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A B S T R A C T   

The use of biomarkers as early warning systems in the evaluation of disease risk has increased 
markedly in the last decade. Biomarkers are indicators of typical biological processes, pathogenic 
processes, or pharmacological reactions to therapy. The application and identification of bio
markers in the medical and clinical fields have an enormous impact on society. In this review, we 
discuss the history, various definitions, classifications, characteristics, and discovery of bio
markers. Furthermore, the potential application of biomarkers in the diagnosis, prognosis, and 
treatment of various diseases over the last decade are reviewed. The present review aims to 
inspire readers to explore new avenues in biomarker research and development.   

1. Introduction 

In recent years, biomarkers have become increasingly important in pharmaceutical discovery, identifying a drug’s mechanism of 
action, investigating toxicity and efficacy signals at an early stage of the development process, and identifying patients who are likely 
to respond to therapy. Furthermore, in various fields of science, multiple potentially strong tools for deciphering such intricacies are 
emerging, and the application of such knowledge in personalized medicine has increased [1]. Biomarkers have been used in clinical 
practice to personalize medication or healthcare, as well as to analyze the safety of pharmaceuticals. Biomarkers are created either by 
organs that struggle with the disease (e.g., tumors) or by the body in response to various diseases. 

[2,3]. Biomarkers are used to monitor the development of a disease. Before diagnosis, screening and risk assessment. During 
diagnosis, they can assist in the determination of staging, grading, and primary therapy selection, and after diagnosis, for monitoring 
therapy, additional therapy selection, or monitoring recurrent diseases [2–4]. There are numerous benefits and drawbacks of bio
markers that should be considered before they are used in any clinical setting. Table 1 shows the main advantages and disadvantages of 
biomarkers [5,6]. 

Biomarkers can be targeted to improve the diagnosis, prognosis, and therapeutics. The identification of ideal biomarkers holds the 
key potential for personalized medicine and overall enhanced clinical outcomes. As shown in Fig. 1, an ideal biomarker possesses 
certain features that make it suitable for diagnosing a particular disease condition. The discovery and broad use of biomarkers will help 
us ensure that patients receive medications according to the best available therapeutic strategies, minimizing unnecessary treatments 
and associated toxicities and ultimately lowering total health costs [7]. 
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Clinical trials are essential for the improvement of healthcare and the advancement of medical science. The use of biomarkers for 
clinical applications depends on their efficacy in terms of disease diagnosis, disease staging, and treatment selection [8,9]. There is a 
subset of biomarkers with substantial scientific evidence that can consistently predict clinical outcomes accurately. For many diseases, 
clinical endpoints such as mortality or disease recurrence may take a long time, while biomarkers may provide earlier data and allow 
for smaller and more efficient studies. To use a biomarker in daily practice, one must understand its features to apply each biomarker in 
a suitable scenario. The primary characteristics include sensitivity, specificity, accuracy, and positive predictive and negative pre
dictive values [10]. The National Institutes of Health and the Food and Drug Administration have collaborated to develop standards 
that should guide researchers in collecting the required information and practitioners in using biomarkers in healthcare. 

To demonstrate the full potential of biomarkers in biomedical research, the present review underlines the history, various defi
nitions, classifications, characteristics, and discovery of biomarkers. Furthermore, the main achievements in the application of bio
markers in the diagnosis, prognosis, and treatment of various diseases are also highlighted. The approaches reported here serve as a 
guide for biomarker researchers in the pharmaceutical industry and academia to organize their approach to achieving safety and 
additional biomarker qualification. 

2. History and definition of biomarkers 

During the last five decades, the different definitions of biomarkers have been indicated and gradually modified according to 
scientific research and clinical progress. The term “biomarker” was used for the first time in 1973 by Rho et al. to the presence or 
absence of specific biological material [11,12]. Although, the term is older and was used as “biochemical markers” by Mundkur in 
1949 [13] and as “biological markers” by Porter in 1957 [12]. The word surrogate as a synonym for a biomarker has been used since 
the early 1980s. The literal concept of “surrogate” is “asked in place of” [11]. A surrogate endpoint or surrogate marker has been 
defined as a biomarker powerfully related to improvement in a specific disease [14]. Researches show that the dominance of the use of 
“biomarker” has increased dramatically in comparison with other terms [15]. The term biomarker is an abbreviated version of 
“biological marker”. Biomarker, or biologic marker, was defined by the National Institutes of Health Biomarkers Definitions Working 
Group in 2000 [4]. According to this definition, biomarkers are indicators of normal biologic and pathogenic processes or pharma
cologic responses to a therapeutic intervention that are frequently measured and evaluated. This definition has been broadly accepted 
as the international definition of the biomarker in clinical pharmacology. Moreover, a biological marker or biomarker, as defined by 
the Food and Drug Administration (FDA), is a measurable indicator that has the potential to be useful across the entire disease process; 
research and development of therapies; complicating disease diagnosis, prognosis, and monitoring; or disease progression or response 
to treatment [16]. Therefore taken together biomarker can be defined as a particular component associated with a normal biological 
process, pathogenic mechanism, or biological response to external interference or a chemical agent or a group of chemical agents but 
not the presence of the agent or its metabolites within the body tissues (internal dose) [10,17]. 

3. Classification of biomarkers 

Biomarkers have been classified based on different parameters, including their characteristics, clinical applications, and finally, 
genetic and molecular biology methods (Fig. 2) [18–20]. 

3.1. Genetic and molecular biology methods 

According to the genetic and molecular biology method, biomarkers are categorized into three types: Type 0, 1, and 2. Type 0 is a 
natural history biomarker and can be measured in phase 0 clinical studies of a disease and is correlated with clinical outcomes over 
time [21–23]. Type 1 is a drug activity biomarker that indicates interventions, therapeutic effects, mechanism of action, and toxi
cological effects of a drug. Type 2 is a surrogate biomarker and is considered a substitute for clinical outcome assessments of disease 
and it helps in the prediction of the responses to a therapeutic intervention [19,24,25]. 

