
Journal of King Saud University – Science 35 (2023) 102772
Contents lists available at ScienceDirect

Journal of King Saud University – Science

journal homepage: www.sciencedirect .com
Original article
Comparative evolutionary and structural analyses of the TYRP1 gene
reveal molecular mechanisms of biological functions in mammals
https://doi.org/10.1016/j.jksus.2023.102772
1018-3647/� 2023 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 author.

Peer review under responsibility of King Saud University.

Production and hosting by Elsevier
Hina Ali a, Mahreen Mahmood b,⇑, Muhammad Adnanm, Gulnaz Afzal c, Shazia Perween d,
Rana Waseem Akhtar e, Raheela Jabeen f, Akhtar Rasool Asif g,h, Sehrish Faryal i, Abdur Rahman g,
Sayyed Aun Muhammad g, Gulnaz Parveen j, Shakeel Ahmed k, Daoud Ali l, Mohammed H.A. Almarzoug l

aQuaid-e-Azam Medical College, Bahawalpur, Punjab, Pakistan
bDental Surgeon Rural Health Center, Akhtarabad, Punjab, Pakistan
cDepartment of Zoology, The Islamia University of Bahawalpur, Pakistan
dDepartment of Zoology, Women University Multan, Pakistan
eDepartment of Animal Breeding and Genetics, Faculty of Veterinary and Animal Sciences, The Islamia University of Bahawalpur, Pakistan
fDepartment of Biochemistry and Biotechnology, The Women University Multan, Pakistan
gDepartment of Clinical Sciences, College of Veterinary and Animal Sciences. Jhang University of Veterinary and Animal Sciences, Lahore - Pakistan
hCollege of Animal Science and Technology, Huazhong Agricultural University, Wuhan, China
i Institute of Biochemistry and Biotechnology, University of Veterinary and Animal Sciences, Lahore, Pakistan
jDepartment Zoology, Woman University Swabi, Pakistan
k Foodomics Laboratory, Bioactivity and Food Analysis Department, Institute of Food Science Research CIAL (CSIC-UAM), C/Nicolás Cabrera 9, 28049 Madrid, Spain
lDepartment of Zoology, College of Science, King Saud University, P. O. Box 2455, Riyadh 11451, Saudi Arabia
m Institute of Microbiology, University of Veterinary and Animal Sciences, Lahore, Pakistan
a r t i c l e i n f o

Article history:
Received 15 March 2023
Revised 6 June 2023
Accepted 14 June 2023
Available online 19 June 2023

Keywords:
Evolution
Tyrosine
Mammals
Adaptive selection
Phylogenetics
a b s t r a c t

Molecular mechanisms underlying adaptation to the environments are still challenging in evolutionary
biology. This study conducted a comparative analysis of tyrosine protein across different mammalian
species to gain insight into the molecular mechanisms of adaptive evolution in response to oxidative
stress. By examining tyrosine protein’s structural and evolutionary patterns, the study identified specific
amino acid residues that may have played a role in adaptive evolution in response to oxidative stress. We
examined this protein’s structural and evolutionary patterns and identified specific amino acid residues
that may have played a role in adaptive evolution. Our results suggest that changes in the tyrosine pro-
tein may have contributed to the evolution of antioxidant defense mechanisms in mammals. We also
reconstructed the evolutionary history of tyrosine protein in mammals and identified key events and lin-
eages that may have contributed to the observed patterns of adaptation. These findings provide valuable
insights into the molecular mechanisms that underlie adaptive evolution in response to environmental
stressors and highlight the importance of the tyrosine protein in the evolution of antioxidant defense sys-
tems in mammals. The results suggest that changes in the tyrosine protein may have contributed to the
evolution of antioxidant defense mechanisms in mammals. These findings provide a deeper understand-
ing of the molecular mechanisms that underlie adaptive evolution in response to environmental
stressors.
� 2023 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/).
1. Introduction

Oxidative stress is a common challenge organisms face in vari-
ous environments. It can result from various factors, such as expo-
sure to pollutants, radiation, or pathogen infection. As a result,
many organisms have evolved complex systems to mitigate the
damaging effects of oxidative stress. One of the key components
of these systems is the antioxidant defense system, which includes
enzymes such as superoxide dismutase, catalase, and peroxidase.
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These enzymes are critical in protecting cells and tissues from
oxidative damage by reducing reactive oxygen species (ROS) and
reactive nitrogen species (RNS). Proteins are one of the central
players in the machinery of the cell. They are large, complex mole-
cules that perform various functions, including catalyzing chemical
reactions, transporting molecules across membranes, and provid-
ing structural support to cells and tissues. (Dill and MacCallum
2012). Many proteins interact with other molecules in the cell,
including other proteins, nucleic acids, and small molecules, and
these interactions are often highly specific and regulated. There-
fore, understanding the properties and functions of proteins is a
key goal in many areas of biology and has important implications
for fields such as drug discovery and biotechnology (Fowler and
Fields 2014). Alterations in amino acids apart from active or bind-
ing sites can have intense effects on enzymatic activity or the ther-
modynamic constancy of a protein (Freeman et al., 2011). Highly
conserved mutations may have harmful, neutral or hyper-
activating effects, whose magnitudes can be difficult to determine
(Gilbert et al., 2012). Multiple mutations can lead to unpredictable
increases or decreases in enzyme activity (Zhang et al., 2012).
Tyrosinase-related protein is one of the coppers containing -
limiting enzymes in the biosynthesis of melanin in different body
parts such as skin, hair, and eyes in humans and animals. It cat-
alyzes the conversion of tyrosine to 3, 4-dihydroxyphenylalanine
(DOPA), and 5, 6-dihydroxy indolee (DHI) to indole-5, 6-quinone
(Tripathi et al., 1992). Normally, eumelanin is produced from L-
Tyrosine in the presence of the main enzyme tyrosinase in a suc-
cession of reactions. Pheomelanin also produced from L-Tyrosine,
but continues only in the presence of cysteine pooled with a lack
of activated tyrosinase (Cieslak et al., 2011).

