after exposition with citroflavonoids.
Non-tumorigenic cells were incubated with different concentrations of flavonoids for 48 h. Then, the MTT
assay was performed. Values are presented as mean percent of viability ± standard error. n = 3, * p < 0.05.

2.2. Acute Oral Toxicity

2.2.1. Mortality and Clinical Signs

There were no deaths recorded in any group during the observation period, and there were no
noxious signs associated with administration of different doses of flavonoids. We did not observe any
gross and pathological findings in rats’ organs and tissues at necropsy (data not shown) for any doses
tested. These results indicate that the oral LD50 of all flavonoids in rats was more significant than
2000 mg/kg of body weight.

2.2.2. Body Weight

Additionally, there were no significant differences in weight gain between the QRT group and the
control group (Figure 2). However, there were considerable weight gain differences on days 7 and
10 related to HESP administration at 300 mg/kg dose. On the other hand, as we can see in Figure 2,
there is evidence that NARGE modifies rats’ weight at 300 and 2000 mg/kg dose during test days 2, 3,
9, and 10. Furthermore, NAR changed the body weight of experimental animals.
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Figure 2. (a) Changes in body weight after treatment with control or quercetin (QRT), hesperidin
(HESP), naringenin (NARGE), and naringin (NAR) at 300 mg/Kg dose, and (b) Changes in body weight
after treatment with control or quercetin (QRT), hesperidin (HESP), naringenin (NARGE), and naringin
(NAR) at 2000 mg/Kg dose. Results are presented as mean ± SE (n = 3), * p < 0.05.

2.2.3. Hematological and Biochemical Analysis

The hematological parameters for all flavonoids-treated and control rats are shown in the
supplementary information. The erythrocyte values at a dose of 50 mg/kg QRT and mean cell
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hemoglobin concentration (MCHC) values at 50 mg/kg and 300 mg/kg QRT were significantly lower
than that of the control (Table S1). The neutrophils count at a dose of 300 mg/kg, and 2000 mg/kg HESP
were markedly lower than the control group (Table S2). Regarding NARGE, only platelet values were
modified at a dose of 2000 mg/kg and were significantly higher than that of the control (Table S3).
Finally, MCHC values at a 300 mg/kg NAR dose were considerably higher than that of the control
(Table S4). Other hematological parameters were not changed after 14 days of treatment (p > 0.05).

On the other hand, biochemical parameters for all flavonoids-treated and control group rats
are shown in Table 1. Concerning glucose metabolism HESP, NARGE, and NAR, slightly amended
glucose values. This was more evident at NAR 300 mg/kg and 2000 mg/kg, and NARGE 300 mg/kg.
ALT and AST values in almost all flavonoids groups were not significantly higher than that of the
control groups. Conversely, QRT (50 mg/kg and 300 mg/kg) induced that ALT and AST values were
significantly higher than control. IB, DB, and TB values were not modified compared to the control
group. However, QRT (50 mg/kg) caused an increase in DB values compared to the control. Finally,
ALB, TP, and GL values were not modified compared to the control group after 14 days of treatment
with each flavonoids tested (Table 2).

Table 1. Biochemical analysis: values and effects after treatment with several doses of flavonoids.

Experimental
Group

Dose
(mg/kg)

Biochemical Marker

GLU
(mg/dL)

AST
(IU/L)

ALT
(IU/L)

TB
(mg/dL)

DB
(mg/dL)

IB
(mg/dL)

Control - 114.50 ± 0.50 159.50 ± 13.82 58.00 ± 1.69 0.04 ± 0.002 0.010 ± 0.00 0.035 ± 0.002
QRT 50 119.67 ± 8.74 266.67 ± 32.29 83.00 ± 3.10 * 0.08 ± 0.006 0.043 ± 0.009 * 0.036 ± 0.003
QRT 300 149.49 ± 5.00 127.67 ± 4.12 64.00 ± 2.28 * 0.05 ± 0.003 0.016 ± 0.004 0.030 ± 0.006

