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Abstract: The bovine species buffalo was domesticated from its wild strain Bubalus arnee and is widely used livestock 
in southern Asia. There are two distinct types of Buffalo- the swamp buffalo (B. bubalis kerebau) and the river buffalo (B. 
bubalis bubalis), which diverged from the wild Asian water buffalo and then evolved in separate geographical regions. 
Several research studies performed on buffalo, like- characterization of trait-specific Single Nucleotide Polymorphism 
(SNP), genetic and phenotypic diversity, gene prediction and function annotation, mapping of the draft genome, have 
helped our understanding of the buffalo genome. Some advanced discovery as identification of Single Nucleotide Variant 
(SNVs), Simple Sequence Repeats (SSR) marker and their association with various phenotypic traits, MicroRNA's 
expression profiling, whole-genome sequencing, etc. have also enabled us to track the chromosomal evolution, 
physiological processes, and gene expression of buffalo. Proper enhancement of these traits can lead us to apply multi-
omics-based tools for better animal health and production. Recent advancement in genomic research on buffalo is being 
accelerated with the association of modern tools like- Genome-Wide Association Study (GWAS), genotyping by 
sequencing, epigenomic screening, microRNA's expression profiling, microarray technology, and whole-genome 
sequencing. All these tools bear great significance in breed up-gradation, identification of the phylogenetic relationship 
between species in proteome and genomic level, study gene expression level, diagnose diseases or developmental 
stages, phenotypic diversity, etc. All this knowledge paved the way for better optimization of production efficiency, 
product quality, and resistance to certain health hazards. 
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Breed up-gradation, Gene expression. 

INTRODUCTION 

Buffalo is a multipurpose indispensable ruminant 
livestock possessing social, cultural, and economic 
importance [1-3]. Buffaloes, members of bovine ani-
mals, can be classified into two main species: African 
wild buffaloes (Syncerus caffer) and Asian buffaloes 
(Bubalus bubalis) [4, 5]. Dairy buffalo production is very 
familiar in Asia, especially in South Asian countries, for 
instance- Bangladesh, India, Pakistan, Afghanistan, 
etc. Buffalo contributes to the economy enormously as 
a source of food production. It is a great source of 
meat, milk, and milk products like ghee, butter, cheese, 
yogurt, ice cream [1]. Buffalo milk is more nutritious 
than that of other cattle. As it utilizes coarse feed more 
efficiently than cattle, it possesses more disease 
resistance power and produces more solid in milk [6]. 

Moreover, it contributes to crop productivity by 
providing draught power and transportation, dung as  
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fuel and organic fertilizer, livelihoods and nutrition to 
poor households, and hiding as raw material for the 
leather industry and many others [7-9]. Water buffalo, 
also known as the river buffalo (Bubalus bubalis), is the 
second essential one having a colossal role in milk 
production, drought, and transportation [4, 10, 11]. It is 
often called a living tractor for its great role in plowing.  

The economy of Bangladesh is dependent upon 
agriculture and livestock. Most of the people of villages 
earn their livelihood through farming, livestock rearing, 
and selling the products produced from livestock. 
Buffalo is the next to the cattle that have been a long 
time contributing to smallholder farmers vis-à-vis the 
national economy. These are mainly managed in the 
household subsistence of smallholder farmers and 
extensive bathan farming in the saline coastal region in 
Bangladesh [6]. Buffalo can play an indispensable role 
in the context of Bangladesh regarding agriculture, 
livestock, food, and nutrition. However, it is a matter of 
regret that, in comparison with other Asian countries, 
its number is quite low in Bangladesh. The total buffalo 
population in Bangladesh is 1.457 million, having 40% 
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of this number in the coastal region [12, 13]. Buffalo 
can benefit us through dairy products, plowing, rare 
drought season, and a great source of transportation. 
In spite of so many advantages, buffalo production 
remains a neglected part of Bangladesh. Although 
buffalo numbers have increased during the last ten 
years, milk production has not yet increased to the 
desired level due to negligence. Buffalo milk is now 
becoming popular gradually among consumers due to 
its high-fat content and flavor, which vastly increases 
the demand for buffalo. However, because of less 
potential surveillance, buffalo is not producing enough 
milk and suffering from various diseases. This signifies 
the necessity of research on buffalo assessing its 
genetic resources, distributions, physical and 
inheritance characteristics, production and reproduction 
performances, strategies for buffalo development, etc. 
Broadening knowledge about buffalo and its imposition 
to a significant era can enhance its milk production and 
other possible factors that can be very profitable for 
Bangladesh and its economy.  