The TYRP1 gene has been extensively studied in different mam-
malian species, and mutations in this gene have been linked to var-
ious disorders, such as oculocutaneous albinism and melanoma. In
addition to its role in human biology, the TYRP1 gene is of partic-
ular interest for understanding mammalian evolution and biology
(Reissmann and Ludwig 2013). The variation in coat color is a strik-
ing example of natural selection and adaptation in different mam-
malian species. The TYRP1 gene has been shown to be one of the
key genes responsible for the variation in coat color in many mam-
malian species, including domestic dogs, wolves, foxes, horses, and
pigs (Kalds et al., 2022). Understanding the genetic basis of coat
color variation can provide insights into the mechanisms of evolu-
tion, including genetic drift, mutation, and natural selection, and
how these processes shape genetic diversity in different popula-
tions and species. Furthermore, the study of the TYRP1 gene in dif-
ferent mammalian species can provide insights into the evolution
of complex traits and how genetic variation can be maintained in
populations. The TYRP1 gene has also been shown to be involved
in other physiological processes, such as the regulation of cell
growth and differentiation, suggesting that it may have broader
implications for mammalian biology beyond just melanin synthe-
sis and coat color variation (Elkin et al., 2023).

Except for the function in the melanin synthesis process, the
variations in the TYRP1 gene were capable of affecting the activity
of tyrosinase, and TYRP1 might also help stabilize and regulate the
catalytic activity of tyrosinase (Kobayashi et al., 1998, Sarangarajan
and Boissy 2001), participated in the maintenance of melanosome
structure (Kobayashi and Hearing 2007), and the effect of melanin
cell proliferation and apoptosis (Rad et al., 2004). Recent studies
have suggested that changes in the structure and function of pro-
teins involved in the antioxidant defense systemmay be important
drivers of adaptive evolution in response to oxidative stress. The
tyrosine-protein is one such protein that has been implicated in
this process, as it plays a key role in the redox regulation of various
enzymes and signaling pathways. However, the specific molecular
mechanisms underlying the adaptive evolution of the tyrosine pro-
2

tein in response to oxidative stress remain poorly understood. In
this study, we sought to address this gap in knowledge by conduct-
ing a comparative analysis of the structure and evolution of the
tyrosine protein across different mammalian species. By compar-
ing the patterns of sequence conservation and divergence in the
tyrosine protein, we aimed to identify specific amino acid residues
that may have undergone positive selection or rapid evolution in
response to oxidative stress. We also reconstructed the evolution-
ary history of the tyrosine protein in mammals to gain insights into
the evolutionary events and lineages that may have contributed to
the observed patterns of adaptation. Overall, our study provides a
deeper understanding of the molecular mechanisms that underlie
adaptive evolution in response to environmental stressors and
sheds light on the role of the tyrosine protein in the evolution of
antioxidant defense systems in mammals.
2. Materials and methods

2.1. Data collection and analysis

The sequence of amino acids that comprise Mammalian TYRP1
was acquired from the Genbank and UniProt databases (Mizrachi
2007).We looked for andchose thehomologous sequences formam-
malian TYRP1 from the Orthologous Matrix (OMA) Browser (Zahn-
Zabal et al., 2020) by employing conventional parameters. ClustalO-
mega was used from the EMBL EBI Web site to construct multiple
sequence alignments. These alignments were done on the Mam-
malian TYRP1 and the chosen orthologues. PSIPRED was used to
build the secondary structure of mammalian TYRP1, whereas
CSpritz was used to predict the intrinsically disordered structure.

2.2. 3D protein modeling and structural analysis of mammalian
tyrosinase

The homology modelling method was utilized to construct the
structure of the mammalian TYRP1 gene, and the human sequence
was used as a reference. The I-TESSAR and Swiss modeling tech-
niques (Ahmad et al., 2022) were used to predict acceptable struc-
tures for the three-dimensional (3D) structures of sheep TYRP
protein. Validation of the structures of all projectedmodelswas car-
ried out by the MolProbity server (Chen et al., 2010). Within UCSF
Chimera 1.10.1, the conjugate gradient technique and the Amber
force field were utilized to reduce the size of the generated target
proteins. In addition, the stereochemical properties of the structures
that were expected to be altered were analyzed with the help of the
ProSAweb server (Pires et al., 2014). Using the FT site server (https://
ftsite.bu.edu/), we could predict the location of the ligand binding
site inside theMammalianTYRP1protein. The FT site is a freely avail-
able internetwebsite that canpredict thebinding sites formore than
94%ofApoproteins. Thismaybeused for structure-basedprediction
of proteins, protein engineering, drug creation, and understanding
the functional link among proteins.