Control - 182.49 ± 5.70 123.95 ± 9.86 32.52 ± 6.02 0.057 ± 0.006 0.025 ± 0.006 0.031 ± 0.004
HESP 300 155.33 ± 18.71 126.00 ± 13.18 33.78 ± 1.30 0.051 ± 0.002 0.020 ± 0.005 0.029 ± 0.003
HESP 2000 192.06 ± 12.73 226.65 ± 44.80 41.19 ± 2.83 0.060 ± 0.06 0.018 ± 0.005 0.046 ± 0.010

Control - 182.49 ± 5.70 123.95 ± 9.86 32.52 ± 6.02 0.057 ± 0.006 0.025 ± 0.006 0.031 ± 0.004
NARGE 300 145.29 ± 5.47 * 156.06 ± 9.33 39.19 ± 0.77 0.064 ± 0.005 0.013 ± 0.007 0.051 ± 0.007
NARGE 2000 175.56 ± 6.80 149.37 ± 7.16 57.68 ± 10.97 0.065 ± 0.007 0.020 ± 0.001 0.045 ± 0.060
Control - 123.49 ± 5.70 123.95 ± 9.86 32.52 ± 6.02 0.057 ± 0.006 0.025 ± 0.006 0.031 ± 0.004

NAR 300 125.54 ± 14.59 144.58 ± 17.05 27.57 ± 0.62 0.037 ± 0.001 0.012 ± 0.0009 0.024 ± 0.0007
NAR 2000 138.55 ± 10.48 128.26 ± 5.33 38.59 ± 1.08 0.039 ± 0.004 0.015 ± 0.001 0.025 ± 0.003

Values are presented as the mean plasma concentration ± standard error. n = 3, * p < 0.05 with respect to control.
GLU: glucose, AST: aspartate transaminase, ALT: alanine transaminase, TB: total bilirubin, DB: direct bilirubin,
IB: indirect bilirubin.

Table 2. Biochemical analysis: values and effects after treatment with several doses of flavonoids.

Experimental
Group

Dose (mg/kg)
Biochemical Marker

TP
(g/dL)

ALB
(g/dL)

GL
(g/dL) ALB/GL Ratio

Control - 6.37 ± 0.03 3.85 ± 0.04 2.52 ± 0.00 1.52 ± 0.015
QRT 50 6.38 ± 0.15 3.88 ± 0.04 2.50 ± 0.14 1.56 ± 0.087
QRT 300 6.48 ± 0.065 3.63 ± 0.09 2.84 ± 0.16 1.39 ± 0.15

Control - 6.41 ± 0.21 4.26 ± 0.23 2.14 ± 0.34 2.18 ± 0.44
HESP 300 5.91 ± 0.25 4.15 ± 0.20 1.76 ± 0.069 2.36 ± 0.101
HESP 2000 5.99 ± 0.11 4.20 ± 0.22 1.80 ± 0.108 2.38 ± 0.270

Control - 6.41 ± 0.21 4.26 ± 0.23 2.14 ± 0.34 2.18 ± 0.44
NARGE 300 6.97 ± 0.30 3.86 ± 0.10 3.11 ± 0.25 1.26 ± 0.08
NARGE 2000 7.82 ± 0.07 4.74 ± 0.16 3.08 ± 0.17 1.56 ± 0.14
Control - 6.41 ± 0.21 4.26 ± 0.23 2.14 ± 0.34 2.18 ± 0.44

NAR 300 6.48 ± 0.04 4.50 ± 0.02 1.97 ± 0.04 2.30 ± 0.05
NAR 2000 6.71 ± 0.14 4.66 ± 0.16 2.03 ± 0.05 2.32 ± 0.12

Values are presented as the mean plasma concentration ± standard error. n = 3, p < 0.05 with respect to control.
TP: total protein, ALB: albumin, GL: globulin, ALB/GL: albumin/globulin ratio.



Molecules 2020, 25, 5959 5 of 12

2.3. In Silico Prediction of Toxicity

2.3.1. hERG Channel Blockade

The prediction outcomes of hERG channel blockade showed that QRT and NARGE have a low
probability of generating cardiotoxic effects at clinically relevant concentrations (<10 mM). In contrast,
for HESP and NAR, the probability is null (Table 3).