BACKGROUND OF BUFFALO RESEARCH IN THE 
ASIAN SUBCONTINENT 

Buffalo production and its rearing are quite high in 
Asian countries. In the Asian region, most buffaloes 
(79.74%) are from South Asian countries [14]. India, 
Bangladesh, Pakistan, Afghanistan are the prime 
amongst them. According to FAO (2014), the total 
population of buffalo is the highest in India (56.61%), 
followed by Pakistan (17.78%), Nepal (2.66%), 
Bangladesh (0.746%), and Sri Lanka (0.16%) [9]. 
During the last few decades, buffalo production has 
been raised, which was almost 20 million and 84.91% 
in Asia [15]. Despite the enhancement in number, 
research in buffalo has been neglected so far, and it is 
way too less compared to other cattle [16].  

In India, research work was done with a sample size 
of 134 to assess the inter-relationship between sexual 
behavior, peripheral hormones (kisspeptin and 
testosterone), and seminal variables of Murrah buffalo 
bulls. Kisspeptin is responsible for reproductive 
functions [17]. Kisspeptin activates gonadotropin-
releasing hormone (GnRH) neurons resulting in GnRH 
release. The GnRH, in turn, stimulates the release of 
the gonadotropins, which helps in the stimulation of 
male gonads [18]. As a result, they demonstrated that 
13, 37, 40, 6, and 4% of Murrah buffalo bulls had a 
reaction time of <30, 31-60, 61-180, 181-300, and >300 
seconds, respectively. They also found that 4, 85, and 
10% of buffalo bulls were active, sexually aggressive, 
and dull, respectively, during semen collection. Serum 

kisspeptin and testosterone possess negative effects 
on reaction time, sexual aggressiveness, penile 
erection, and positive effect in spermatogenesis [19]. In 
another study, the relationship of blood metabolic 
changes and average daily gain with feed conversion 
efficiency were assessed in Murrah Heifers (Murrah 
buffalo) through a machine learning approach [20]. 
Another group of researchers conducted research 
using antioxidant micronutrient supplementation in 
Murrah buffalo, enhancing udder health and milk 
production [21]. Semen parameter and fertility potency 
were performed using cloned water buffalo (Bubalus 
bubalis) in a study [22]. Moreover, various researches 
were done in India about the effect of progesterone on 
water buffalo, identification and characterization of trait-
specific SNPs using ddRAD sequencing in water 
buffalo, nanotechnological application in buffalo, etc. 
[23-25]. The Central Research Institute of India focuses 
on comprehensive research on buffalo breeding and 
production [26]. 

In Pakistan, a study showed the genetic and 
phenotypic diversity in buffalo, whereas in Afghanistan, 
an epidemiological study was performed with foot-and-
mouth disease buffalo [27, 28]. In Bangladesh, the 
Coronavirus genome sequence was performed from 
water buffalo [29]. Draft genome of Asian water buffalo 
has been discovered through genome sequencing and 
assembly; later, gene prediction and function 
annotation have been made [30]. Therefore, research 
in Bangladesh, Pakistan, Afghanistan, Sri Lanka, and 
other low economic Asian countries are very poor. As a 
result, though the number of buffaloes is increasing, it 
could not contribute enough to the economy due to 
certain constraints.  