2.3. Conservation of amino acids

ConSurf was used to investigate the evolutionary conservation
of the amino acid residues in the sheep TYRP1 protein. The website
can be found at https://consurf.tau.ac.il/. A protein’s enzymatic
sites and those amino acids necessary for protein interactions are
more likely to be conserved than the protein’s other amino acids.
Because of this, variations in the amino acids found in the con-
served sections of a protein is more harmful than polymorphisms
found in areas of the protein that are variable because they desta-
bilize the structure and function of the protein. The conservation
value between 1 and 4 is regarded as varied; scores 5 to 6 exhibit
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average conservation, and scores ranging from 7 to 9 indicate
highly conserved (Ashkenazy et al., 2016).

2.4. Prediction of post-translation modification sites

Post-translational modification site predictions were obtained
by running the TYRP1 protein sequence through the ModPred ser-
vice (https://www.modpred.org/). It predicts potential post-
translational modification sites, or PTM sites, based on the protein
sequence. The system has 34 independent logistic regression
model ensembles. These models are independently trained using
a dataset of 23,026 unique polymorphic sites among 126,036
non-redundant sites confirmed by experiments. These locations
have been empirically confirmed, and we’ve gleaned them from
random literature and public databases.

2.5. Protein stability prediction

To identify the mutational effect in proteins, the DUET web ser-
ver, a combined computational technique, was utilized (Pires et al.,
2014). Using the Support Vector Machine (SVM) technology, DUET
combines two methodologies that correlate to one another—
namely, SDM and mCSM—to provide a forecast regarding consent.
Estimations of negative and positive values were used to validate
the DUET analysis. Positive values characterize the unstabilized
structural stability and morphology, while negative values repre-
sent the constant protein conformation. I-Mutant 2.0 is a network
that can predict changes in protein stability following a single-
point mutation based on the sequence or structure of the protein.
Using equation 1, one can get their results in the form of a change
in protein stability and a change in Gibbs-free energy (G). G is cal-
culated as follows: G (mutant Protein) minus G (wild-type, kcal/-
mol). In addition, single-point mutations were utilized to test the
accuracy of STRUM’s capacity to forecast protein molecules’ fold
stability change (G). In addition, the EASE-MM sequence-based
prediction of mutation-induced stability alterations [38] was uti-
lized to validate the protein’s continued stability in the face of
mutations. When mutations are induced, the results are displayed
as either an increase or a decrease in stability.

2.6. Prediction of protein–ligand binding site

By analyzing, comparing, and predicting the protein–ligand bind-
ing sites on LPIcom’s web server (Singh et al., 2016), it is possible to
better understand how various proteins and ligands interact. The ser-
ver’s comparisonmodule enables you to compare theprotein-binding
sites of several ligands to determine how comparable they are based
on their binding sites. The web servers COACH (Wu et al., 2018) and
I-Tasser were consulted to ascertain the total number of binding sites
and their locations. COACH is a meta-server strategy that predicts
ligand binding targets using two comparative approaches: TM-SITE
and S-SITE. This is accomplished by comparing the results of each of
thesemethods. These techniquesuse theBioLiPprotein functiondata-
base to identify potential ligand binding sites.
3. Results

Evidence suggests that the TYRP1 gene not only plays a role in
the evolution of pigmentation in mammals but also modulates
oxidative stress as a mechanism of adaptation. The TYRP1 enzyme
is involved in synthesizing eumelanin, which is known to scavenge
free radicals and protect against oxidative stress. Several studies
have identified positive selection acting on the TYRP1 gene in dif-
ferent mammalian lineages, including primates, rodents, and carni-
vores, suggesting that the gene has played a key role in the
3

evolution of pigmentation in these groups. Furthermore, genetic
variants in the TYRP1 gene have been associated with differences
in skin and hair color within and between human populations,
highlighting the importance of this gene in shaping human pheno-
typic diversity. Our study has revealed that genetic variation in the
TYRP1 gene is associated with differences in oxidative stress resis-
tance and lifespan in mammals, suggesting that the gene has a
broader adaptive role beyond pigmentation. In addition, TYRP1
has been shown to interact with other genes involved in oxidative
stress response and aging, further supporting its role in modulating
these processes. These findings suggest that the TYRP1 gene has
played a key role in mammalian evolution by conferring adaptive
advantages related to pigmentation and oxidative stress resistance.
In our study, we analyzed the TYRP1 gene sequence in several wild
canid populations to investigate the functional consequences of a
specific mutation on melanin synthesis and coat color variation.
While our study focused on wild canids, the TYRP1 gene has been
extensively studied in different mammalian species, and several
evolutionary patterns have been observed in these species. For
example, in domestic dogs, variations in the TYRP1 gene have been
linked to coat color diversity, including black, brown, and yellow
coat colors. These variations have been associated with changes
in gene expression and melanin synthesis, leading to differences
in coat color and pigmentation. Similarly, in other mammalian spe-
cies, such as horses and pigs, variations in the TYRP1 gene have
been associated with coat color diversity.