Table 3. In silico toxicity parameters calculated for all flavonoids.

Inhibition of Different Isoforms of CYP450

Flavonoid
Compound

Concentration
(µM) 3A4 2D6 2C9 2C19 1A2

QRT 10 2 0 7 5 94
50 83 23 68 37 95

HESP
10 1 1 4 1 0
50 6 1 4 2 0

NARGE
10 3 1 51 82 67
50 54 39 87 91 93

NAR
10 1 1 4 1 0
50 4 1 4 1 0

Blocking of hERG Channel

Flavonoid
Compound

Concentration
(µM)

Probability
(%)

QRT 10 14
HESP 10 0

NARGE 10 5
NAR 10 0

Calculated Median Lethal Dose (LD50)

Flavonoid
Compound

Route of
Administration

LD50
(mg/kg)

QRT Intraperitoneal 1200
Oral 640

HESP Intraperitoneal 1600
Oral 3000

NARGE Intraperitoneal 1200
Oral 1900

NAR Intraperitoneal 1500
Oral 1200

Results were obtained with ACD/Tox Suite software version 2.95.

2.3.2. Inhibition of CYP 450

The prediction results of inhibition of CYP 450 showed that, according to their molecular structure,
QRT has a high probability of behaving as an inhibitor of isoform 1A2 of CYP 450 at clinically relevant
concentrations (10 mM and 50 mM). On the other hand, NARGE has a high probability of behaving as
an inhibitor of CYP 450, especially 2C9, 2C19, and 1A2 isoforms at clinically relevant concentrations
and, to a lesser extent, inhibit 3A4 isoform. Finally, HESP and NAR have very low probabilities of
behaving like inhibitors of CYP 450 at clinically relevant concentrations (Table 3).
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2.3.3. In Silico Acute Toxicity

We can see that predictive studies classified to QRT, HESP, and NARGE as members of category 4
of toxicity (2000 mg/kg < LD50 > 300 mg/kg) and NAR as member of category 3 or 4 (300 mg/kg < LD50

> 50 mg/kg or 2000 mg/kg < LD50 > 300 mg/kg) according to guide 423 of OECD [17] (Table 3).

3. Discussion

Herbal preparations have a role in modern medicine and the process of discovering, designing,
and developing new drugs. Thus, there is clear evidence of their therapeutic benefits [18]. The common
use of herbal products or isolated compounds has provided a strong rationale for investigating short and
long-term toxicological effects [19]. It is essential to state that a thorough evaluation of the risk/benefit
ratio is crucial to drug discovery in a limited efficacy evidence scenario and established toxicity.
Therefore, it is important to evaluate cytotoxicity and short- and long-term toxicological profiles.

This study evaluated the cytotoxic activity of QRT, HESP, NARGE, and NAR against VERO and
MDCK cell lines by MMT assay. As shown above, only QRT (250 µg/mL to 750 µg/mL) decreased VERO
cell viability. Now, regarding MDCK cells, QRT caused significant differences in the percentage of cell
viability at concentrations of 250 µg/mL and 500 µg/mL. In this context, QRT should be categorized
as a moderate toxicity compound based on NCI. However, HESP, NARGE, and NAR did not show
changes in the percentage of growth of both cell lines, so they could be categorized as low toxicity [20].
QRT biological effects possibly come from its antioxidant properties. However, this flavonoid may
cause slightly toxic effects due to its concentration-dependent antioxidant and pro-oxidant properties,
since it may act as a cytotoxic agent after its metabolic activation to produce semiquinone and
quinoidal scaffolds. Therefore, byproduct formation must be considered in drug design ever [21].
Boncler et al. reported that NAR was not cytotoxic in a panel of five cell lines (5–50 µg/mL) since it
did not modify mitochondrial membrane potential, cell membrane integrity, and nuclear morphology.
In addition, this group showed that NAR was the lesser toxic compound in all the assays than other
comparators [22].

