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ABSTRACT

Caesalpinia digyna (Rottl.) (Family: Fabaceae) is well known for its numerous medicinal values against
several human disorders including fever, senile pruritis, diarrhea, tuberculosis, tonic disorder, diabetes,
etc. The current study is intended to investigate the in vivo antipyretic activity of the methanol extract
of C. digyna leaves (MECD) and its carbon-tetrachloride (CTCD) and butanol fraction (BTCD). Besides, in
silico molecular docking and ADME/T profiling of the selective identified bioactive compounds of C. digyna
has been also studied to validate the experimental outcomes and establish a better insight into the pos-
sible receptor-ligand interaction affinity. In vivo antipyretic activity of MECD, CTCD and BTCD were eval-
uated by employing yeast induced pyrexia technique in mice model and in silico analysis of the identified
compounds of C. digyna has been implemented using PyRx autodock vina, Discovery Studio 2020, UCSF
Chimera software and ADME/T online tools. MECD and BTCD unveiled significant antipyretic activity in
dose dependent manner whereas, CTCD failed to exhibit significant antipyretic activity. Comparing to
other test sample, MECD (400 mg/kg; b.w) (p < 0.001) displayed maximum inhibition of pyrexia. In
molecular docking approach, docking score between —6.60 to —10.20 kcal/mol have been revealed.
Besides, in ADME/T analysis, no compound violated the lipiniski’s 5 rules and displayed any toxicity.
Biological and computational approaches ascertain the ethno-botanical use of C. digyna as a good agent
against pyrexia and the compounds of C. digyna are primarily proved as safe. Hereafter, further analysis is
suggested to validate this research.
© 2021 The Author(s). Published by Elsevier B.V. on behalf of King Saud University. This is an open access
article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

* Corresponding authors.

E-mail addresses: safaet.du@gmail.com (S. Alam), gangulyamlan@du.ac.bd

(A. Ganguly).

! The authors have equal contributions.

1. Introduction

Pyrexia (fever) is an expression of complex immune-physiologic
condition triggered by a cascade of biochemical reactions respond-
ing to the infectious or inflammatory stimuli in the body (A.
Muhammad et al. 2019). Fever is a physiological term referring
to the increase of the body’s core temperature in response to the

Peer review under responsibility of King Saud University. introduction of pathogenic agents into the body (Blatteis 2006).

Consequently, Inflammatory and infectious pathogens i.e., CRF,
IL-6, ET-1, IL-1B, chemokines and particularly PGE2 lead to gener-
ate several endogenous pyrogens (Roth et al. 2009). The key eico-
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mammals is prostaglandin E2 (PGE2) (Gaetano et al. 2010). Never-
theless, previous attempts to minimize PGE2 development were
focused on inhibition of the isoforms of the cyclooxygenase
(COX-1 and COX-2) enzyme (Malvar et al. 2014; Tavares and
Mifiano 2002). Prostaglandin synthesis is an essential element for
fever responding to endogenous and exogenous pyrogens followed
by COX-2 activation in brain endothelium (Islam 2019). However,
latest antipyretic medicaments of COX-2 selective inhibitors may
cause cardiovascular damage to the patients, whereas the non-
selective inhibitors mediate detrimental gastrointestinal/renal sys-
tem complications to the patients (Bacchi et al. 2012). Microsomal
prostaglandin E synthase-1 (mPGES-1) is also a possible object
owing to its terminal position in prostaglandin’s biosynthesis path-
way, which also responsible to catalyzes transformation of prosta-
glandin H2 (PGH2) to PGE2 (Koeberle and Werz 2015). Several
studies recently examined the valuable targets for new anti-
pyretic, anti-inflammatory, or anti-cancer agents for prostaglandin
E2 synthases (PGES; i.e., mPGES-1, mPGES-2 and cPGES) (Lauro
et al. 2017).