BUFFALO MOLECULAR RESEARCH AROUND THE 
WORLD 

Very few data are available regarding buffalo 
research using molecular techniques. Recently, whole 
genome sequencing (WGS) analysis of water buffalo 
has been done by a group of scientists. They have 
sequenced 73 buffaloes from six different regions of 
India- Banni, Bhadawari, Jaffarabadi, Murrah, 
Pandharpuri, and Surti. They identified a final set of 
26,247,559 biallelic SNVs and amongst those, 
25,513,085 were autosomal [31]. In China, based on 
their mitochondrial DNA (mtDNA) Control Region (D-
loop) diversity, a phylogenetic assay was performed to 
assess the domestic history of swamp buffalo [32]. 
Genetic diversity and distance among Chinese Buffalo 
based on microsatellite data have also been performed 
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[33]. Transcriptomic analysis of swamp buffalo results 
in 54,109,173 raw reads after Illumina paired-end 
sequencing. After the de novo assembly, they 
found 86,017 unigenes, with an average length of 
972.41 bp, an N50 of 1,505 bp, and an average GC 
content of 49.92%. They basically used Illumina RNA-
seq technology for transcriptome analysis and SSR 
marker discovery in the swamp buffalo [34]. Based on 
a comparative study, comparisons among swamp and 
river buffalo have been made by sequencing 
mitochondrial D-loop region and cytochrome b gene. 
This study provides important information about the 
genetic diversity among two different species [35] other 
than China and India. Other than that, there is a lack of 
enough research associated with the molecular level in 
buffalo. 

GENOMIC DATA AVAILABLE TILL NOW 

A plethora of genomic data of buffalo has been 
deposited to the NCBI database 
(https://www.ncbi.nlm.nih.gov/search/all/?term=buffalo) 
to date. A total of 1,921,573 nucleotide sequences 
have been identified. Amongst those, 1,028,950 are for 
water buffalo, 971 for swamp buffalo, and 1,416 for 
African buffalo. Alongside, 4,942 SRA data with 44 
taxonomic classifications is present in the NCBI 
database. Twenty-six mitochondrial genome 
sequencing of water buffalo can be found in GenBank. 

Moreover, 34,831 genes, 1,005,613 proteins, and 
51,970 identical proteins are also deposited in the 
database. More genomic data have been accumulated 
about water buffalo, including next-generation 
sequencing, compared to other buffalo species. 
According to Anand Agricultural University, a total of 
1,498,523 buffalo sequences has been performed, and 
their data had been submitted to GenBank 
(ACZF020000001-ACZF021498523), which are ranged 
from 92 bp to 4,726 bp in size. With the collaboration of 
the University of Florida and Washington State Uni-
versity, Illumina GAIIx technology was used to produce 
approximately 40 GB of sequences for water buffalo 
[36]. Advancement in genomics and proteomics of 
buffaloes until the recent year is presented in Figure 1. 

FUTURE POSSIBLE ASPECTS IN BUFFALO RES-
EARCH AT GENOMICS AND PROTEOMICS LEVEL 

This review article emphasizes buffalo's genomics 
and proteomics resources that would provide important 
information about the buffalo breed's up-gradation, 
conservation, milk production, and disease resistance. 
The future research prospect on buffalo species and 

potential outcomes are thematically presented in  
Figure 2. 

MOLECULAR CHARACTERIZATION  

The last few decades were the golden time of 
molecular genetics, from the innovation of next-
generation genome sequencing until the implication of 
those techniques in the molecular characterization of 
animal beings. That being associated with quantitative 
genetics, proteomics, and metabolomics has become a 
powerful tool for genetic polymorphism studies.  

With the advent of modern techniques, like- 
morphologic character associated biochemical marker 
identification, the discovery of restriction enzymes and 
polymerase chain reaction, amplification, and detailed 
study of desired gene fragments has been quite 
feasible. These molecular markers can be targeted for 
the characterization of buffalo species with different 
objectives. Hence, the study of productive character 
associated genes attended reproduction and even 
tracing the buffalo species from which the product 
originated can be the next phase of buffalo research 
from the molecular characterization perspective. An 
example of such a study involving Random Amplified 
Polymorphic DNA (RAPD) was conducted by 
Albuquerque and colleagues, who characterized two 
genetic groups of buffalo- Carabo and Baio, and 
verified their genetic alignment [37]. Based on their 
findings, it can be concluded that this RAPD marker-
associated technique can be implemented in our 
country to quantify the genetic variability of different 
groups of buffaloes in Bangladesh as well as from 
other neighboring countries from this subcontinent.  