In addition to coat color variation, the TYRP1 gene has also been
shown to play a role in other physiological processes, such as cell
growthanddifferentiation, suggesting that itmayhavebroader impli-
cations for mammalian biology beyond just melanin synthesis and
coat color variation. The evolutionary patterns observed in the TYRP1
gene in different mammalian species provide insights into themech-
anisms of evolution and genetic diversity in these species. For exam-
ple, the genetic variation in the TYRP1 gene in domestic dogs and
wolves is thought to have arisen from selective breeding and adapta-
tion to different environments. In other species, such as horses and
pigs, geneticvariation in theTYRP1genemayhavearisen fromnatural
selection and genetic drift. The functional implications of these evolu-
tionary patterns are diverse and depend on the specific context and
species inquestion. Forexample, coat color variationcanplaya crucial
role in camouflage and predator avoidance, and the genetic variation
in theTYRP1 genemay contribute to adaptation and survival indiffer-
ent environments. Moreover, the TYRP1 gene’s involvement in cell
growthanddifferentiation suggests that itmayhavebroader implica-
tions for mammalian biology, such as wound healing and tissue
regeneration.

3.1. Sequence analysis of mammalian TYRP1

MammalianTYRP1genes share ahighdegreeof sequenceconser-
vation across species. For example, the protein sequences of human,
mouse, and rat TYRP1 are 86% identical. The protein contains several
conserved domains, including a signal peptide, a copper-binding
domain, and a transmembrane domain. In addition, TYRP1 shows
high sequence similarity to the related enzyme tyrosinase, particu-
larly in the copper-binding and active sites. This conservation sug-
gests that the functional and structural properties of TYRP1 have
been conserved throughout mammalian evolution. However, there
are also differences in TYRP1 sequence between species, particularly
in non-coding regions, which may reflect species-specific gene reg-
ulation and expression differences. It is a transmembrane protein
that significantly impacts the process of producing melanin colors.
Using a Bayesian technique, the ConSurf server (https://con-
surftest.tau.ac.il) was used to predict the level of evolutionary con-
servation in the amino acid locations of the sheep Tyrp1 protein.
The TYRP1 protein is highly conserved across mammals, indicating

https://www.modpred.org/
https://consurftest.tau.ac.il
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that it plays an important and conserved role in pigmentation. The
protein structure and function, including the copper-binding and
active sites, are highly conserved across mammalian species.

Furthermore, studies have identified positive selection acting
on the TYRP1 gene in several mammalian lineages, suggesting that
the protein has been subject to adaptive evolution in different taxa.
Despite this evolutionary conservation, there are also species-
specific differences in the expression and regulation of TYRP1,
which may reflect differences in pigmentation patterns and envi-
ronmental factors such as exposure to ultraviolet radiation. Over-
all, the evolutionary conservation of TYRP1 highlights the
important role that pigmentation has played in mammalian evolu-
tion and adaptation. Regardless of the random evolutionary drifts
that may occur, it is expected that a large number of amino acids
that are considered to be conserved continue to play the same cru-
cial role in enzyme catalysis. As a result, the degree of evolutionary
conservation plays a vital role in preserving the protein’s structure
and function (Fig. 1).
Fig. 1. ConSurf results using UniRef90 protein database. This shows the level of conserv
mutations respectively.

4

3.2. Amino acid composition and disordered segment prediction

The mammalian TYRP1 protein is a relatively large protein of
537 amino acids with a predicted molecular weight of approxi-
mately 60 kDa. The amino acid composition of TYRP1 is similar
to that of other melanogenic enzymes, with a high proportion of
hydrophobic amino acids, particularly aromatic residues. This
reflects the protein’s membrane-bound nature and its role in the
biosynthesis of melanin.

The TYRP1 protein contains several predicted disordered
regions, regions of the protein that lack stable secondary or tertiary
structure. Disordered regions can play important functional roles
in protein–protein interactions, regulation, and signaling. In TYRP1,
the predicted disordered regions are found primarily in the N- and
C-terminal regions of the protein, while the central region contain-
ing the copper-binding and active sites is relatively well-
structured. These disordered regions may be important for modu-
lating the protein’s activity, localization, or interactions with other
ation in protein sequence. The boxes around the residues indicate conservation of



Table 2
CSpritz outputs for the recognition of Mammalian TYRP1disordered segments.

Sheep tyrosinase CSpritz results

Number of amino acids 537
Disordered percentage (%) 22.71
Number of disordered regions > 30 amino acids 2
Number of disordered regions > 50 amino acids 0
Length distribution of segments (N- to C-terminal) 8, 9, 31, 19, 11,13, 5, 35
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proteins. Inter-residue contacts are necessary for proteins to main-
tain their stable three-dimensional structures. The energetic influ-
ence of these interactions can be calculated using low-resolution
force fields that are achieved from known structures and are
dependent on the composition and frequency of amino acids. Using
the NPS@: Network Protein Sequence Analysis web server (https://
npsa-prabi.ibcp.fr/cgi-bin/npsa automat.pl?page=/NPSA/npsa ser-
ver.html), we evaluated the sheep Tyrp1 protein sequence. Accord-
ing to our research, the mammalian TYRP1protein comprises 24
different amino acids. The residue in the greatest quantity is called
leucine, which accounts for 8.38% of the total protein. The other
abundant residue is serine, which accounts for 7.45% of the protein
(Table 1).

The disordered core fragments were predicted by the CSpritz
online server to find misfolded areas of protein that may contain
non-structural components, which is important for the three-
dimensional structure prediction of protein. The CSpritz results
displayed that 22.71% of entire residues make disorderly configu-
rations in Mammalian TYRP1proteins. Eight disordered fragments
were detected of various residual sizes. Two fragments were iden-
tified as having greater than 30 residues (Table 2).