In current era, docking methodology became popular as a stan-
dard computational tool to find out novel active molecules and
their binding affinities to the specific receptors (Parenti and
Rastelli 2012). To have a better understanding of how small ligands
bind with macromolecules, molecular docking is considered as an
invaluable approach in pharmaceutical research and development
(Blaney 2012). Docking facilitates simulated screening of broad
libraries of compounds, ranking the results, and proposing struc-
tural hypotheses about how the ligands inhibit the target, which
is incredibly valuable for lead optimization (Morris and Lim-
Wilby 2008). Free energy landscape and best ligand poses were
investigated using search algorithms are used during molecular
docking (Huang and Caflisch 2011). Therefore, interaction affinities
and binding modes of the biological molecules towards a particular
target receptor were predicted employing structure-based strategy
of ligand — receptor molecular docking (Guedes, de Magalhdes, and
Dardenne 2014). Medicinal plants are well known for offering sub-
stantial role in health systems around the globe for people as well
as for animals to maintain good health from very ancient era. Her-
bal medications are the outputs of therapeutic herbs either pre-
venting and treating infections and illnesses or to support health
and healing (Pathak and Das 2013). Numerous recent investiga-
tions indicated significant understandings between the ethnophar-
macological utilization of the herbs by natives and novel drug
development to cure different disease conditions (Fabricant and
Farnsworth 2001). The scope and uses of plants with such poten-
tiality have been generally utilized by native healers in the treat-
ment of different maladies (Konaté et al. 2015).

Caesalpinia digyna (Rottl.) is one of the valuable species in the
Fabaceae family possessing notable ethnopharmacological impor-
tance. The species is usually found in Bangladesh, India, Nepal,
Myanmar and southern part of China. It is a large, annual, stubborn
climbing shrub and known as ‘Kochoi’ in Bengali and ‘Teri Pods’ in
English. The plant mostly occurs in the forest areas among shrub-
beries on mountain inclines and seashores. This herb is a part of
the native drug recipe 'Geriforte’ (Emon, Jahan, and Sayeed
2020), which has passable efficacy in the treatment of senile pruri-
tus. Ancient Indian practitioners had also found antipyretic, tonic,
astringent and anti-respiratory properties within this species
(Srinivasan et al. 2007; Emon, Alam, Sawon, et al. 2021). In terms
of bioactive phytochemicals, this plant comprises of caesalpinine
A, cesalpinine G intricatinol, isointricatinol, E-8-
methoxybonducelline, Z-8 methoxybonducelline, bonducellin,
isobonducellin, e-eucomine and z-eucomine (Somendu et al.
2012; Mahato et al. 1985). Moreover, the stem of C. digyna is well
known for having antidiabetic properties and also used to cure
fever (Kumar et al. 2012). The powder of this plant is also used
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to heal diarrhea and other chronic fluxes by the indigenous com-
munities in India and Bangladesh (S. K. Roy et al. 2012a;
herbpathy). To our best knowledge, no experimental work has
been performed till date to evaluate the antipyretic property of C.
digyna leave extract which is it’s most common ethnopharmaco-
logical use. The present study attempts to rationalize its indige-
nous use by investigating the in vivo anti-pyretic efficacy of
methanol extract (MECD) of C. digyna leaves along with its
carbon-tetrachloride fraction (CTCD) and butanol fraction (BTCD)
in yeast-induced pyrexia method. Besides, computational analysis
(molecular docking and ADME/T) has been implemented to charac-
terize previously defined compounds of the plant.

2. Materials and methods
2.1. Drugs and Chemicals

Methanol, carbon-tetrachloride and butanol have been obtained
from Sigma Chemicals Co. (St. Louis, MO, USA). Tween-80 was col-
lected from BDH Chemicals Ltd. (Poole, UK). Indomethacin was
obtained from Aristopharma Ltd (Dhaka, Bangladesh). Yeast was
found from Angel Yeast Co. (China). Therefore, analytical grade
chemicals were used throughout time frame of the study.

2.2. Collection and identification of the plant

For this present research, plant sample (leaves) of C. digyna was
collected in February 2019 from Sonaichori area of Sitakund Upa-
zila (sub-district), Chattogram (previously known as Chittagong),
Bangladesh. The plant specimens were appropriately identified
by Mr. Sajib Rudra, Taxonomist, Department of Botany, University
of Chittagong, Chattogram-4331, Bangladesh (Accession number:
CTGUH SR 2793). The plant leaves were initially cleaned by sys-
tematic wash with tap water. Then the plant materials were dried
in natural shade for fourteen days to protect the thermo labile phy-
toconstituents and the temperature in natural shade was kept con-
stant at 23 + 2 °C (room temperature). Thereafter, the plant
materials were further dried in the oven for 1 h at considerably
low temperature (40 °C) for better grinding. Then dry materials
were milled and grinded to powder substances utilizing a high-
capacity grinding machine. At that point, powdered plant materials
were stored in cool, dark, ventilated, and well-closed plastic
container.