Acute toxicity study showed that oral administration of flavonoids ranging from 50 mg/kg to
2000 mg/kg did not produce mortality, nor signs nor symptoms of apparent toxicity in rats. There were
no gross abnormalities or pathological alterations at the end of the 14 days. This evidence is consistent
with early report where acute oral LD50 for HESP was calculated as 4837.5 mg/kg [23]. This is larger
than 2000 mg/kg, so it would be relatively safe as OECD guide 423 dictates. There was no significant
effect observed in the body weight of rats treated with QRT. However, there were substantial weight
gain differences on days 7 and 10 associated with HESP administration (300 mg/kg). Li reported that
sub-chronic oral administration of HESP for 13 weeks did not modify weight gain at 250 and 500 mg/kg
in Sprague-Dawley rats, but did at 1000 mg/kg. In addition, at last dose hemoglobin concentration,
erythrocytes, and leukocytes count were increased [22]. In addition, NARGE and NAR modified
rat weights at 300 and 2000 mg/kg. These fluctuations were probably due to slight decrease of food
and water consumption. Knapp reported that food and water intake should be associated with CNS
function and anorexia [24].

The hematological analysis showed relevant modifications. For instance, a significant decrease
of erythrocyte count was observed in the QRT 50 mg/kg group. Furthermore, MCHC was decreased
in both QRT groups. These findings indicated a possibility of anemia development. Kelly and other
authors propose a non-significant effect on hemoglobin, red blood cell, and packed cell volume in these
conditions [25–27]. In addition, MCHC is a biochemical parameter that correlates mean concentration
of Hb in erythrocytes [28]. In our study, this parameter was lower in the QRT group than the control
group, even when Hb was normal. In addition, neutrophil number was significantly lower than the
control group at HESP 300 mg/kg and 2000 mg/kg. This indicates that this flavonoid causes short-term
agranulocytosis. It is noteworthy that agranulocytosis is a severe blood disorder with a mortality rate
of 3% to 8%. However, no previous reports had been published on HESP- induced agranulocytosis [29].
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On the other hand, our study showed evidence of an increased number of platelets when NARGE
at 2000 mg/kg was administered. Although these results could indicate a potential liver damage
by NARGE administration, PT and aPTT tests reveal normal values, indicating low probability of
this adverse condition. Therefore, this suggests that flavonoids did not induce anemia. Nyska and
colleagues found no significant difference in the number of erythrocytes or MCHC. They also showed a
decrease in eosinophils in Sprague-Dawley rats fed for 90 days with 5% alpha-glycosyl isoquercitrin [30].

HESP, NARGE, and NAR also slightly modified glucose. Some reports have mentioned that
flavonoids used in this study decrease glucose levels as a common biological effect [31,32]. Thus,
HESP and NAR produced biological activity by enhancing the antioxidant defense system and
suppressing the production of proinflammatory cytokines [33]. Therefore, results suggest that QRT,
HESP, NARGE, and NAR did not cause a toxic effect on carbohydrate metabolism. Interestingly,
ALT and AST in all flavonoids groups were not significantly higher than control groups. Only QRT
(50 mg/kg and 300 mg/kg) groups produced an increase of liver enzymes than the control. It has been
well defined in literature that when transaminases increase, a liver toxicity process is occurring [34–36].
However, it should be point that ALT is a blood marker that also could be altered in skeletal muscle,
heart, adipose tissue, and gut [37].

León and colleagues reported biochemical parameters of Sprague Dawley rats. This study showed
that normal AST in these animals was 42.9–270.8 U/L, while ALT was 33.4–73.1 U/L [38]. When levels
of transaminases (ALT and AST) are modified in pathological conditions a 10-fold increase takes place.
Hepatitis and toxic-induced liver disease are examples where this type of alterations happen [39].
Another study has exposed that Sprague-Dawley rats have an increase of ALT, gamma-glutamyl
transpeptidase (GGT), and bile acid when fed with 5% alpha-glycosyl isoquercitrin for 90 days.
However, the results were found only in females [30]. Furthermore, increased alkaline phosphatase
(ALP) has been reported when 128 or 450 mg/kg of quercetin was orally received for 14 days. In fact,
bilirubin also increased, but only at 128 mg/kg. AST declined when a higher dose was administered [40].
Nyska et al. also found increases in the relative weight of kidneys in males, and the liver in both sex.
No microscopic changes were found [30]. As mentioned above, the increase in ALT and bilirubin in
the QRT group could be due to acute liver damage during compound administration.