3.2. Characteristics 

Biomarkers, according to their characteristics, can be classified into three major types: molecular, cellular, and imaging 

Table 1 
Advantages and disadvantages of biomarkers.  

Advantages Disadvantages 

Precision of measurement Timing is critical 
Economical Expensive (cost for analyses) 
less bias than questionnaires Storage (longevity of sample) 
Rapid warning signal Normal range difficult to establish 
Reliable; validity can be established Ethical responsibility 
Homogeneity of risk or disease Laboratory errors 
Disease mechanisms often studied  
Objective assessment   
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biomarkers. 

3.2.1. Molecular biomarkers 
Molecular biomarkers are markers that are measured based on proteomic and genomic techniques. They are essential in diagnosing 

diseases with applications in analytic epidemiology, randomized clinical trials, disease prevention, prognosis, and management [26]. 
These biomarkers have biophysical characteristics and can be measured in biological samples such as serum, plasma, cerebrospinal 
fluid, bronchoalveolar lavage fluid, and biopsies [19,27]. They include a wide range of molecules, from small to large molecules such 
as peptides, proteins, lipids metabolites, nucleic acids (DNA and RNA), and other molecules [28,29]. Molecular biomarkers are divided 
into three subtypes: chemicals, proteins, and genes. 

3.2.1.1. Chemical biomarkers. The chemical biomarkers include data on inborn errors produced from metabolism or genetic condi
tions of cancers, disabilities, and metabolic disorders, infectious variety of the disease, dietary intake, drug, chemical, and pollution 
exposure. Altogether, in the online database of molecular biomarkers (MarkerDB), the 1089 chemical biomarkers were associated with 
448 conditions/diseases and 106 exposures. Many chemical biomarkers can be determined quantitatively and accurately with high 
precision and reliability [18,30]. Some examples of these biomarkers are shown in Fig. 3. 

3.2.1.2. Protein biomarkers. The protein biomarkers are beneficial for detecting various biological changes. They can be used as in
dicators of the evolution of inflammation, immunity, and stress or related diseases, such as cancer, diabetes, cardiovascular, neuro
logical disorders, and other syndromes [19,31]. The MarkerDB database represents 142 protein biomarkers covering more than 160 
diseases [18]. The protein name and related structure for two types of these biomarkers are shown in Fig. 4. 

3.2.1.3. Genetic biomarkers. The genetic (DNA mutation, DNA single nucleotide polymorphism, karyotypic) variations have been most 
widely used as biomarkers for diagnosing disorders over the past few decades [18]. The database of MarkerDB contains 26374 genetic 
biomarkers and 154 karyotype biomarkers. DNA biomarkers are the biggest biomarkers associated with more than 319 diseases or 
conditions. Genetic biomarkers can be determined in the DNA of all nucleated cells extracted from any biological sample, especially in 
cancer tumors, since most cancer cells accumulate somatic mutations [32,33]. 

Fig. 1. The principal features of an ideal biomarker.  
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3.2.2. Cellular biomarkers 
Cellular biomarkers are biological and measurable indicators that can be used in clinical and laboratory tests. Cellular biomarkers 

are often measured and evaluated in blood, body fluid, or soft tissue for prognosis or probability to respond to a specific treatment. This 
type of biomarkers allows for the isolation, sorting, quantification, and characterization of cells by their morphology and physiology 
properties [33,34]. 

3.2.3. Imaging biomarkers 
Imaging biomarkers are one of the most commonly utilized approaches in clinical settings owing to their availability, cost- 

effectiveness, and non-invasiveness [35]. Early disease detection is a clinical advantage compared to molecular biomarkers. An im
aging biomarker is a characteristic that is objectively evaluated and measured as an indicator of normal pathogenic processes, bio
logical processes, or pharmacologic responses to a therapeutic intervention. Imaging biomarkers have three subtypes: positron 
emission tomography (PET), computed tomography (CT), and magnetic resonance imaging (MRI) [18]. PET with tracking and 
measuring glucose uptake in the body cells, can be used for assessing the efficacy of oncologic treatments [36]. CT is a diagnostic 
modality that utilizes ionizing radiation for monitoring tumor status and obtaining cross-images and three-dimensional images (3D) 
from the human body [37]. MRI technique with very high spatial resolution images is the most widely used to understand neuro
degenerative and cancer diseases [38,39]. MRI has many benefits, including its high spatial resolution; its superior soft-tissue contrast, 
its ability to assess physiology, e.g., oxygenation, diffusion, and vascularization, and its ability to obtain multiple contrasts in a single 
examination [40]. Some MRI biomarkers are already established or well on their way to being established in clinical use for onco
logical assessments. These include Prostate Imaging Reporting and Data System (PI-RADS) [41], Breast Imaging Reporting and Data 
System [42], and Liver Imaging Reporting and Data System [43,44] for the diagnosis of prostate breast, and hepatocellular cancers, 
respectively. It is necessary to mention that other methods, such as X-ray, endoscopic, optical coherence tomography, mammography, 
ultrasonography, and near-infrared spectroscopy, have also been applied as imaging biomarkers to obtain information for the di
agnostics of various diseases [45,46]. Some examples from imaging biomarkers are shown in Fig. 5. 

3.3. Clinical applications 

According to their clinical applications in different disease stages, biomarkers can be classified into diagnostic, prognostic, and 
therapeutic biomarkers [19,46,47]. 