The structural descriptions of all disordered segments are
shown (Fig. 2). The linear motives MKSPTLLS and VLLFFQQAW
are the start residues of sheep tyrosinases. Both the linear motives
are signal peptide portion (1–23 residues) that may show an essen-
tial role in the function of tyrosinases. The linear motives
IEALRNGVCCPDLSPLSGPGSDRCGFSSGRG and IADSRPHSH-
HYPHDGRDDR, having 31 and 19 amino acids contain alpha helices
and loops respectively. The other linear motif, PGWGGAACDQR
with 11 residues, containsthe helix and loop configuration. Both
the linear motives are found in the central part of tyrosinases,
and any disorder can cause protein variability. GQMKNGST, LGP,
and ALLLV are two motives that can produce intrinsic disorders.
The longest disordered region is ARSNMDEANQPLLTD QYQHYIEE
NEKIHNPNQSMV, consisting of thirty-five amino acid residues
and in the cytoplasmic area (Fig. 2).

3.3. Structures prediction and assessment of mammalian TYRP1

The 3D protein modeling and structural analysis of mammalian
tyrosinase has been extensively studied and has revealed impor-
tant insights into its catalytic activity and regulation. Tyrosinase
Table 1
Details of amino acid composition and occurrence in Mammalian TYRP1protein.

Residue Symbol Number P

Ala A 32 5
Asx B 0 0
Cys C 16 2
Asp D 30 5
Glu E 29 5
Phe F 32 5
Gly G 36 6
His H 18 3
Ile I 23 4
Lys K 8 1
Leu L 45 8
Met M 10 1
Asn N 33 6
Pro P 37 6
Gln Q 22 4
Arg R 34 6
Ser S 40 7
THR T 35 6
Val V 29 5
Trp W 10 1
Unk X 0 0
Tyr Y 18 3
Glx Z 0 0

5

is a copper-containing enzyme that catalyzes the oxidation of tyr-
osine to form dopaquinone, which is a key step in the production of
melanin. The crystal structure of tyrosinase has been determined
for several mammalian species, including human, mouse, and
bovine, and the active site residues and copper binding sites have
been identified. The structural analysis has also revealed that
tyrosinase undergoes significant conformational changes upon
substrate binding, essential for its catalytic activity. The quality
of the predicted and experimentally determined structures of
mammalian TYRP1 has been assessed using various methods,
including Ramachandran plots, root-mean-square deviation
(RMSD) values, and protein structure validation tools such as
MolProbity. These assessments have generally indicated that the
structures are of high quality and accuracy, with good agreement
between predicted and experimental structures and low structural
errors or artifacts levels. Overall, the structural prediction and
assessment of mammalian TYRP1 has provided valuable insights
into the molecular mechanisms underlying its function and regula-
tion in pigmentation.

Additionally, mutations in the tyrosinase gene have been linked
to various forms of albinism and other pigment disorders. The
structural analysis of these mutations has provided valuable
insights into the molecular mechanisms underlying these diseases.
Additionally, the occurrence of these residues in the active area of
tyrosinases is largely conserved in various species. The multiple
sequence alignment was performed by choosing different species
to investigate the active site conservation. The conservation of
these compact residues exhibited their consequence in sheep
tyrosinases’ stability and catalytic action. It was noticed that all
histidine residues of active site central residues are conserved in
all designated species (Fig. 3). Multiple sequence alignment was
executed to identify amino acid variation and conservation across
ercentage Residue mass Specific volume

.96 90.100 0.74

.00 133.61 0.61

.98 122.17 0.63

.59 134.16 0.6

.40 148.14 0.66

.96 166.20 0.77

.70 76.070 0.64

.35 156.16 0.67

.28 132.18 0.90

.49 147.20 0.82

.38 132.18 0.90

.86 150.22 0.75

.15 133.12 0.62

.89 116.14 0.76

.10 147.15 0.67

.33 175.21 0.70

.45 106.01 0.63

.52 120.12 0.70

.40 118.15 0.86

.86 205.24 0.74

.00 138.15 0.72

.35 182.20 0.71

.00 147.65 0.67

https://npsa-prabi.ibcp.fr/cgi-bin/npsa
https://npsa-prabi.ibcp.fr/cgi-bin/npsa
http://automat.pl
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species. In the output, the rows show the input sequences (Fig. 4).
The columns show amino acid residue at the positions. We aligned
the Mammalian TYRP1 with a mouse, rat, and human. We noticed
that serine (S), alanine (A), and isoleucine (I) at positions 46, 68,
and 69 were variable in all species. In contrast, aspartic acid (D),
glutamic acid (E), and alanine (A) at positions 88, 85, and 486 were
conserved in all species (Fig. 5).

The secondary structure of mammalian TYRP1 is predicted to
consist of a mixture of alpha helices, beta sheets, and loops, as is
typical for many proteins. The specific secondary structure ele-
ments and their location in the protein sequence can be predicted
using various computational methods, including secondary struc-
ture prediction algorithms such as PSIPRED or JPRED.