Despite ALT values in QRT 50 mg/kg group not being 10-fold higher than the control group,
there is a trend to increase this parameter after 14 days. The hepatotoxicity described above also could
be associated with an increased TB or could be involved in further biliary excretion illnesses [41].
Taking into account that QRT 50 mg/kg caused ALT, AST, and DB alterations in a dose-independent
manner, further investigation is mandatory for verifying safety of this flavonoid.

QSAR analysis is vital nowadays because it is one of the most economic, time saving and
reliable tool for toxicological predictions in drug discovery. The ACD/Tox suite uses a QSAR-based
algorithm that predicts toxicological effects in hERG channels and CYP450, as well as some parameters
of genotoxicity, acute toxicity, aquatic toxicity, health alterations, irritation, and endocrine system
disruption [42,43]. According to the results, QRT and NARGE have a low probability for inducing
cardiotoxicity by hERG blocked at a clinically relevant concentration (<10 mM). Interestingly, HESP and
NAR had minor probability.

Inhibition of CYP450 isoenzymes is also a clinically important drug interaction in toxicokinetic
profile of bioactive substances. One of these inhibitors is grapefruit juice, a beverage with potent
inhibitory activity of 3A4 isoenzyme. In addition, echinacea extract produces a weak inhibition of IA2
and 3A4 isoenzymes. Additionally, Ginkgo biloba is considered a weak inhibitor of 3A4 [44]. According
to the results, QRT had high probability to inhibit isoform 1A2 at clinically relevant concentrations
(10 mM and 50 mM). Furthermore, NARGE also showed a high probability to inhibit 2C9, 2C19, and
1A2 isoforms, and to a lesser extent, the 3A4 isoform. HESP and NAR had the lowest to inhibit CYP450.

Finally, predictive analyzes classified QRT, HESP and NARGE into category 4 (2000 mg/kg < LD50 >

300 mg/kg) of the OECD guide 423. NAR was classified into category 3 or 4 (300 mg/kg < LD50 >

50 mg/kg or 2000 mg/kg < LD50 > 300 mg/kg). It is very important to note that predictive outcomes
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were similar than those obtained in experimental models. Prediction indicated an oral LD50 higher
than 2000 mg/kg for all flavonoids evaluated, so they were classified into category 4.

In conclusion, QRT, HESP, NARGE, and NAR are potential bioactive compounds with a good
safety profile based on NCI criteria. In this context, they might be categorized as low-toxicity agents.
Furthermore, these compounds were relatively safe based on OECD guide 423.

4. Materials and Methods

4.1. Chemicals and Reagents

Quercetin (QRT), hesperidin (HSP), naringenin (NARGE), and naringin (NAR), dimethyl sulfoxide
(DMSO), tetrazolium dye (MTT), and cisplatin were purchased from Sigma–Aldrich Co. (St. Louis,
MO, USA). All other reagents were analytical grade from local sources.

4.2. Cell Cultures

VERO and MDCK cell lines were acquired from American Type Culture Collection
(ATCC, Manassas, VA, USA). Cells were seeded in Advanced Dulbecco’s modified Eagle’s medium
(DMEM), supplemented with 10% inactivated newborn calf serum, antibiotics (100 U/mL of penicillin,
and 100 mg/mL of streptomycin), and incubated at 37 ◦C in a humidified atmosphere of 5% CO2.