3.3.1. Diagnostic biomarkers 
These biomarkers are used for the determination of diseases such as cardiac troponin for the diagnosis of cardiac muscle injury 

[48], distributions of 3-hydroxy-fatty acids for planctomycetes [49], set of glycans as cancer biomarkers [50], glutamate for visceral 
obesity and altered metabolism [19], catestatin for psychological stress response associated with increased mortality among heart 
patients, cystatin-C for glomerular filtration and liver-type fatty acid-binding protein (L-FABP) as a diagnostic biomarker for estimating 
the severity of the renal injury or oxidative stress [19,51]. 

Fig. 2. Schematic presentation of classification of biomarkers.  
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3.3.2. Prognostic biomarkers 
Prognostic biomarkers give information about the disease status by screening, monitoring of disease, and also measuring an in

crease or decrease of the internal precursors that probability can be attained by disease [19,52]. For example, blood pressure and 
cholesterol (for cardiovascular diseases) [52], N-acetyl-beta- D-glucosaminidase (for heart failure and renal impairment), D-serine (for 
anti-depressant response to ketamine), and osteocalcin (for bone and skeletal metastasis) as prognostic biomarkers are used [53–55]. 

3.3.3. Therapeutic biomarkers 
These biomarkers are effective in disease treatment and play an essential role in monitoring the clinical response and the effect of 

therapy on stress or disease [56,57]. Therapeutic biomarkers are proteins such as miRNAs and exosomes that could be used for targeted 
therapies [58,59]. Malondialdehyde-modified low-density lipoprotein was used by Takamura et al. as a good predictor of clinical 
outcomes in patients after endovascular therapy affected with peripheral artery disease [60]. The clinical investigations on D-serine 
revealed its effectiveness as a therapeutic biomarker in schizophrenia and depression patients [54]. CA15-3, as a serum tumor 
biomarker, is useful in monitoring therapy for breast cancer treatment [61]. HbA1c (glycosylated hemoglobin A1c) was used to 
monitor the progress of antidiabetic therapy [62]. 

Fig. 3. Some examples of chemical biomarkers.  
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4. Biomarker discovery 

There have been several changes in the diagnosis and investigation of disease due to the appearance of advanced technologies and 
promotion in chemistry and physics in the past decade. These advancements have led to the discovery of new and innovative disease 
markers in autoimmune disorders, malignancies, endocrine diseases, genetic disorders, sensory damage, intestinal diseases, etc. In 
many cases, these advancements have led to the discovery of biomarkers elucidated via traditional or conventional methodologies, 
such as immunoassays, histopathology, or clinical biochemistry [63]. The fundamental purpose of biomarker discovery is to identify a 
small group of characteristics that can be utilized to classify a new sample efficiently and cost-effectively, as well as to implement it 
into clinical practice. Over the past decade, the discovery of biomarkers has significantly increased. The systems biology techniques 
and chemometrics can be used for developing and discovering biomarkers [64]. The study design, sample collection procedure, sample 

Fig. 4. Two types of protein biomarkers. (a) Glycosylated or glycated hemoglobin (HbA1c) is a form of hemoglobin (type A) that is known as a 
protein biomarker, and is a common blood test that can be used for type 1 and 2 diabetes mellitus monitoring. (b) Angiotensin-converting enzyme is 
a dipeptidyl carboxypeptidase and a central component of the renin-angiotensin system which as a favorable biomarker plays a vital role in the 
diagnosis and prognosis of various diseases. 

Fig. 5. Examples of imaging biomarkers. (a) Computed tomography (CT): A useful screening tool for obtaining detailed images of various internal 
regions of the body using a series of X-rays and computer technology. (b) Positron emission tomography (PET): A nuclear imaging procedure that 
uses small amounts of radioactive drugs to reveal the metabolic activity of tissues and organs of the body. Some examples of imaging biomarkers. (c) 
Endoscopy: A procedure to observe and examine the inside of the body without performing major surgery using a flexible tube equipped with a lens 
and a video camera at two tube heads. (d) Magnetic resonance imaging (MRI): A technique to obtain clear images of different organs and structures 
inside the human body using magnets, radio waves, and a computer. (e) Mammography: A medical imaging process using an X-ray source with low 
energy to examine breast tissue for early detection of cancer. (f) Optical coherence tomography: A high-resolution and noninvasive imaging method 
to obtain 2D and 3D images from within biological media based on the interference signal between the sample and a local reference. 
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measurement, data analysis, and interpretation are critical parameters in biomarker discovery studies [65–67]. Generally, targeted 
and untargeted are two main types of approaches that have been used for biomarker discovery from biofluid sources such as blood, 
urine, milk, and cell culture media [68]. The targeted approach allows for obtaining a comprehensive of the physiology/pathology and 
disease processes and the discovery of new biomarkers that may be produced or released during the disease process and can be 
measured by specific methods. An untargeted approach is an unbiased approach to biomarker discovery that only depends on a range 
of “omics” profiling techniques used for systematically screening body fluids [68,69]. Molecular biomarkers can be discovered using 
genomics, transcriptomics, proteomics, metabolomics, lipidomics, glycomics, and secretomics platforms [64,70]. Some of these 
“omics” technologies are presented in Fig. 6. 

4.1. Genomics 

Genomic is the systematic study of the structure, function, and expression of all nucleotide sequences of an organism. Genomic is a 
high throughput technology that defines the genetic messages and the resulting protein structures and sequences [70]. The genome is 
the total DNA (sequencing, variation, and annotation) of a cell or organism [71]. 

4.2. Proteomics 

The term proteome was first used to describe the protein complement of the genome [72] but has been recently described as the 
large-scale analysis of proteins and peptides [73]. The proteome is the set of proteins encoded by the genome at a particular time [27]. 
The proteome is a complex and dynamic reflection of both genes and the environment because it changes its response to the physi
ological status of the patient and environmental characteristics [74]. The field of studying such sets is known as the proteomics 
approach and technology [75]. The study and identification of the more than 1,000,000 gene products in the human body that carry 
out the biological processes is the proteomics science [76]. Liquid chromatography and mass spectrometry approaches are the 
analytical platforms for proteomics experiments [76]. 