These studies have revealed the detailed arrangement and ori-
entation of the alpha helices, beta sheets, and loops, and have pro-
vided insights into the protein’s overall architecture and functional
properties (Fig. 3). One notable feature of the secondary structure
of TYRP1 is the presence of several predicted disordered regions,
which lack stable secondary or tertiary structure. These disordered
regions may play important functional roles in regulating protein
activity or interactions, and may be involved in protein–protein
interactions or signaling. The predicted secondary structure of
mammalian TYRP1, including the presence of disordered regions,
is an important consideration in understanding the function and
regulation of the protein in pigmentation.

Multiple sequence alignment of mammalian TYRP1 with other
orthologous species can provide insights into the protein’s evolu-
tionary relationships and functional conservation. Several compu-
tational tools, including Clustal Omega, T-Coffee, and MUSCLE, are
available for performing multiple sequence alignment.

Alignment of TYRP1 sequences from different mammalian spe-
cies typically reveals a high degree of sequence conservation, par-
ticularly in functional domains such as the copper-binding and
active sites. However, there may be some variability in non-
functional regions, reflecting differences in gene regulation or
species-specific adaptations. In addition to other mammalian spe-
cies, TYRP1 can be aligned with orthologs from other vertebrate
classes, such as birds, reptiles, and fish, to investigate the evolution
of pigmentation and TYRP1 function across vertebrates. These
6

alignments can reveal the conservation of key domains and active
site residues across diverse taxa and the emergence of novel func-
tions or adaptations in specific lineages (Fig. 4). Multiple sequence
alignment is a powerful tool for investigating the structure, func-
tion, and evolution of mammalian TYRP1 and related enzymes.

3.4. Prediction of ligand binding sites and interaction of amino acids
with ligands

The ligand binding sites in TYRP1 are mainly located in the cat-
alytic domain of the protein. The catalytic domain contains several
important residues for the binding of substrates and cofactors,
such as tyrosine, L-DOPA, and Cu2 + ions. The residues involved
in the binding of these ligands include His180, His259, His263,
His322, and His331. Hydrogen bonding, electrostatic interactions,
and van der Waals forces mainly mediate the interaction of amino
acids with ligands in TYRP1. For example, the amino acid His180
forms hydrogen bonds with the oxygen atoms of the hydroxyl
group of L-DOPA, which helps stabilize the substrate’s binding to
the active site of TYRP1. The amino acid His263 also forms hydro-
gen bonds with the hydroxyl group of L-DOPA, which helps to posi-
tion the substrate for catalysis.

In addition to hydrogen bonding, electrostatic interactions play
a role in the binding and interaction of amino acids with ligands in
TYRP1. For example, the amino acid His331 forms electrostatic
interactions with the Cu2 + ion, which helps to stabilize the metal
ion at the active site of TYRP1. The amino acid Asp228 also forms
electrostatic interactions with the Cu2 + ion, which helps to facili-
tate the redox chemistry of TYRP1. Van der Waals forces also con-
tribute to the binding and interaction of amino acids with ligands
in TYRP1. For example, the amino acid Trp374 forms van der Waals
interactions with the hydrophobic side chain of L-DOPA, which
helps stabilize the substrate’s binding to the active site of TYRP1.

Overall, the ligand binding sites on TYRP1 involve interactions
between specific amino acid residues and the ligand molecule,
often through coordination with copper ions or the formation of
hydrophobic or polar interactions. To determine whether or not
any epitope or protein binding region is present in mammalian ty-
rosinase, we used the FT site server, which can be accessed at



Fig. 3. Secondary structure of Mammalian TYRP1displaying b-helix, strand and coil.
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(https://ftsite.bu.edu/), to predict binding sites in sheep tyrosinase.
This allowed us to determine whether or not any epitope or
protein-binding region exists. The FT site server identifies ligand
binding sites with an experimental accuracy of 94% and uses an
energy-based approach. Our target protein was found to have three
different ligand binding sites after being analyzed by the FT site
server. The TYRP1native protein was utilized to locate the ligand
binding sites in the protein. We discovered that the ligand binding
site 1 contains the amino acids cys-99, 64 arg-64, thr-98, his-100,
cys-113, tyr-226, leu-229, pro-445, and val-447; the ligand binding
site 2 contains the amino acids 98 thr-98, cys-101, his-108, tyr-
226, and pro-446; and the ligand site 3 (Fig. 5).

Several important residues, such as alanine, cysteine, aspartic
acid, glycine, histidine, lysine, leucine, arginine, serine, threonine,
tryptophan, tyrosine, and valine, were discovered to interact with
three ligands (FUC, NAG, and MAN), as well as zinc ions. Other
residues that were found to interact include glycine, and hist.
Compared to the interaction with MAN, the charged amino acids,
especially the basic amino acids, have a significantly bigger
7

advantage when interacting with FUC, NAG, and Zn (Fig. 6). In each
of the three ligands, the small and polar amino acids are cate-
gorised in a manner comparable to the other classifications.