2.3. Extraction of the plant material

Around 500 gm of the dried powder of plant materials were
soaked in 2.5 L of methanol in a separate clean glass compartment.
The materials in container were kept for 14 days at 23 + 2 °C by fix-
ing the container with aluminum foil and a container lid and were
going for shaking and mixing occasionally. The materials were fil-
tered through cotton using no. 1 Whatman double rings filter
paper (Bibby RE200, Sterilin Ltd., UK) and the filtrates were bathed
and concentrated at 40 °C to evaporate the solvent. Then 18 g
crude methanol was extracted from leaves. Finally, rest of the frac-
tions (CTCD, BTCD) had been extracted from crude methanol by
following Kupchan partitioning method (Qureshi et al. 2019). The
crude extract and fractions were preserved at the refrigerator
(4°C).

2.4. Animals and ethical consideration
Swiss albino mice of around 25-30 g weight and 7-8 weeks

aged were collected from BCSIR (Bangladesh Council of Scientific
and Industrial Research), Chattogram, Bangladesh. The collected
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mice were facilitated with laboratory grade foods, mineral water,
proper ventilated house and natural day-night cycle was also
maintained. All the animals were kept at plastic cases under the
20 £ 2 °C temperature and facilitated with a 12 h light-dark cycle.
All the examinations were carried out in isolated and silent condi-
tion. The mice were acclimatized for 10 days prior of experiment in
laboratory conditions. The handling and taking care of animals was
carried out by universal rules for the utilization and maintenance
of experimental animals (Care, Animals, and Resources 1985).

2.5. Acute oral toxicity test

All the experiments during the study were carried under stan-
dard laboratory conditions following guidelines of Organization
for Environmental Control Development (Viran et al. 2003). The
mice were grouped as 10 in each and mice in each group received
oral doses of 1000, 2000 and 3000 mg/kg of MECD, CTCD and BTCD,
while vehicle was supplied to the control group. The experiment
was continued for 48 h and the typical behavior and any sign of
harmness of mice was monitored in regular interval and changes
of body weight were also noted every day.

2.6. Yeast-induced pyrexia

Fever induction by Brewer’s yeast method was applied in exper-
imental animals by injecting 20% yeast suspension subcutaneously
with a dose of 10 mL/kg which were kept under fasting condition
overnight (Loux, DePalma, and Yankell 1972; Emon, Alam, Rudra,
etal. 2021). The primary temperature was recorded via rectal route
with a digital thermometer. After a time period of 18 h, the animal
models which showed a rectal temperature uplifting of 0.3 - 0.5 °C
(32.54 to 32.9 °F) were chosen for antipyretic activity testing. The
plant extract of different concentrations i.e. 50, 100, 200 and
400 mg/kg body weight were given to conduct the test along with
indomethacin (4 mg/kg) as reference drug and TWN-80 was pro-
vided to animal models of control group. After this treatment, rec-
tal temperature was again recorded at an interval of one hour for
three hours straight (Abena et al. 2003) and every reading was doc-
umented as a mean value of three readings.

2.7. In silico study

2.7.1. Molecular docking: Protein preparation

Three dimensional crystal structure includes cyclooxygenase-1
(PDB ID: 3N8V) (Sidhu et al. 2010), human cyclooxygenase-2
(PDB ID: 5KIR, 3PGH) (Orlando and Malkowski 2016; Kurumbail
et al. 1996), mPGES-1 (PDB ID: 5YK5) (Luz et al. 2015) have been
retrieved in PDB format from RCBS Protein Data Bank (https://
www.rcsb.org/structure). The proteins were being free of water
and heteroatom employing Discovery studio 2020 (S. Alam et al.
2020). Gasteiger charge was assigned, and non-polar hydrogens
were combined with proteins for further arrangement. Moreover,
all the proteins were converted to the least energy state in Gastei-
ger mode of UCSF Chimera keeping standard residues in AMBER
ff14sB before further analyses (Shapovalov and Dunbrack Jr 2011).