4.3. Transcriptomics 

The transcriptome is a large-scale experimental tool to analyze gene expression. Transcriptomics allows the identification and 
quantification of the complete set of all RNA species, such as messenger RNAs, non-coding RNAs, and small RNAs (microRNA, small 
interfering RNA, small interfering RNA, and piwi-interacting RNA) in response to various stimuli such as pH, light, temperature and 
biological stimulants. The analysis of the transcriptomes shows how different diet programs, ingredients, and components of foods 
affect the expression of specific genes [77–79]. 

4.4. Metabolomics 

The term metabolomics can be generally defined to address the global analysis of all metabolites in a biological system (cell, tissue, 
or organism) in response to drugs or diseases [80,81]. The metabolome involves compounds with low molecular weight. These 
compounds are byproducts of enzymatic reactions and gene transcription and have a direct effect on the cell phenotype [82]. The 
metabolomics approach is widely used to measure metabolites. Metabolites are lipids, amino acids, peptides, nucleic acids, and organic 

Fig. 6. The taxonomy of “omics” technologies.  
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acids, easily accessible in blood, urine, saliva, cerebrospinal, and other human fluids and secretions [11,68]. The metabolomics 
biomarkers can be analyzed using infrared spectroscopy, nuclear magnetic resonance, liquid chromatography-mass spectrometry, 
high-performance liquid chromatography, and gas chromatography-mass spectrometry [82]. 

5. Applications of biomarkers 

The potential applications of biomarkers in medicine for screening, diagnosis, prognosis, and therapy of diseases have considerably 
expanded. In the following sections, some of the various applications of biomarkers are presented. 

5.1. Covid-19 

The novel coronavirus disease (SARS-CoV-2 or COVID-19) first emerged in Wuhan city, China in December 2019. COVID-19, due to 
its rapid spread worldwide, affects a large portion of the world’s population. Unfortunately, this new type of viral disease has led to 
more than millions of infected cases and deaths worldwide [83–86]. In a study reported by Pu et al. [87], deep learning technology and 
high-resolution computed tomography images were used as potential diagnostic biomarkers to investigate parameters associated with 
COVID-19. The findings showed that unique image biomarkers might not distinguish all COVID-19 infiltrates from 
community-acquired pneumonia. However, the automated image analysis can identify a very low fraction of COVID-19 cases because 
unique image features can accurately distinguish a sizable subsect of non-COVID-19 cases [87]. Biomarkers of myocardial injury or 
cardiovascular disease, particularly cTnI, cardiac troponin T (cTnT), and D-dimer, have revealed their potential for predicting, 
prognosis, and treatment of COVID-19 [83,88,89]. The increasing levels of serum amyloid A [90], C-reactive protein [91], urea and 
creatinine (Renal biomarkers) [92], ferritin [93], and lactate dehydrogenase [94] have been used as biomarkers in the diagnosis of 
COVID-19. Very recently, Huyut et al. [95] used the changes in routine blood values (RBV) parameters for the diagnosis and prognosis 
of COVID-19 disease. This study contained three main steps: raw data collection, the performance of the LogNNet neural network with 
the selection of main features, and testing combinations of features. The RBV dataset consists of biochemical, immunological, and 
hematological parameters. The results of this study revealed that erythrocyte sedimentation rate, neutrophil count, C-reactive protein, 
white blood cell count, red blood cell count, urea, albumin, and calcium are the most important biomarkers for the diagnosis and 
prognosis of patients with severe or mild infection. The LogNNet model achieved an accuracy rate of 94.4% for the detection of the 
prognosis of the disease using 48 features [95]. In another interesting study, Velichko et al. [96] reported machine learning (ML) 
sensors as a practical option for the Internet of Things (IoT) in clinical decision support systems to determine the preliminary diagnosis 
of COVID-19 with an accuracy of up to 95% using RBV. The histogram-based gradient boosting (HGB) model was used successfully in 
determining the diagnosis of COVID-19 disease. The HGB model with the fastest and highest accuracy identified the 11 most important 
biomarkers consisting of low-density lipoprotein, cholesterol, high-density lipoprotein cholesterol, mean corpuscular hemoglobin 
concentration, triglyceride, amylase, uric acid, lactate dehydrogenase, creatine kinase-myocardial band, alkaline phosphatase and 
mean corpuscular hemoglobin to identify the disease with 100% accuracy in 6.39 s. These methods afford rapid, reliable, and 
economically cost-effective mobile tools for the diagnosis and prognosis of COVID-19 disease based on the RBVs at the time of hospital 
admission [96]. Antioxidant and oxidative parameter values play a vital role in the estimating of many diseases [97]. The autore
gressive integrated moving average expert models were used for estimating the antioxidant and oxidant levels in the diagnosis and 
prognosis of COVID-19 disease, with the lymphocyte count and ferritin biomarkers with the most effect and white blood cell count and 
c-reactive protein with the most negligible impact on models [98]. Huyut et al. [99] investigated the importance of routine immu
nological, biochemical and hematological laboratory parameters to predict mortality in COVID-19 patients. The results revealed that 
C-reactive protein, erythrocyte sedimentation rate, troponin, D-dimer, ferritin, fibrinogen, leukocyte, and neutrophil levels were 
higher in the patients who died. In addition, the procalcitonin level was increased in dead patients than in survival patients [99]. The 
dysregulated and uncontrolled immune response leads to acute respiratory distress syndrome (ARDS) and cytokine storm, which is a 
major cause of pulmonary damage and mortality in COVID-19. Interleukin-6 (IL-6) is an important cytokine with 212 amino acids in its 
structure that plays a determining role in the progression of ARDS in COVID-19 patients. Therefore, the inhibition of IL-6 signaling can 
reduce lung damage and improve the clinical outcomes of patients with COVID-19. IL-6 is one of the main inflammatory agents in 
COVID-19 disease, and the combination of anakinra and studies has shown methylprednisolone can be used for the treatment of severe 
COVID-19 patients [100,101]. 