Meignanalakshmi and Nainar conducted a 
Polymerase Chain Reaction- Restriction Fragment 
Length Polymorphism (PCR-RFLP) analysis of beta-
lactoglobulin gene followed by milk protein typing [38]. 
After digesting the PCR product with the HaeIII 
enzyme, only a monomeric banding profile was 
observed. This result was also corroborated by the milk 
protein typing analysis showing no polymorphisms in 
the protein pattern. That experiment concluded that 
PCR amplification and RFLP analysis could be used as 
an important tool to investigate polymorphism at beta-
lactoglobulin (b-LG) locus (the gene responsible for 
milk protein) directly at the DNA level. Another study 
showed that species-specific PCR and PCR-RFLP 
techniques could be used for the rapid identification 
and authentication of buffalo milk at the species level 
[39]. Therefore, this can be implemented for proper 
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tracing of buffalo milk in the Asian subcontinent too. 
Although a few microsatellite markers are available in 
buffalo, a study on river buffalo showed 498 as 
polymorphic among 571 cattle microsatellite markers 
[40]. This tremendous result indicates the effectiveness 
of cattle microsatellite markers on buffalo to study 
population genetics and complex traits. 

Furthermore, the AFLP sequence analysis 
technique can be used to develop gene-specific 
genetic markers as well as to screen genes responsible 
for interesting traits. For instance, several AFLP 
markers were identified specifically for the calving 

interval (CI) of Thai swamp buffalo [41]. This trait is 
highly essential to select buffaloes with high fertility and 
thus differentiate from low fertile buffaloes. Thus, these 
biological markers can bear great significance in the 
future study of genetic diversity and breed up-
gradation.  

In a study based on proteome analysis, it was found 
that the tenderness of buffalo meat largely depends on 
the kind of structural proteins [42]. The study revealed 
that meat from old buffalo possesses higher myoglobin 
redox stability and total protein extractability and the 
young buffalo meat had lower Warner-Bratzler Shear 

 
Figure 1: Schematic presentation of advancement in the field of genomics and proteomics of buffaloes. 
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Force (WBSF) and sarcomere length. It was also found 
that some specific proteins-complement C1q 
subcomponent subunit B, uroplakin-1b, aspartate 
aminotransferase, myosin-a, glycogen phosphorylase, 
cytosolic carboxypeptidase 3, and phosphatidylinositol 
transfer protein β isoform are associated with the 
tenderness of buffalo meat in terms of their expression 
level. Hence, quantification of such protein biomarkers 
can help us distinguish between young and old buffalo 
meat, leading to optimization of buffalo meat 
processing, resulting in improved buffalo meat quality. 

CONSERVATION  

Aside from conventional sperm, oocytes, or embryo 
storage, it is now possible to store the DNA and 
embryonic stem cells to conserve endangered breeds. 
These techniques can be implemented to conserve the 
potential buffalo breeds for higher functionalities. The 
genomic DNA's presence under cryogenic condition 
technique can be followed to store the genetic material 
[43]. For this purpose, DNA bank strategy may be 
incorporated within and across different countries to 
store the DNA as it is more economical and feasible 
than previously practiced live-cell storage techniques. 

As a long-term strategy, identifying target genes for 
nutrition value and quantity of milk and meat can be 
performed based on selective cloning or marker-
assisted selection.  

Buffalo breeds on the brink of extinction have 
certain unique sets of genes that enabled them to 
subsist and adapt to adverse conditions. Such genetic 
combinations can be perpetuated through molecular 
characterization of those gene sets. Furthermore, these 
studies can lead to the maintenance of species that 
can resist unsuitable environments, emergent diseases 
and supplement the human population's nutritional 
needs. 

BREED UP-GRADATION 

In case of breed up-gradation, genetic 
polymorphism in the reproductive candidate genes was 
studied for their association with calving interval as a 
predictor of the reproduction efficiency of fertility status 
[44]. When the PCR product of the follicle-stimulating 
hormone receptor (FSHR) gene was analyzed, it 
showed three polymorphic patterns. The study 
concluded that insulin-like growth factor (IGF-1R) 

 
Figure 2: Future research prospects on buffalo species and potential outcomes.  
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pattern 2 of signal transducer and activator of 
transcription 5 (STAT5A) gene locus are associated 
with high fertility, while pattern three was associated 
with low fertility. Such molecular information combined 
with phenotypic data could be used to develop a useful 
protocol for enhancing reproductive efficiency in 
buffaloes.  