2.7.2. Molecular docking: Ligand preparation

The structure of five selected molecules isolated (Fig. 1) from C.
dignya leaves namely Intricatinol (PubChem CID: 6439175), Bon-
ducellin (PubChem CID: 14079439), Isobonducellin (PubChem
CID: 10423880), Caesalpinine A (PubChem CID: 5458904), Cae-
salpinine C (PubChem CID: 100949741) have been retrieved from
the PubChem database. The ligands (2DSDF format) were down-
loaded and then minimized and converted (pdbqt format) to quest
best optimal hit against mentioned targets using PyRx tools. The
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virtual screening was carried out using default settings of PyRx
(Herowati and Widodo 2014; S. Alam, Rashid, et al. 2021) retrieved
from MGLTools (https://ccsb.scripps.edu/mgltools/).

2.7.3. Molecular docking: Docking analysis

The protein-ligand linking process of the selected protein-li-
gand complexes were achieved by using PyRx Autodock Vina with
a semi-flexible docking system (Herowati and Widodo 2014; M.M.
Alam, Emon, et al. 2021). Transformation of proteins and other
molecules from PDB to PDBQT format were done using PyRx Auto-
Dock software. The rigidity of proteins and the flexibility of ligands
were maintained throughout the study. Ligand molecules were
possessed of 10 degrees of liberty. Ttransformation of the mole-
cules into pdbqt format, sort of box, grid box creation, etc were
defined by AutoDock. During transformation, grid box was created
with an active site in the center of the box. In the end, the docking
positions for the best linking approaches were assessed using BIO-
VIA Discovery Studio Visualizer 2020 (Biovia 2017).

2.7.4. Ligand based pharmacokinetics and toxicity measurement

The pharmacokinetic properties of three major compounds
were determined using an online tool, SwissADME (http://www.
swissadme.ch/). Favorable drug-like properties of all compounds
were evaluated following Lipinski’s rule of five (M.W not more
than 500; H-bond donors < 5; H-bond acceptors < 10;
Lipophilicity < 5 and molar refractivity ranging from 40 to 130)
(Lipinski et al. 1997). Moreover, an online web tool admet SAR
(http://lmmd.ecust.edu.cn/admetsar2) were employed to deter-
mine toxicological properties of the compounds.

3. Statistical analysis

Statistical analysis of data was controlled using Graph pad
prism version 5.0. and exhibited as mean + SEM (Standard Error
Mean). One-way Analysis of variance (ANOVA) was used to dictate
statistical significance and accomplished by Dunnett’s multiple
comparison tests. Significance level were considered when P-
value<0.05, 0.01 and 0.001. Therefore, dose dependent antidiar-
rheal activity was observed applying linear regression analysis
based on suitability.

4. Results
4.1. Acute toxicity of MECD, CTCD and BTCD

Morphological characteristics (fur, face, eyes and nose) of the
experimented animals have not been changed in acute oral toxicity
study. Physiological characteristics such as tremors, hallucinations,
salivations, diarrhea lethargy have not been observed and behav-
ioral characteristics such as self-mutation, regressive actions, gait
and attitude, sensory stimuli etc. were also natural. The weight
was remaining unchanged in both control and the treatment
groups. Food and water supplies were same to all experimented
animals. In such controlled conditions, effects of MECD, CTCD
and BTCD were steady till 3000 mg/kg of body weight dose. Hence-
forth, MECD, CTCD and BTCD (50, 100, 200 and 400 mg/kg) doses
were chosen for antipyretic activity.

4.2. Effect of MECD, CTCD and BTCD on yeast induced pyrexia

Upon the administration of brewer yeast suspension through
subcutaneous route, rectal temperature was highly raised after
18 h. Significant (p < 0.05, 0.01, 0.001) dose dependent pyrexia
inhibition has been observed in the treated mice upon the applica-
tion of indomethacin (4 mg/kg, i.p), MECD and BTCD (100, 200 and
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Bonducellin Iso-bonducellin

CaesalpinineA Caesalpinine C

Intricatinol

Fig. 1. Structure of all selected phytoconstituents (Bonducellin, Isobonducellin, Caesalpinine A, Caesalpinine C, Intricatinol).

Table 1
Report on inhibition of Brewer’s yeast induced pyrexia by MECD, CTCD, BTCD and control samples in mice model.