4.3. Animals

Female Wistar rats (250 g b.w.) were used. These animals were obtained from Bioterium from
División de Ciencias de la Salud at the Universidad de Quintana Roo. They were maintained under
standard environmental conditions (22 ± 3 ◦C, 12 h/12 h light/dark cycle), and free access to standard
rodent diet and water ad libitum. All animal procedures were conducted under our Federal Regulations
for Animal Experimentation and Care [45] and were approved by the Institutional Animal Care and Use
Committee of the “Universidad Juárez Autónoma de Tabasco” university (Code:2017-001, Approved:
October 2017). Rats were acclimatized for 1 week before the start of experimental procedures.

4.4. MTT-Based Cytotoxicity Assay

In vitro cytotoxicity assay was performed on Madin-Darby Canine Kidney Epithelial Cells (MDCK)
and green Monkey Kidney Cells (VERO) by MTT-based assay. Briefly, cells were seeded in 96-well
plates at a density of 2.5 × 103 cells/well. Following 24 h of incubation at 37 ◦C with 5% CO2, the cells
were treated with varying concentrations of samples (1000, 750, 500, 250, and 125 µg/mL) for 48 h for
quadruplicate. Following washing and incubation with MTT solution (1 mg/mL) for 4 h, the cells were
lysed. The absorbance was measured after 45 min using a microplate reader (Multiskan Asent®) at a
wavelength of 550 nm.

The criteria for categorizing cytotoxicity against MDCK and VERO cells are based on the U.S.
National Cancer Institute (NCI). The criteria comprise as follow: IC50 ≤ 20 µg/mL = highly cytotoxic,
IC50 ranged between 21 and 200 µg/mL = moderately cytotoxic, IC50 ranged between 201 and
500 µg/mL = weakly cytotoxic and IC50 > 501 µg/mL = no cytotoxicity [9].

4.5. Acute Toxicity Test

The half lethal dose (LD50) was estimated using the fixed-dose method described in OECD
Guidelines for the Testing of Chemicals (Test No. 423: Acute Oral Toxicity-Class Method; OECD,
2001). Briefly, four fixed-doses (5, 50, 300, and 2000 mg/kg) were used by a standardized method
LD50. This method allowed a step-by-step assay according to the chosen dose to begin the experiment.
Subsequently, depending on the presence or absence of mortality, the decision to continue within the
next step is taken, so fewer experimental animals should be used. For purposes of this study, QRT at 50
and 300 mg/kg, as well as HESPE, NARGE and NAR at 300 and 2000 mg/kg were orally administered.
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Rats used for this experiment were fasted for 8 h and were organized into two groups of three rats
for each dose and each flavonoid. Likewise, the control group received isotonic 0.9% sodium chloride
solution (dose: 5 mL/kg). All rats were closely observed for toxic symptoms and behavioral changes
(sedation, hyperactivity, writhing, pruritus, feeding and drinking habits, general morphological
changes, and bite legs) for 30 min and periodically 24 h post-administration. Animals were observed
daily (14 days) and mortality rate recorded. A LD50 was estimated according to criteria of OECD
guide 423.

The rats’ body weight in each group was determined and recorded before the treatment
initiation and after 14 days. Changes in the body weight at the end of the 14 days were calculated.
Once observation time was completed and to detect any adverse effect, blood samples were collected
by cardiac puncture after the previous fasting of 8 h. For this purpose, rats were anesthetized by
intraperitoneally 50 mg/kg sodium pentobarbital. The liver was carefully extracted, rinsed in normal
saline, drained on blotting paper, and carefully examined for tissue lesions. In addition, organ weight
was determined.

4.6. Hematological Analysis

Rat blood samples were analyzed by a hematology auto-analyzer system (Sysmex XS-1000i®,
SYSMEX®, Oak Ridge, TN, USA). The parameters quantified on this stage were: blood count-packed
cell volume (PCV), red blood cell (RBC) count, hemoglobin (Hb), platelet count, white blood cell
(WBC) count, mean cell hemoglobin concentration (MCHC), mean red cell volume (MCV), mean cell
hemoglobin (MCH), prothrombin time (PT), and activated partial thromboplastin time (aPTT).