In another study, two-dimensional electrophoresis 
and matrix-assisted laser desorption/ionization time-of-
flight tandem mass spectrometry (MALDI-TOF/TOF-
MS) was applied to assay the proteins that are 
distinguishingly expressed in high- and low-motility 
sperm of buffalo [45]. The study had revealed dense 
outer fiber of sperm tails protein 2 (ODF2) and ATP 
synthase subunit alpha (ATP5A1) were down-
regulated, whereas succinyl-CoA synthetase subunit 
beta (SUCLG2) was upregulated in the low motility 
sperm. As sperm motility is directly related to the 
fertility of the species, identification and quantification 
of these proteins can successfully predict the 
reproductive efficiency of target species. These 
techniques, if applied, can help to breed for higher 
reproduction in buffalo selectively.  

CURRENT TOOLS AND TECHNIQUES AVAILABLE 
FOR GENOMIC STUDY OF BUFFALO 

GWAS 

Genome-Wide Association Studies (GWAS) is a 
recent perspective of modern genetics that deals with 
the association of specific genetic variations with 
particular diseases. This method involves the genome-
wide search for certain genetic markers whose 
presence can be used to predict any diseases. 
Although it was first developed for humans, it also 
changed the approach towards livestock genetic study 
and is now used for detecting various genes 
responsible for phenotypic variations [46], susceptibility 
to diseases, and economically significant traits. GWAS 
involves a certain set of techniques used for genetic 
screening to locate the desired gene in the genome 
with a view to characterize and map the locus of the 
gene that affects the target trait of interest [47]. 
Identification of single nucleotide polymorphism (SNP) 
by scanning the whole genome of certain species can 
lead to the understanding of mutation responsible for 
phenotypic diversity like disease susceptibility, 
morphology, and behavior.  

Genotyping-by-Sequencing (GBS)  

Genotyping-by-Sequencing or GBS is a highly 
multiplexed technique based on the Illumina 

sequencing method that was initially developed for 
plants [48, 49]. However, it is also applicable for 
population studies, molecular characterization, genetic 
improvement, and mapping complex traits in domestic 
animals [50]. It is quite efficient to identify large 
numbers of SNPs cost-effectively. It may be used as 
markers for breed characterization, genetic selection, 
genetic mapping, and genome-wide association studies 
(GWAS) of buffalo. Hence, the best buffalo species can 
be identified for further breeding based on SNPs 
identified across the whole genome. 

Epigenomic Screening  

As defined at Cold Spring Harbor meeting in 2008, 
epigenetics study stably heritable phenotype resulting 
from changes in a chromosome without alteration in the 
DNA sequence. This is the branch of genetics that 
deals with the effects of external or environmental 
factors on cellular and physiological phenotypic traits 
and-, in turn-, gene activity and expression. Other than 
the gene itself, some non-DNA changes like-DNA 
methylation, histone modification, non-coding RNA etc. 
often affect gene regulation and disease development. 
Efficient detection of such cellular events at the genetic 
level can reveal significant information about 
economically important traits of interest such as fertility, 
quality of milk and meat, immunity against certain 
diseases, etc. That's why epigenome-wide association 
of DNA modification with certain phenotypes can be 
our next important tool in domestic animal breeding 
strategies like Buffalo.  

MicroRNA’s Expression Profiling 

MicroRNAs (miRNA) are small single-stranded non-
coding RNA molecules found in plants, animals, and in 
some viruses [51]. They are notable for their function in 
gene silencing and post-transcriptional regulation of 
gene expression [52,53]. MicroRNAs play a significant 
role in host-pathogen interactions and disease 
pathogenesis in many animals, specifically buffaloes 
[54]. In a recent study conducted by Singh and 
colleagues, regulatory roles of miRNA were depicted in 
association with disease pathogenesis in water 
buffaloes [54]. They also found expression profiling of 
miRNA biomarkers helpful for disease diagnosis and 
treatment. Studies also unveiled the association of the 
miRNA expression profile of water buffalo and 
susceptibility of Johne’s disease and Brucellosis. In 
another study, Xu and colleagues reported an 
alteration of immunity-related miRNA profile in murine 
macrophage in response to BCG infection [55]. They 
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demonstrated that a particular miRNA (miR-142-3p) 
negatively regulated the production of pro-inflammatory 
mediators, namely NF-ƙB, TNF-α, and IL-6, in the 
macrophages by down-regulating IRAK-1 protein 
expression.  