Treatment Dose (mg/kg-b.w; p.o) Normal rectal temperature (°F) Rectal temperature (°F) after Rectal temperature (°F) after drug administration
yeast administration

60 min 120 min 180 min
TWN — 80 10 mL/kg 97.24 + 0.23 103.13 £ 0.86 104.90 + 0.34* 104.21 £ 0.23* 10434 + 0.36%
IDM 4 (i.p) 98.25 + 0.32 104.20 + 0.73 97.17 £ 154" 97.18 + 047" 97.53 +0.83""
MECD 50 97.90 + 0.45 104.10 £ 1.20 104.24 + 0.77 105.48 + 0.54 103.41 + 0.45
CTCD 50 97.24 + 0.54 105.44 + 0.72 105.38 + 1.58 105.78 + 0.65 105.34 + 0.84
BTCD 50 98.12 + 0.82 104.50 + 0.28 105.23 + 0.16 105.44 + 0.48 104.10 + 1.25
MECD 100 96.88 + 1.25 104.66 * 1.24 103.36 + 0.80* 103.12 * 0.48* 103.56 + 0.59*
CTCD 100 96.50 + 0.56 104.22 033 104.60 + 1.88 104.34 £ 0.67 104.00 + 0.74
BTCD 100 97.25 + 0.44 104.87 + 0.44 103.36 + 0.64 103.20 + 1.45 103.44 + 0.50
MECD 200 98.40 * 0.65 104.02 + 1.76 102.24 £ 0.65~ 101.12 £ 046~  101.78 + 0.54"
CTCD 200 98.15 + 0.32 105.62 + 1.70 105.44 + 0.33 104.20 + 0.27 104.25 + 1.20
BTCD 200 97.85 + 0.76 105.42 + 0.68 103.22 + 0.90* 101.20 + 1.64* 102.82 £ 0.56 "
MECD 400 95.45 + 0.44 105.10 £ 1.2 99.74 + 0.44" 97.18 £ 054 98.00 £ 0.60"
CTCD 400 96.23 + 0.36 104.41 * 1.07 103.88 + 0.80 103.80 * 0.44 103.22 + 1.68*
BTCD 400 98.60 + 0.66 104.66 + 0.90 100.88 + 063"  98.68 +1.30" 98.85 + 0.74"

All the values are presented as mean + SEM; One-way analysis of variance (ANOVA) followed by Dunnett’s test. *p < 0.05, **p < 0.01, and ***p < 0.001 is considered as
significant compared with the control, where # is designated as control. MECD = methanol extract of Caesalpinia digyna, CTCD = carbon tetrachloride fraction of Caesalpinia
digyna, BTCD = butanol fraction of Caesalpinia digyna, TWN = 1% Tween 80, and IDM = Indomethacin.

400 mg/kg). In contrast, CTCD failed to reduce yeast-induced pyr- 4.3. Molecular docking analysis

exia on mice model. The maximum inhibition of pyrexia has been

by MECD 400 mg/kg which is close to the prescribed dose of The Antipyretic activity has been investigated by docking anal-
Indomethacin-4 mg/kg (table 1). ysis and shown in table 2 and Fig. 2, where three receptors namely
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Table 2
Docking scores of the experimental compounds for the antipyretic activity.

Saudi Journal of Biological Sciences 28 (2021) 5302-5309

Docking Score

Compounds Anti-pyretic activity
COX-1 COX-2 mPGES-1
3N8V 5KIR 3PGH 4YK5
Intricatinol -85 -8.6 -7.0 -8.0
Bonducellin -83 -8.2 -6.7 -7.8
Isobonducellin -85 -8.0 -6.6 -74
Caesalpinine A -9.9 -10.2 -8.9 -7.3
Caesalpinine C -8.6 -9.1 -8.2 -79
ARG
A:35

Interactions

- Conventional Hydrogen Bond - Pi-Pi Stacked
- Pi-Cation |:] Pi-Alkyl
- Pi-Sigma

(a) 4KYS5 - Intricatinol

\%

AL145
O\1375

Interactions
- Conventional Hydrogen Bond D Alkyl
[ Fication [ Piakyl

(b) 3N8YV - Caesalpinine A

Fig. 2. The best ligand- receptor interactions (a, b, ¢, and d represent 4KY5 - Intricatinol, 3N8V - Caesalpinine A, 3PGH - Caesalpinine A and 5KIR - Caesalpinine interactions

respectively) presented in 3D and 2D view.

cyclooxygenase-1 (PDB ID: 3N8V), cyclooxygenase-2 (PDB ID: 5KIR
and 3PGH) and microsomal prostaglandin E synthase-1 (4YK5)
were employed to find out binding affinities with some particular
compounds of C. digyna. Caesalpinine A shows best binding affinity

with cyclooxygenase-1 (3N8V) and cyclooxygenase-2 (5KIR, 3PGH)
proteins. The docking score on 3N8V ranked as Caesalpinine
A > Caesalpinine C > Intricatinol > Isobonducellin > Bonducellin.
The docking ranking for 5KIR and 3PGH were same. The ranking
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ILE
A315