5.2. Cancer 

Cancer, the most important cause of death worldwide, is a spatial and complex genetic disease marked by metastasis in vital organs 
of the body [102,103]. Cancer biomarkers play a significant role in enhancing our understanding and knowledge of the cancer process 
in clinical practice, allowing for the development of more effective diagnostics and the reduction of undesired systemic toxicity [104]. 
They have been proposed for use in assessing cancer risk, studying tumor-host interactions, and reflecting tumor load and cellular 
activity [105]. In recent years, the knowledge of cancer markers has advanced considerably [106]. 

Cancer biomarkers can be found in the circulation (whole blood, plasma, or serum), in secretions (urine, stools, sputum, or nipple 
discharge), or in other human biological fluids [107] and can therefore be easily assessed serially and noninvasively, or they can be 
tissue-derived and require either a biopsy or surgical resection [108]. An ideal tumor biomarker should have the following charac
teristics: (a) produced only by the tumor cells; (b) associated with tumor burden and provided with an adequate lead time; (c) 
detectable in preclinical or early stages in the blood (or other biological fluids of humans) of cancer patients (preferably in one cancer 
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type only); (d) undetectable (or present at very low levels) in the blood (or other biological fluids) of healthy people or those with 
benign diseases; (e) easy to measure, even in small amounts and with little preparation, using a reliable test, affordable, and associated 
with high analytical specificity (the percentage of individuals without cancer who test negative for the biomarker) and to sensitivity 
(the percentage of individuals with cancer who test positive for the biomarker) [109,110]. 

Several biomarkers can be used for various cancers, including KRAS mutations as prognostic biomarkers in pancreatic cancer 
[111], procalcitonin as a biomarker for medullary thyroid cancer [112], serum microRNA-21 as a diagnostic biomarker in breast 
cancer [113], cigarette smoking as a biomarker in lung cancer [15], carcinoembryonic antigen in the colon, medullary thyroid, 
stomach cancer [15], and α-chain of haptoglobin (Hp-α) as a serum biomarker for ovarian cancer [114]. In addition, as a novel tumor 
biomarker, liquid biopsy is the most innovative tool in medical oncology. Proteins, metabolites, nucleic acids, and extracellular 
vesicles can all be identified in urine, which is a component of liquid biopsy [115]. 

5.3. Heart failure 

Heart failure (HF) is caused by various cardiac and extracardiac pathophysiological mechanisms, leading to a complex clinical 
disease with numerous phenotypes. The diagnosis of HF can be difficult because the clinical findings are not necessarily specific and, 
therefore, of limited diagnostic value. It may be significant to develop immediate and particular tests to carry out a rapid “rule-out” of 
HF in the emergency department. Biomarkers have multiple roles such as diagnosing, monitoring therapy, assessing prognosis, and 
stratifying risk in cardiovascular disease in clinical management to offer an integrated approach [116–120]. Imaging biomarkers 
provide important insight into the functional and structural abnormalities of the heart, but the readout of these biomarkers is unable to 
identify subclinical and early stages of HF [121]. Protein biomarkers that are now being used to predict the prognosis of HF are either 
released from the heart, demonstrating the heart’s usefulness as a tissue-specific damage marker, or they are released from other cells 
as a systemic response to HF. The half-life of protein biomarkers, in addition to tissue specificity, is frequently the most important 
aspect of its potential utility as a biomarker. Natriuretic Peptides (NP), i.e., brain-type natriuretic peptide (BNP) and N-terminal 
prohormone of BNP, and cardiac troponin measurements have been included in the guidelines for HF treatment and diagnosis of the 
American Heart Association [122] and the European Society of Cardiology [123]. The predictive utility of NT-proBNP and BNP 
biomarkers in different HF settings, such as chronic or acute HF, has been investigated in various studies, providing strong evidence of 
their incremental value [124–127]. In a study involving 122 patients who had acute decompensated heart failure and decreasing renal 
function, BNP levels were measured. A considerable reduction in BNP value of ≥40% throughout hospitalization i.e., from baseline to 
discharge had a positive prognostic value in reduced rehospitalization [128]. Other diagnostic biomarkers, such as those for oxidative 
stress (e.g., growth differentiation factor-15), cardiac remodeling (e.g., galectin-3), and inflammation (e.g., soluble ST2 receptor), 
could be added to help in HF treatment [129]. Protein-based biomarkers are currently the clinical gold standard for HF prediction 
because they provide many benefits including easy accessibility, comparably low costs, and simple handling. However, protein-based 
biomarkers might not be specific for HF, and hence, reliable prognostic indicators for HF are still scarce [130]. Recent advances in 
genetic analysis have opened up new avenues for studying the pathophysiology of cardiovascular disease and have opened the way for 
the creation of gene-based biomarkers. A novel approach for identifying DNA/RNA-based biomarkers is using omics technology, which 
can identify genome-wide (GW) and transcriptome-wide (TW) gene variation. Omics analysis allows for understanding the molecular 
mechanisms underlying the diseases as well as the identification of genetic variations that can help in the identification of HF patients 
who are at risk. It is possible to identify populations at risk for disease by locating a specific single nucleotide polymorphism (SNP) (via 
GW) or a variation in gene expression (through TW). However, it should be noted that due to the novelty and origin of these analyses, 
as well as the complexity of cardiovascular disease, only a small number of research has been specifically conducted on HF. Using 
genome-wide association studies, some research groups simultaneously identified the 9p21 risk locus [131–133]. The locus encodes 
different transcripts of the long non-coding RNA ANRIL [134]. Recent studies show that the ratio of circular to linear ANRIL, which 
affects basic biological functions, is related to the risk of coronary artery disease and may be used as a biomarker [135]. Following the 
identification of the 9p21 locus, numerous genetic loci were identified that altogether account for around 25% of the estimated 
heritability of cardiovascular disease [135]. By improving diagnosis and prognosis and therefore improving patient treatment, novel 
biomarkers for HF may support the widely used traditional ones. There is a growing interest in the multi-marker approaches due to 
their benefit over single biomarkers to improve risk stratification and increase the diagnostic accuracy in HF. Otherwise, further 
investigation is required to determine the ideal biomarker combination for the management of HF treatment. 