MicroRNAs are also found effective in cell cycle 
regulation, growth, and progression in an in-silico study 
performed by Rani and colleagues [56]. The 
association of miRNA with these processes was 
assessed by analyzing the microRNA repertoire of 
buffalo milk exosomes during all lactation periods. In 
that study, analysis was performed using hub genes 
interaction, string, and Cytoscape network analysis; 
furthermore, they emphasized the functional role of 
microRNA in regulating the cellular processes and 
pathways using in vitro and in vivo models.  

Huang and colleagues elucidated the characteristics 
of miRNA expression profile in buffalo's muscle and 
adipose tissues, which served as information for the 
identification of miRNAs with potential effects on 
intramuscular fat content (IMF) [57]. IMF is an 
important index that affects the tenderness and 
juiciness of the meat and its quality. They generated 
the first miRNA profile of longissimus dorsi muscle and 
back fat tissues in Chinese Buffalo, which might pro-
vide a basis for the further identification of miRNAs with 
a potential effect on IMF deposition in buffalo. Hence 
these small regulatory molecules can be our next target 
to track different cellular processes to diagnose 
different diseases or developmental stages in buffalo.  

Microarray Technology 

Microarray technology is a recently evolving genetic 
technique used to study the expression pattern of 
several genes at once. It involves several gene 
sequences placed on a glass slide called a gene chip 
which, when it comes in contact with target DNA or 
RNA, expresses a certain electrochemical signal. 
Hence, the gene expression level of several genes can 
be determined by analyzing the signal emitted from the 
gene chip [58]. This novel technique is now widely 
used on animals for large-scale gene expression 
studies involving SNP genotyping, polymorphisms, 
disease diagnosis, fertility assay etc. [59-64].  

In a study by Yang and colleagues, microarray 
analysis had been used to differentiate and determine 
the interplay between natural hosts and parasites to 
identify the Schistosome (Schistosoma japonicum) 
target genes and their association with susceptibility to 
screen vaccine candidates [61]. Another study 

demonstrated transcriptional analysis of potential 
buffalo genes that are associated with buffalo oocyte 
maturation using the microarray technology [62]. Very 
recently, microarray technology had also been used to 
analyze the transcriptomic profile of buffalo 
spermatozoa that report the alteration of functionally 
relevant transcripts in low-fertile bull spermatozoa [63]. 
Thus, microarray technology can allow animal 
geneticists and breeders to select animals based on 
multiple traits and hopefully can revolutionize the 
buffalo production and breeding industry.  

Whole Genome Sequencing (WGS) 

Whole genome sequencing is a technique for a 
comprehensive study of the entire genome, which 
provides a high-resolution view of each base 
throughout the genome. It can reveal potential 
causative variants for gene expression and regulation 
mechanisms by generating large volumes of data 
quickly, which can also aid the assembly of novel 
genomes. A revolutionary advancement in whole-
genome analysis has drastically improved domestic 
animals' genomic research and their application in real-
life problem-solving. The High Throughput Next 
Generation Sequencing (HT-NGS) has significant 
contribution in whole-genome genotyping, analysis of 
epigenetic modification, detection of mutations, expre-
ssion profiling of RNA to determine the economically 
important gene's expression, and quantifying miRNA 
expression level to track that trait after post-
translational modification. These genomic techniques 
can be applied in the case of buffalo for their breed up-
gradation and high yield to be benefited economically.  

Real-Time PCR 

A real-time polymerase chain reaction (real-time 
PCR), also termed as Quantitative polymerase chain 
reaction (Q-PCR), is a method that monitors the 
amount of targeted DNA molecule throughout the PCR 
reaction in real-time. This molecular biology-based 
technique is felicitous for investigating the expression 
of targeted genes responsible for important phenotypic 
traits by analyzing messenger RNA or mRNA as it can 
be directly correlated with the target gene expression. 
A study was conducted to validate the expression of 6 
housekeeping genes, namely YWHAZ, SDHA, 
GAPDH, RPS15, RPS18, and RN18S1, using real-time 
PCR in buffalo oocytes and embryos of different stages 
[65]. This type of research can help interpret gene 
expression more accurately in these cells and 
understand the molecular events during development. 
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Moreover, this quantitative technique is also commonly 
applied for diagnosis purposes, such as detecting 
infectious diseases and genetic abnormalities. In a 
study, real-time PCR was utilized to screen frozen 
semen of cattle and buffalo for the Bovine herpesvirus 
1 (BoHV-1) infection, which showed high sensitivity 
(100%) and specificity (90.04%) [66]. In this way, real-
time PCR can be applied in buffalo to investigate its 
genome by gene expression analysis and diagnose 
various diseases quickly and effectively.  