(¢) 3PGH - Caesalpinine A

A B /v AN SR
Y-t
| e, T,
oD
D:268
! -
ILE H
A:558 a* // ~— L¥s
K D:243
( (ed"
D236 . ASN
P Y A570
D:248
Interactions
- Conventional Hydrogen Bond |:| Pi-alkyl
|:] Carbon Hydrogen Bond
(GLNY
B:374
s
H H
J 7:( ,
o% '1/ )'J.
ASN \ / LY
B:375 ~_~ .
.
.
LEU ‘6Ly)
B:145 A:225
Interactions
- Conventional Hydrogen Bond |:| Alkyl

|:] Pi-Donor Hydrogen Bond

(d) SKIR - Caesalpinine A

Fig. 2 (continued)

of binding affinity for the 5KIR and 3PGH was as follows: Cae-
salpinine A > Caesalpinine
C > Intricatinol > Bonducellin > Isobonducellin. The best interaction
of 3N8V with the Caesalpinine A was possessed through the con-
ventional hydrogen bond (arg374, asn375 and gly225), alkyl
(val145) and pi-alkyl (pro538) bonds. Caesalpinine A also shown
best binding affinity to the 5KIR and 3PGH through a series of
bonds: Caesalpinine A — 5KIR (leu145, asn375, gIn374 and
gly225) and Caesalpinine A — 3PGH (ile558, ile315, lys243,
asp268, asn570, lys248 and leu246) respectively. Besides, Intricati-
nol yielded best binding interaction with the mPGES-1 (4YK5) by
the formation of series of bonds namely: conventional hydrogen
bond (arg87), pi-cation (lys84), pi-sigma (arg35), pi-pi stacked
(tyr113 and pi-alkyl (leu89). The ranking of the docking score on
mPGES-1  were  follows: Intricatinol >  Caesalpinine
C > Bonducelline > Isobonducellin > Caesalpinine A.

4.4. ADME/T analysis

An online tool SwissADME was used employing Lipinski’s rules
of five to calculate the pharmacokinetic characteristics of the
selected compounds. According to declaration of the Lipinski, A
drug has to follow some criteria (molecular weight < 500 amu,
Hydrogen bond donor < 5, Hydrogen bond acceptor sites < 10
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and Lipophilicity value LogP < 5) to be orally bioavailable. As per
declaration of the Lipinski, all the experimented compounds show
strong oral bioavailability. Prediction about toxicological proper-
ties admet SAR, an online tool also showed that the selected com-
pounds (Intricatinol, Bonducellin, Isobonducellin, Caesalpinine A,
Caesalpinine C) of C. digyna were neither toxic nor carcinogenic
(table 2). Hereafter, these compounds were proven biologically
stable as a drug source.

5. Discussion

Literature searches revealed that, some isolated phytocom-
pounds of C. digyna such as bergenin, glutathione and flavonoids
were attributed to their anti-inflammatory and antioxidant prop-
erties as active substances (Chaudhury 1957; S. Roy et al. 2012b;
Somendu et al. 2012). In addition, caesalpinine A, cellallocinie,
gallic acid, ellagic acid, pipecolic acid and tannin, isolated from
C. digyna have been reported to demonstrate antimicrobial, anti-
tubercular, antidiabetic, radioprotective, hypoglycemic and
hypolipidemic properties (S. Roy et al. 2012b; Narkhede et al.
2011; Srinivasan et al. 2007). This study aimed to evaluate the
antipyretic potential of C. digyna leaves extract by administering
subcutaneous injection of brewer’s yeast which can result in
prostaglandin synthesis. This method is gaining considerable
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Table 3

Absorption, digestion, metabolism, excretion, and toxicological (ADME/T) properties of the compounds for good oral bioavailability.
Molecules PD MW (g/mol) HBD HBA LogP (o/w) HIA AM CAR (binary) PPB AOT (kg/moL)
Intricatinol 6,439,175 298.29 2 5 2.77 0.9911 0.5600 0.9078 1.243 2.041
Bonducellin 14,079,439 282.29 1 4 3.06 0.9941 0.5600 0.8936 1.13 1.75
Isobonducellin 10,423,880 282.29 1 4 3.06 0.9941 0.5600 0.8936 1.13 1.75
Caesalpinine A 5,458,904 421.5 3 4 2.43 0.9687 0.6000 0.8429 0.932 2.501
Caesalpinine C 100,949,741 405.5 2 3 3.55 0.5714 0.6900 0.8286 0.923 1.779