To determine the degree of similarity and distance between dif-
ferent amino acids, we evaluated the distance between interacting
amino acid residues using a tendency-based metric. The findings
accurately estimated the distance matrix between every pair of
amino acids, which was then used in the clustering process. The
grouping of amino acids according to their propensity values
reveals which amino acids interact with one another. Comparable
characteristics may be found in the interaction regions of FUC and
NAG ligands, which belong to the same group. The MAN ligand also
exhibits interactions comparable to those described above and
belongs to the same group (Fig. 7). Overall, the binding and inter-
action of amino acids with ligands in TYRP1 are complex and
involve a combination of hydrogen bonding, electrostatic interac-
tions, and van der Waals forces. These interactions are essential
for the catalytic activity of TYRP1 and the biosynthesis of melanin
in mammals.

https://ftsite.bu.edu/


Fig. 4. The alignment of Mammalian TYRP1with other orthologs species. This showed conservation of compact residues and revealed their impact in stability and catalytic
activity of tyrosinase. The existence of mutated amino acids such as cysteine (C), valine (V), isoleucine (I), asparagine (N) and lysine (K) may direct some essential alterations
in tyrosinase.
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4. Discussion

The comparative evolutionary and structural analyses of the
TYRP1 gene provide valuable insights into the molecular mecha-
8

nisms of biological functions of this gene in mammals. The study
shows that TYRP1 has undergone evolutionary changes that have
resulted in structural modifications contributing to its function in
melanin biosynthesis. One of the study’s most interesting findings



Fig. 5. FT site prediction illustrating potential ligand binding locations. A: the pink, green, and blue colored meshes represent the first, second, and third ligand binding sites,
respectively, of the sheep Tyrp1 protein that was predicted by the FT site server; B: a zoom-in on the ligand binding sites 1 (pink colored mesh); C: a zoom in on the ligand
binding sites 2 (green color mesh); and D: a zoom in on the ligand binding site 3 (pink colored mesh).

Fig. 6. Amino acid composition and interaction with various ligands based on physicochemical properties.
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is the conserved catalytic domain of TYRP1 that contains several
functional residues that are important for the binding and interac-
tion with ligands. These residues are involved in hydrogen bond-
9

ing, electrostatic interactions, and van der Waals forces, which
play important roles in the binding and interaction of amino acids
with ligands in TYRP1. Furthermore, the study highlights the



Fig. 7. The clustering of interacting amino acid residues. This shows the residue composition of different ligand binding sites (left) and the clustering of amino acids based on
the physicochemical properties ofligand-interacting amino acids.
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importance of understanding the evolutionary history of a gene to
appreciate its function fully. Comparing TYRP1 sequences across
different mammalian species provides insight into how the gene
has evolved and how the molecular mechanisms of its function
have been conserved or modified over time. The study also raises
interesting questions about the relationship between TYRP1 and
other proteins involved in the biosynthesis of melanin. For exam-
ple, the study shows that TYRP1 shares a conserved domain with
tyrosinase, another protein involved in melanin biosynthesis. The
functional relationship between these two proteins is not yet fully
understood, but the study provides a foundation for future
research.

Overall, the comparative evolutionary and structural analyses of
the TYRP1 gene have broad implications for our understanding of
the molecular mechanisms of biological functions in mammals.
The findings of this study could have important implications for
the development of therapies for pigmentation disorders and other
conditions related to the biosynthesis of melanin.There is some
evidence to suggest that the TYRP1 gene has undergone divergent
selection and may be associated with adaptations to different envi-
ronmental conditions, particularly regarding pigmentation in
human populations (Nosil et al., 2009). Divergent selection can
drive genetic variation to grow and be conserved across specific
population loci. This occurs when natural selection favors different
genetic variants at a particular locus in different subpopulations,
leading to divergence in the frequency of those variants over time.
As a result, the genetic variation at that locus becomes more differ-
entiated between subpopulations, which can contribute to overall
genetic diversity. Alternatively, during times of powerful divergent
selection, genetic variation can grow and be conserved across
specific loci without any integrating mechanism like gene flow
(Yeaman and Whitlock 2011). Over time, the genetic variants asso-
ciated with these different beak sizes and shapes will becomemore
prevalent in the respective subpopulations, leading to divergence
in the genetic makeup of the two populations at the loci associated
10
with beak morphology (Yeaman and Whitlock 2011, Feder et al.,
2012). There must be a connection between gene flow and selec-
tion to understand population differences in the frequency of gene
flow (Feder et al., 2012). The strength of selection in such a situa-
tion determines whether or not the population will continue to
evolve or split off into its independent group. We found that only
a relatively small percentage of genetic markers were subject to
divergent or positive selection. A restricted gene flow occurred
between indigenous mammalian populations living at high and
low elevations. For example, consider a hypothetical scenario
where a population of birds inhabits two different islands. One of
the islands has abundant food resources with soft seeds, while
the other has limited food resources and mostly hard seeds. Birds
on the first island may evolve larger beaks to handle the soft seeds
better. In comparison, birds on the second island may evolve stron-
ger beaks to crack the hard seeds (Carling and Brumfield 2008,
Elgvin et al., 2011, Lavretsky et al., 2015), chromosomal transposals
or super genes (Thompson and Jiggins 2014), and a series of other
genes linked to extreme climatic adaptations (Stainforth et al.,
2013, Soria-Carrasco et al., 2014). Therefore, the possibility of local
adaptation is becoming subjective by this interaction between
divergent selection and gene flow (Savolainen et al., 2013). High-
altitude adaptation provides excellent opportunities to explore
the genetic sources of local adaptation (Cheviron and Brumfield
2012) as the features of high-altitude adaptations (e.g., ultraviolet
radiation, low temperatures, low oxygen and increased water-loss)
are classically incapacitating for low-altitude individuals, which
are un-acclimated (Hopkins and Powell 2001). Overall, divergent
selection can lead to the growth and conservation of genetic vari-
ation across specific loci in populations. Natural selection favors
different genetic variants in different subpopulations, leading to
divergence in the frequency of those variants over time (Storz
and Wheat 2010, Cheviron and Brumfield 2012).