5.4. Neurological diseases 

Biomarkers have important roles in the prevention, diagnosis, prognosis, and treatment of brain diseases and neurological and 
neuropsychiatric disorders such as Alzheimer, Parkinson, stroke, Huntington, and, epilepsy [136,137]. Plasma, urine, cerebrospinal 
fluid, saliva, blood, and others can be used as various sources to obtain candidate biomarkers to diagnosis, help the progression, and 
treatment of a variety of brain disorders and diseases [138]. 4-hydroxy-2,3-noenal, angiogenin and Cystatin-C are candidate protein 
biomarkers for the diagnosis or progression of motor neuron disease [139–141]. The metabolite N-acetyl aspartate [142], metabolite 
myoinositol [143], soluble glycoprotein V [144], and clusterin [128] are other types of biomarkers that have been used for neuro
logical diseases. The blood biomarkers of different brain injuries, such as fibrinogen, D-dimer, and troponin, could potentially offer 
tools to diagnose, manage and treat brain injury in COVID-19 patients [145]. There are particular difficulties in finding clinically useful 
biomarkers for neurological diseases. These challenges include the historically low availability of relevant tissues from the site of 
pathology, the complexity and molecular heterogeneity of the brain, and a clear deficiency of the glaring lack of models for functional 
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validation of potential biomarkers. 
The combination of biomarker identification methods using modern genomics, proteomics, and metabolomic technologies, 

however, promises to make significant progress in overcoming these challenges. 

5.5. Lung diseases 

Lung or respiratory diseases are clinical problems affecting the lungs, such as asthma, Pleural effusion, chronic obstructive pul
monary disease, pneumonia, lung cancer, tuberculosis, and many other lung disorders [146]. Malondialdehyde, a lipid peroxidation 
product, is reliable, cheap, and user-friendly biomarker for diagnosing lung diseases [147]. YKL-40, a glycoprotein with three amino 
acids tyrosine (Y), lysine (K), and leucine (L) in the N-terminal and with a molecular weight of 40 kDa is proved as a biomarker for 
detecting pleural effusion [148]. MRI and CT lung biomarkers can be used in vivo evaluation of lung biomechanics to identify lung 
abnormalities [149]. Nitric oxide, carbon monoxide, acetone, isoprene, methanol, hydrogen cyanide, hydrogen peroxide, ethyl 
butyrate, sulfides, and nitrates are exhaled volatile and non-volatile compounds which can be considered possible biomarkers for lung 
diseases [150]. 

5.6. Kidney diseases 

Kidneys act to filter blood to create urine, remove toxins, and control the volume of different human body fluids [151]. Micro
albumin, N-acetyl-β-glucosaminidase, fatty acid-binding proteins, and cysteine-rich proteins have been successfully used as kidney 
disease biomarkers. Hepcidin-25 is an iron-binding protein associated with acute kidney injury that is used as a novel kidney 
biomarker in serum and urine specimens for major adverse kidney events after cardiac surgery [152]. A novel synthetic antibody of 
polypyrrole/Multiwall carbon nanotubes on a carbon screen-printed electrode was designed to detect the kidney biomarker cystatin C 
at the point of care [153]. Recently, FDA approved a panel of six urine creatinine-normalized biomarkers, including clusterin, cystatin 
C, kidney injury molecule 1, N-acetyl-β-D-glucosaminidase, neutrophil gelatinase-associated lipocalin, and osteopontin for the 
detection of preclinical ASO-induced kidney pathology [154]. The level of D-Serine in plasma and urine is commonly used as a dual 
biomarker for the reflection of kidney function and diseases [155]. 

5.7. Liver diseases 

The liver is a vital organ in the human body that has many important tasks, including digesting food, distributing nutrients, 
converting food into energy and storing it, and helping to filter toxic substances and remove poisons from the bloodstream. There are 
many liver diseases, such as hepatitis, fatty liver disease, cancer, cirrhosis, hemochromatosis, Wilson’s disease, fascioliasis, chronic 
liver failure, and autoimmune conditions [156]. Liver diseases can be occurred by a variety of factors and conditions, including viruses, 
drugs, drinking, and poisons. Symptoms of liver diseases vary, depending on the underlying cause and severity of the disease, and can 
be easily confused with other diseases, but they often include yellow skin and eyes, dark urine, swelling of the abdomen and legs, easy 
bruising, and vomiting. The diagnosis of liver diseases can often be difficult; however, the using of biomarkers can be helpful in 
diagnosing and following liver diseases [157]. The hepatic injury can be determined by liver function tests, including albumin, alanine 
aminotransferase, lactate dehydrogenase, and aspartate transaminase associated with alkaline phosphatase and gamma-glutamyl 
transferase [158]. Alanine aminotransferase is a surrogate biomarker that is highly specific for liver diseases and is detectable in 
the bloodstream [159]. Hyaluronic acid, bilirubin, cytokines, laminin, and fibroblast growth factor 21) can be used as potential 
biomarkers of liver disease [160,161]. 