Fluorescence In Situ Hybridization (FISH)  

Fluorescence in situ hybridization (FISH) is a 
laboratory technique useful for locating a specific DNA 
sequence on a chromosome using a labeled probe. 
The fluorescent probe sequence specifically binds to its 
corresponding sequence on the chromosome. During 
the last twenty years, this technique has been used in 
the research of domestic animals to study 
chromosomal rearrangements, evolutionary 
chromosomes, gene mapping, and comparative 
mapping. However, FISH can be used in animals to 
localize genes of interest involved in fertility, milk and 
meat production, or other economically important traits. 
By using the FISH technique, three essential fecundity 
genes (TNF, STAT5A, and MTNR1A) were mapped on 
R-banded chromosomes of cattle, river buffalo sheep, 
and the goat for the first time, and extended the 
cytogenetic maps of this important species [67]. Tumor 
necrosis factor-α (TNF-α) is important for male fertility 
[68, 69]; signal transducer and activator of transcription 
5A (STAT5A) is correlated to reproduction activity and 
milk production [70, 71]; melatonin receptor 1A 
(MTNR1A) is essential for seasonality of reproduction 
[72, 73]. Therefore, this technique may become an 
effective one to identify the targeted genes of interest 
or any mutations on buffalo's chromosomes to improve 
the genomic research of buffalo.  

Phylogenetic Analysis 

The phylogenetic analysis represents the 
evolutionary history or relationship among different 
species, organisms, or features of an organism (genes, 
proteins etc.). The phylogenetic analysis of DNA 
sequence reveals how an organism is related to 
another organism of different species. A significant, 
within and between populations, differences were seen 
in allelic variability of 21 microsatellite loci in 3 river 
buffalo and 8 swamp populations [74]. In another study, 
20 bovine microsatellites among bovine species were 
studied, where Bubalus bubalis and Syncerus caffer 

were shown as the most divergent species in the Bos 
clade [75]. Characterization and phylogenetic analysis 
of the complete sequence of the D-loop region inside 
the mtDNA from buffaloes and cows was reported for 
the first time by Ramadan and colleagues [76]. 
Furthermore, the water buffalo interleukin-12 (IL-12) 
sequence revealed noticeable identity with IL-12 of 
bovine, while Indian water buffalo interleukin-18 (IL-18) 
showed 99% identity with cattle IL-18 in amino acid 
sequences [77].  

Phylogenetic analysis based on cytochrome B gene 
of local endemic buffalo (Bubalus bubalis) found in 
central Indonesia had shown one major clade and two 
subclades [78]. It also revealed the close genetic 
relationship between the buffalo found in that part of 
Indonesia. Another analysis performed on the complete 
mitochondrial genome of Murrah buffalo revealed a 
close genetic relationship between the Bubalus bubalis 
found in India and Murrah buffalo [79]. Thus, 
phylogenetic analysis facilitates the identification of 
relationships within and between species at proteome 
and genome levels.  

CONCLUSION 

Buffalo is one of the key sources of animal protein 
worldwide, including in Bangladesh. Investigating 
buffalo genomics and proteomics, and molecular 
research has brought a bright possibility to develop 
upgraded breeds of animals vital for both milk and 
meat. This study emphasizes on buffalo's genomics 
and proteomics resources that would provide important 
information about buffalo breeds' up-gradation, 
conservation, milk production, and disease resistance. 
This study also focuses on the economic importance of 
buffalo in the context of Bangladesh. Lastly, buffalos 
are very much ignored in middle Asian countries. 
Proper consultation, promulgation, crossbreeding to get 
quality species, food conservation, and appropriate 
training are necessary to flourish this sector.  
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