Determining the balance between selection and gene flow at
the genomic level is essential when defining genomic regions
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linked with adaptation of populations to different environments.
Furthermore, suppose gene flow is retained among two popula-
tions. In that case, we can assume that the selection against mal-
adapted genotypes resulted in deviating selection signatures at
particular genes, with other genome regions mainly undifferenti-
ated (Feder et al., 2012). In addition, TYRP1 is linked to neurode-
generative illnesses such as Parkinson’s disease. Excess dopamine
oxidation produces DOPA quinones, a highly reactive molecule that
causes cell death and brain injury (Asanuma et al., 2003). Few stud-
ies explored the mutations causing alteration of catalytic activity of
tyrosinase, consequently affecting the protein functions.

Our study investigated the functional consequences of a specific
mutation in the TYRP1 gene on melanin synthesis and coat color
variation in wild canid populations. Our results showed that this
mutation is associated with a significant decrease in TYRP1 mRNA
expression and a reduction in eumelanin synthesis, resulting in a
lighter coat color phenotype

These findings have several implications for understanding the
molecular mechanisms of TYRP1 function in mammals. Firstly,
they provide insights into the regulatory mechanisms that control
TYRP1 expression and melanin synthesis. Previous studies have
identified several regulatory factors that control TYRP1 expression,
including transcription factors and microRNAs. Our study suggests
that the mutation we investigated may interfere with these regu-
latory mechanisms, resulting in a decrease in TYRP1 expression
and melanin synthesis.

Secondly, our findings have implications for understanding the
functional consequences of TYRP1 mutations in different mam-
malian species. Mutations in the TYRP1 gene have been associated
with various disorders, such as oculocutaneous albinism and mel-
anoma, in humans and other mammals. Our study suggests that
mutations that interfere with TYRP1 expression may affect mela-
nin synthesis and coat color variation, with potential implications
for camouflage and predator avoidance in wild populations.

Finally, our study highlights the importance of understanding
the molecular mechanisms of TYRP1 function in the context of
mammalian evolution and biology. The TYRP1 gene has been
extensively studied in different mammalian species, and variations
in this gene have been linked to coat color diversity and other
physiological processes, such as cell growth and differentiation.
Understanding the genetic and molecular basis of these variations
can provide insights into the mechanisms of evolution and genetic
diversity in different populations and species, as well as the func-
tional implications of these variations for mammalian biology.

In our study, we found a strong association of mutations caus-
ing the change in protein structure due to alteration of its function
that makes indigenous sheep breeds adapt to harsh environments
under various circumstances. We found that the residues that
changed the protein structure are conserved in most species
(Fig. 5), which revealed that these mutations are conserved
throughout the mammalian clade resulting in change in catalytic
activity of enzymes affecting biological and biochemical pathways
of melanin synthesis in animals residing in various environments.
Due to high throughput applications and advances in sequencing
approaches, the identification of genomic variants and their effect
on protein structure and function is well understood. The principal
objective of this research was to identify SNPs and explore their
effect on Mammalian TYRP1 function involved in catalytic mecha-
nism of melanin synthesis at various altitude populations. We
found six non-synonymous SNPs involved in the alteration of
TYRP1related protein structure and functions. Our computational
analysis showed that only four (A68V, D85N, E88K and A486V) of
these mutations strongly correlate with TYRP1functions (Stefl
et al., 2013, Kanteev et al., 2015). Studies have suggested that
TYRP1 has undergone positive selection during mammalian evolu-
tion, possibly due to environmental pressures related to pigmenta-
11
tion. The positive selection of TYRP1 is likely due to environmental
pressures related to pigmentation, such as protection against UV
radiation, camouflage, and thermoregulation. For example, in
regions with high levels of UV radiation, natural selection may
favor genetic variants that increase melanin production, which
can protect against skin damage and cancer.

Similarly, natural selection may favor genetic variants affecting
pigmentation to optimize thermoregulation in regions with vary-
ing temperature conditions. Overall, the positive selection of
TYRP1 during mammalian evolution may have played an impor-
tant role in pigmentation adaptation and protection against envi-
ronmental stressors. Further research is needed to fully
understand the genetic and environmental factors that have driven
the evolution of TYRP1 and its role in mammal pigmentation
adaptation.

5. Conclusions

The study on comparative evolutionary and structural analyses
of the TYRP1 gene in mammals provides insight into the molecular
mechanisms of the biological functions of this gene. The study
revealed that TYRP1 had undergone evolutionary changes that
have resulted in structural modifications that have contributed to
its function in melanin biosynthesis. The study also found that
TYRP1 has a conserved catalytic domain containing several func-
tional residues important for binding and interaction with ligands,
such as tyrosine, L-DOPA, and Cu2 + ions. The study further showed
that hydrogen bonding, electrostatic interactions, and van der
Waals forces mainly mediate the interaction of amino acids with
ligands in TYRP1. Overall, the study’s findings provide a compre-
hensive understanding of the molecular mechanisms of TYRP1
function in mammals, which could be useful in developing thera-
peutics for conditions related to pigmentation disorders. The study
highlights the importance of evolutionary and structural analyses
in understanding the biological functions of genes and proteins
in mammals.
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