5.8. Gastrointestinal diseases 

Gastrointestinal diseases refer to diseases from the mouth to the anus consisting of all the organs of the human digestive system 
[162]. Intermediate products of metabolism are valuable biomarkers for the diagnosis of gastrointestinal diseases using non-invasive 
methods [163]. Volatile organic compounds such as acetone, ammonia, ethanol, indole, carbon disulfide, 2,3-butanedione, and acetic 
acid can be used as biomarkers. These compounds with low molecular weight are produced in the gastrointestinal tract and can be 
transported in the blood flow and reach the lungs and appear in breath and finally by GC-MS technique were analyzed [164]. Cal
protectin, as a noninvasive biomarker, is primarily clinically useful for active inflammatory bowel disease (IBD) and digestive dis
orders [165]. Lactoferrin, a laboratory biomarker, is used for clostridium difficile infection detection [166]. MicroRNAs [167], 
electronic-nose such as surface acoustic wave, carbon black polymer composite, carbon black polymer composite, and metal oxide 
semiconductors [168] have been used to identify gastrointestinal diseases. The fatty acid-binding protein has also been evaluated as a 
diagnostic biomarker in Gastrointestinal Diseases [169]. Urinary metabolomics, such as tricarboxylic acid and amino acids, are 
different in IBD patients and health groups and can be used as noninvasive biomarkers for gastrointestinal diseases [170]. 

Most of the currently investigated potential biomarkers have not yet achieved validation and approval for use in real-life clinical 
practice for screening or diagnoses of particular gastrointestinal diseases; however, the future of biomarkers looks promising. Although 
some studies indicate great diagnostic accuracy of different biomarkers, the heterogeneity of the findings raises questions in our minds. 
Therefore, more extensive research and clinical trials using standardized procedures created by multicenter consortiums are required. 
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5.9. Skeletal muscle and bone diseases 

Skeletal muscle may be damaged during life by exercise, contraction, chemical insult, defects in the immune system, or muscle 
degeneration [171]. MRI and proton magnetic resonance spectroscopy have been used to characterize and evaluate a rare degenerative 
skeletal muscle disease, namely GNE myopathy [172]. Also, MRI, as an emerging diagnostic tool and biomarker, can be used to 
evaluate changes in the fat and fibrous tissue content of muscles [173]. Pyridinolines, deoxypyridinolines, and osteocalcin were 
measured to predict future bone diseases using clinical outcomes. Plasma interleukin-6 has been identified as a marker of inflammation 
for the prediction of long-term changes in growth failure, joint contractures, and hip dysplasia [174]. Fourier-transform infrared 
Spectroscopy as a biomarker of primary mitochondrial myopathies and other mitochondrial diseases is available. This tool is a fast, 
non-invasive, non-destructive, sensitive, and specific diagnostic biomarker that requires small amounts of samples [175]. The use of 
amino acids, especially cysteine, methionine, taurine, and glutathione, as an essential part of skeletal muscles, can be used for the 
prevention and diagnosis of skeletal muscles [176]. 

6. Biomarker development process 

The process of developing a biomarker involves several iterative steps that begin with the discovery of the biomarker in healthy and 
diseased samples. To ensure that rational, evidence-based biomarker creation maintains clinical and scientific necessity, an approach 
for developing them that incorporates collaborative regulatory science involving many different fields is required. The field is changing 
quickly as a result of ongoing and recent explosive growth in computation, analysis, and measurement. The biomarker development 
process comprises consecutive phases: pre-analytical and analytical validation, clinical validation, regulatory approval, and demon
stration of clinical utility. The pre-analytical phase standardizes indicators and analyzes quality indicators such as process, storage, and 
sample collection. Analyzing the biomarker’s performance parameters to make sure the test is repeatable, dependable, and has the 
right level of specificity and sensitivity is commonly known as the analytical validation phase of biomarker development. A biomarker 
is connected to clinical and biological endpoints through qualification, a graded evidential process. Fig. 7 shows a schematic repre
sentation of the biomarker development process. 

However, there are certain challenges in developing biomarkers, such as:  

✓ The scientific basis for some biomarkers cannot always be verified, creating difficulties in the qualification and validation of 
biomarkers in the future. Moreover, it is important to avoid incorrectly interpreting biomarker measurements and connecting a 
biomarker to a disease.  

✓ The cost of developing a biomarker may increase due to longer clinical trials or more testing requirements.  
✓ It often takes a lot of time and resources to develop and qualify biomarkers. For qualification purposes rather than as part of an 

individual drug regulatory approval, more convincing evidence of a favorable benefit-risk analysis is typically needed. 

7. Statistical methods for assessment and evaluation of new biomarkers 

After biomarker discovery, its evaluation is necessary, especially for diagnostic biomarkers. Statistical methods are used for the 
assessment and evaluation of new biomarkers. Biomarkers evaluation need an appropriate statistical analysis for the representation of 