4.7. Biochemical Analysis

Albumin (ALB), total protein (TP), glucose (GLU), aspartate transaminase (AST), alanine transaminase
(ALT), indirect bilirubin (IB), direct bilirubin (DB), total bilirubin (TB), and globulin (GL) were quantified
by standardized methods on the Automated Clinical System (COBAS INTEGRA® 400 plus, ROCHE®).

4.8. In Silico Prediction of Toxicity

For this study, the ACD/Tox Suite® (Advance Chemistry Development, Inc. Toronto, Canada)
platform was used to predict the toxicity of QRT, HESP, NARGE, and NAR. This software uses a
modeling QSAR algorithm based on Physiologically Based Pharmacokinetic Modelling. This platform
is a specialized model that predicts hERG (the human Ether-à-go-go-Related Gene) blockage,
CYP3A4 inhibition, genotoxicity assessment, acute toxicity (rodent LD50), aquatic toxicity, health effects,
irritation, and endocrine system disruption [42,43]. Therefore, to carry out the prediction of baseline
toxicity, molecules of each flavonoid were drawn by ACD ChemSketch. Subsequently, molecules were
placed in ACD/Tox Suite®, and modules employed were acute toxicity group, LD50, hERG, and CYP450
inhibition. LD50 was classified to each of flavonoids according to five categories established by OECD.
On the other hand, the probability of selected CYP450 isoform (3A4, 2D6, 2C9, 2C19, 1A2) inhibition
was calculated at 10 and 50 mM. Furthermore, the blocking probability of hERG channels was assessed
at 10 mM.

4.9. Statistical Analysis

All results were expressed as mean ± standard error. The results from the in vivo and in vitro
experiments were analyzed using software Origin® 8.0. Statistical analysis of data was carried out
by the same software, where analysis of variance (ANOVA) at a 5% level of significance and Tukey
test was used. The IC50 (half inhibitory concentration) values were calculated in Origin software®,

(Northampton, MA, USA) and one-way ANOVA analysis was compared with cisplatin as the control.
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5. Conclusions

QRT, HESP, NARGE, and NAR are safety drug candidates that could be proposed as active
substances in drug development due to their toxicological profiles. Thus, all these molecules are
classified as relatively safe and practically non-toxic for human use. This work represents a part of a
project focused on demonstrating the tolerability and safety of flavonoids in other organs and systems.
The resulting data supports the innocuity and safety profile of these citroflavonoids.

Supplementary Materials: The following are available online, Table S1: Hematic cytometry values and coagulation
time of animals treated with QRT, Table S2: Hematic cytometry values and coagulation time of animals treated
with HESP, Table S3: Hematic cytometry values and coagulation time of animals treated with NARGE, Table S4:
Hematic cytometry values and coagulation time of animals treated with NAR.

Author Contributions: Conceptualization, methodology, investigation, supervision, funding acquisition,
resources, and writing—original draft: R.O.-A.; Methodology and data curation: A.S.-R.; Methodology,
data curation, investigation, and review & editing—the original draft: J.A.A.-L.; Formal analysis, investigation,
software, and investigation: G.N.-V.; Methodology, investigation, formal analysis, and data curation: A.A.G.-S.,
and V.Y.-P.; Formal research, investigation, software, and investigation: S.H.-F.; Data curation, methodology, and
investigation, Á.J.A.-C.; Data curation, investigation, and visualization, I.A.-G., E.H.-N., T.I.C.-M., and M.A.L.-G.;
Investigation, review & editing original draft, and visualization, J.C.S.-S. All authors have read and agreed to the
published version of the manuscript.

Funding: This project was funded by CONACyT-Convocatoria para la Atención a Problemas Nacionales 2015:
“Estudio preclínico de una forma farmacéutica sólida de citroflavonoides con propiedades hipoglucemiantes
e hipotensoras: Caracterización farmacicinética y farmacodinámica” No. 756.