PD = PubChem ID, MW = Molecular Weight (acceptance range : (5 0 0), HBD = Hydrogen Bond Donor (acceptance range: < 5), HBA = Hydrogen Bond Acceptor: (acceptance
range: < 10), LogP = High Lipophilicity (acceptance range : < 5), HIA = Human Intestinal Absorption, AM = AMES Mutagenesis, CAR = Carcinogens, PPB = Plasma Protein

Binding, AOT = Acute Oral Toxicity.

attention for the identification of plant materials and synthetic
pharmaceutical goods for their antipyretic effect (N.
Muhammad, Saeed, and Khan 2012). Yeast-induced pyrexia is
responsible for pathogenic fever whereas, secretion of prostaglan-
dins has been considered as its etiology (Moltz 1993). The possi-
ble mechanism of antipyretic action might be inhibition of
prostaglandin synthesis like paracetamol blocked the syntheses
of prostaglandin by diminishing cyclooxygenase enzyme’s activ-
ity. Antipyretic activity might be denoted by inhibition of pyrexia
inducing mediators (N. Muhammad, Saeed, and Khan 2012).
Besides, NSAIDs, non-steroidal anti-inflammatory antipyretic
drugs due to its inhibition capability of prostaglandin synthesis
can also exert antipyretic efficacy (Vane and Botting 1998).
Hence, MECD and BTCD might be considered as antipyretic agent
as it possessed of bioactive phytochemicals, capable to inhibit the
prostaglandin synthesis and to reduce the rectal temperature
induced by yeast in mice model. Nowadays, investigation through
molecular docking has become a popular method to investigate
ligand-receptor binding affinities and to understand biological
activity of the natural products. Molecular docking is a common
and highly applied approach in the field of drug development.
There are several articles detailing a wide range of approaches
in which the discoveries of novel bioactive molecules are defined
(Ferreira et al. 2015). In structure-based virtual scanning, the con-
solidated database is docked to a pre-selected target site (Lionta
et al. 2014) and the ligand-based virtual screening approach is
based on the examination of molecular descriptors derived from
recognized active compounds (Geppert, Vogt, and Bajorath
2010). It is an effective method to achieve better knowledge on
binding mechanisms and binding potentiality of different proteins
(Khan et al. 2019). Considering the facts, obtained experimental
results in biological study were further evaluated and validated
by analyzing through molecular docking. Hence, analysis through
molecular docking provides deeper insights in terms of ascertain
the antipyretic activity of the five representative molecules of the
C. digyna. In antipyretic molecular docking study, several selected
compounds showed docking values between -6.60 to
—10.20 kcal/mol indicate that, they are possessed of anti-pyretic
properties (table 2). Among these compounds, Caesalpinine A,
Caesalpinine C, and Intricatinol have been proven highly active
to the COX - 1, COX - 2 and mPGES —1. They showed best bind-
ing interactions with the reactants (enzymes/receptors) through
the group of residues. Moreover, oral bioavailability of the
selected compounds was proven following the declaration of Lip-
inski’s five rules (table 3). Toxicological properties of the selected
phytochemical were evaluated using admetSAR and ensuring
safety of the compounds, which is vital criterion to be a good
drug candidate (Cheng et al. 2012; Emon, Alam, Sawon, et al.
2021). Again, the pharmacokinetic/drug likeliness, least toxicity
and oral bioavailability of the experimented compounds were sig-
nificant in terms of biological review, new drug development and
clinical trial (Lipinski 2004).
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6. Conclusion

The study was aimed to validate the conventional application of
C. digyna as an antipyretic candidate. Comparing to the molecular
docking and the biological experiments, the finding confirms the
antipyretic activity of C. digyna. In our investigation, it can be
inferred that, MECD and BTCD can be the source of antipyretic
therapies and the research also agrees with the folk application
of this species. Further extensive biological and clinical research
on the experimented compounds is required to ensure efficacy
and safety profile of selected phytocompounds. In addition,
advanced studies are warranted to establish C. digyna as a potential
antipyretic agents for human welfare and also to reveal the exact
mechanism of displayed antipyretic action.
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