Fig. 7. Framework for the development of biomarkers. To find potential biomarkers, tissue extracts or biological fluids can be used in the discovery 
process. Urine, synovial fluid, cerebral fluid, blood, saliva, and tissue extracts are a few examples of the numerous biofluids that might act as the 
discovery matrix for biomarkers. During the discovery process, biomarker qualifying in samples (either in vitro or in vivo from animals or humans) 
gives confidence that the biomarkers may have clinical utility. For qualifying companion diagnostics or techniques associated with the development 
and regulatory approval of a therapeutic or drug, both the European Medicines Agency and the FDA have formal approval procedures. 
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valid conclusions of new biomarker before being introduced into clinical practice [177,178]. The obtained datasets can be analyzed by 
the classical statistical and multivariate methods. The classical statistical methods are used for the identification of biomarkers by 
monovariate statistical tests so that each biomarker is considered independent of the others (such as t-test or Wilcoxon-Mann Whitney 
test etc.) [179]. These methods involve the evaluation of the variables that show a different behavior between two groups of samples 
for example control vs. pathological or control vs. drug treated. The classical statistical methods suffer from some weaknesses, such as a 
lack of statistical power, lack of interpretable results, and omitting of complex relationships between variables [180]. Although 
classical statistical methods based on univariate and bivariate tests are easy to use and interpretation of the results, are not sufficient to 
extract and analyze all of the ’omic’ data sets and should only be used as an exploratory or complementary secondary method [181]. 
The multivariate statistical analyses (MVAs) are based on comparing the relationships existing among two or more groups of candidate 
biomarkers. These methods are often used and are more effective and very useful for the identification of biomarkers pools with 
diagnostic or prognostic purposes according to robustness, sensitivity, and specificity properties [182]. Usually, these methods belong 
to unsupervised pattern recognition (clustering methods) or supervised classification methods. In the field of biomarkers identifica
tion, there are several unsupervised methods adopted, such as Principal Component Analysis (PCA), Nonnegative PCA, robust-PCA, 
Canonical Correlation Analysis (CCA), Sparse Canonical Correlation Analysis (SCCA), Hierarchical cluster analysis (HCA), K-means 
and Multidimensional scaling (MDS). Also, several methods were presented for supervised analysis such as the soft independent model 
of class analogy (SIMCA), Ranking PCA, Partial least squares (PLS), Random forests (RF), Classification and Regression Tree (CART), 
Linear Discriminant Analysis (LDA) and Support Vector Machines (SVM) [183–185]. 

Machine learning algorithms as a method family of supervised classification methods were used by Li et al. [186] for the prediction 
of mortality in confirmed COVID-19 cases. The obtained results of this study showed that the logistic regression model (LR-5) is 
effective in predicting the death of patients with COVID-19 with a high area under the curve (AUC) [186]. Abbasimehr et al. [187] 
reported the performance of deep learning models for COVID-19 time series forecasting using the long short-term memory (LSTM), 
gated recurrent units (GRU), and convolutional neural network (CNN) models. According to the results of the experiments, combining 
the three deep learning models improves the performance of LSTM, CNN, and GRU. This novel approach with minimum error can be 
utilized by governments to make accurate decisions in controlling the pandemic. In the past several years, numerous attempts have 
been made to use various supervised machine learning (ML) models to predict the diagnosis and mortality of COVID-19 [98,188,189]. 
Using the feature dataset consisting of the routine blood values (28 RBV parameters) and age variable to the various supervised ML 
models, the pressure on COVID-19 infection status (severely or mildly infected) can be reduced at the admission time. The findings of 
this research showed that the locally weighted learning (LWL), K-star (K*), Naive Bayes (NB), and K-nearest neighbor (KNN) have the 
highest overall accuracy and the highest area under the receiver operating characteristic curve (AUC) values [85]. 

In summary, a wide range of different statistical methods are used for the diagnosis, prognosis, and treatment of Covid-19 and other 
diseases, such as multivariate for pancreatic cancer [190], multivariate statistical and data mining analyses for sensorineural hearing 
loss or different types of vestibular disorders [184], meta-analysis techniques for Covid-19 [191], Bayesian model averaging (BMA) to 
predict acute kidney injury progression status [192] and rank product statistical method for multiple myeloma aggressiveness [193]. 

8. Summary and future outlook 

In summary, the biomarkers are a part of a relatively novel and ideal clinical tool in the diagnosis, prognosis, and treatment of 
various diseases. There are considerable benefits of using biomarkers to study various aspects of diseases, drug development, and 
monitoring the potential effects of therapeutic interventions. In comparison to current measurements, biomarkers are expected to 
provide tests with greater sensitivity and specificity, improve the decision-making process, and facilitate the development of therapies. 

To improve healthcare and produce cutting-edge therapeutics, numerous efforts have been made to explore the biomarker frontier 
in search of new and/or better biomarkers. However, because the processes that lead to disease pathogenesis are frequently complex, it 
is easier to identify useful biomarkers for assessing drug response, making diagnoses, and tracking the development of diseases that 
better understand the underlying abnormalities associated with the disease and the mechanism of drug action. For clinical and basic 
pharmacologists, as well as other people involved in the identification of biomarkers, accumulating this information is a challenge. 

Making the difference between a potential biomarker and a reliable biomarker that can be universally used to guide critical clinical 
and commercial choices is one of the main challenges in the field of biomarkers. 

An effective biomarker must influence clinical evaluation to improve patient care. Clinical decisions that are based on real test 
results must be more beneficial than those that are based on false negatives or false positives. Biomarkers should reduce costs and 
negative effects while preventing deaths in the setting of risk management. The effectiveness of a biomarker is determined by 
comparing it with an ideal biomarker and exploring its properties. Promising biomarkers have characteristics similar to those of ideal 
markers. 

A biomarker should ideally have the following characteristics:  

• The first one is clinical relevance. The biomarker must provide evidence that supports some rational basis for its use. The evidence 
reflects some measurements or changes in physiological or pathological processes over a relatively short time;  

• High sensitivity and specificity for evaluating treatment effects;  
• Reliability, the ability to measure the biomarker analytically. There’s a need to detect changes in the biomarker with acceptable 

accuracy, precision, robustness, and reproducibility;  
• Practicality, defined as noninvasiveness or just modest invasiveness to avoid discomfort and inconvenience for healthy volunteers 

or patients; 
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• Simplicity means accessible equipment and low cost. Simplicity facilitates widespread acceptance for use in drug development and 
clinical practice. 

Although many new biomarkers have been discovered, only a small number of them are clinically useful. The difficulties and 
problems faced in biomarker validation and discovery are numerous and should not be underestimated when developing strategies and 
conducting experimental studies. To obtain promising results, researchers should use annotated clinical specimens, appropriate 
control groups, many samples, and standardized sample handling. In the future, integrating biomarkers identified with emerging high- 
throughput techniques into medical practice will be required to achieve ‘personalization’ of treatment and disease prevention. 
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