Acknowledgments: This work was supported by the PROMEP-SEP program. The authors acknowledge the
technical support of Canul-Canché J and Rejón-Aké S. Ortiz-Andrade R, Sánchez-Recillas A, Hernández-Núñez
E, and Sanchez-Salgado JC belong to the Red Mexicana de Investigación Preclínica y Desarrollo Farmacéutico
(REMIDEF).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Hussain, K.A.; Tarakji, B.; Panar Kandy, B.P.; Jhon, J.; Mathews, J.; Ramphul, V.; Divakar, D.D. Antimicrobial
effects of Citrus sinensis Peel extracts against periodontopathic bacteria: An in vitro study. Rocz. Panstw.
Zakl. Hig. 2015, 66, 173–178.

2. Escudero-López, B.; Berná, G.; Ortega, A.; Herrero-Martin, G.; Cerrillo, I.; Martín, F.; Fernández-Pachón, M.S.
Consumption of orange fermented beverage reduces cardiovascular risk factor in healthy mice.
Food Chem. Toxicol. 2015, 78, 78–85. [CrossRef]

3. Sae-Teaw, M.; Johns, J.; Johns, N.P.; Subongkot, S. Serum melatonin levels and antioxidant capacities after
consumption of pineapple, orange, or banana by healthy male volunteers. J. Pineal Res. 2013, 55, 58–64.
[CrossRef] [PubMed]

4. Tounsi, M.S.; Wannes, W.A.; Ourghemmi, I.; Jegham, S.; Ben Njima, Y.; Hamdoui, G. Juice components
and antioxidant capacity of four Tunisian Citrus varieties. J. Sci. Food Agric. 2011, 91, 142–151. [CrossRef]
[PubMed]

5. Gandhi, G.R.; Silva Vasconcelos, A.B.; Wu, D.-T.; Li, H.-B.; Antony, P.J.; Li, H.; Geng, F.; Queiroz Gurgel, R.;
Narain, N.; Gan, R.-Y. Citrus Flavonoids as Promising Phytochemicals Targeting Diabetes and Related
Complications: A Systematic Review of In Vitro and In Vivo Studies. Nutrients 2020, 12, 2907. [CrossRef]

6. Ciumărnean, L.; Milaciu, M.V.; Runcan, O.; Vesa, S.C.; Răchis, an, A.L.; Negrean, V.; Perné, M.-G.; Donca, V.I.;
Alexescu, T.-G.; Para, I.; et al. The Effects of Flavonoids in Cardiovascular Diseases. Molecules 2020, 25, 4320.
[CrossRef] [PubMed]

7. Biharee, A.; Sharma, A.; Kumar, A.; Jaitak, V. Antimicrobial flavonoids as a potential substitute for overcoming
antimicrobial resistance. Fitoterapia 2020, 146, 104720. [CrossRef] [PubMed]

8. Wang, L.; Song, J.; Liu, A.; Xiao, B.; Li, S.; Wen, Z.; Lu, Y.; Du, G. Research Progress of the Antiviral
Bioactivities of Natural Flavonoids. Nat. Prod. Bioprospect. 2020, 10, 271–283. [CrossRef] [PubMed]

9. Rodríguez De Luna, S.L.; Ramírez-Garza, R.E.; Serna Saldívar, S.O. Environmentally Friendly Methods for
Flavonoid Extraction from Plant Material: Impact of Their Operating Conditions on Yield and Antioxidant
Properties. Sci. World J. 2020, 2020, 6792069. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.fct.2015.02.006
http://dx.doi.org/10.1111/jpi.12025
http://www.ncbi.nlm.nih.gov/pubmed/23137025
http://dx.doi.org/10.1002/jsfa.4164
http://www.ncbi.nlm.nih.gov/pubmed/20862741
http://dx.doi.org/10.3390/nu12102907
http://dx.doi.org/10.3390/molecules25184320
http://www.ncbi.nlm.nih.gov/pubmed/32967119
http://dx.doi.org/10.1016/j.fitote.2020.104720
http://www.ncbi.nlm.nih.gov/pubmed/32910994
http://dx.doi.org/10.1007/s13659-020-00257-x
http://www.ncbi.nlm.nih.gov/pubmed/32948973
http://dx.doi.org/10.1155/2020/6792069
http://www.ncbi.nlm.nih.gov/pubmed/32908461


Molecules 2020, 25, 5959 11 of 12
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