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INTRODUCTION 

 

 The human oropharynx is permanently exposed to different types of environmental microbes, mainly inhaled air, ingested food, and water. The oral cavity of 

humans can be exposed to different types of environmental microorganisms, which are inhaled by air, drinking water, and ingested foods. An oral cavity is a right 

place for commensal microbes, some of which (e.g., Neisseria Spp. & Streptococcus spp.) Can cause diseases when they enter other parts of the body. In healthy 

people, normal flora inhibits colonization by invading organisms by altering pH, generating bacteriocins and creating a mechanical barrier that blocks adhesion to 

mucosal surfaces. 

 The oropharynx is primarily a tank many viruses, including HIV, HPV, and Epstein-Barr, associated with carcinoma of the oropharynx, molecular and 

genetic methods to date already practiced in study bacterial species of the microbiota of the oral cavity. To simultaneously examine a wide range of bacterial 

species, standard PCR amplification using primers that point to the same 16S rRNA sealed region is generally used. In any case, because of the race of the PCR 

when using this plan, only the DNA of the majority of the species is amplified at the expense of the DNA of the less critical species. The development of DNA 

markers and molecular biology techniques is a fundamental tool for applications in genomic studies. This has also created new opportunities for genetic markers, 

genetic enhancement, and animal marker-assisted selection. In the last 20 years, DNA markers have led to the considerable genetic improvement of farm animals. 

Recent developments in DNA techniques have revealed a substantial genetic polymorphism in DNA sequences and used as a marker to assess the genetic basis of 

observed phenotypic variation. Markers indicating changes in DNA are called molecular markers. 

 PCR has become an essential tool with many molecular DNA studies, including DNA detection polymorphism (fingerprint), individual trait binding 

genotyping and mapping. Genome. In addition to microbial methods, sequencing of 16S rRNA genes and RAPD methods are essential  for molecular diagnostics. 

Using a set of unplanned simple primers RAPD, it is likely that polymorphism can be used in DNA studies. The present study is aimed at the detection and 

identification of microbes in the microbiota of human saliva using molecular methods using 16S rRNA gene sequencing.  

 Periodontal problems, mixed multimicrobial infection, are considered to be the primary disease of the oral cavity. 

 This can be caused by many types of microbes, such as F. nucleatum, A. actinomycetemcomitans, P. gingivalis, Prevotella intermedia, Tannerella 

forsythensis (formerly Bacteroides forsythus) [1] and Treponema denticola. 

 Traditional cultural-dependent methods limit the diagnosis of the microbiota in the human oral cavity; thus, more periodontal diseases, mixed multi-

microbial infections are the main problems and diseases of the oral cavity; thus, many oral bacteria remain untreated and uncharacteristic. Therefore, studies of 

organisms responsible for diseases of the oral cavity, including periodontal diseases, are generally limited to cultivated species, such as pathogens, as previously 
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Since oropharynx is very important, we need to make sure that the oropharynx does not contain microbes. The 
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indicated. Huge no. Uncultured microorganisms in the mouth can be associated with periodontal disease. Currently, the best available form for determining the 

diversity of microbes without culture depends on DNA extraction from the target medium, PCR amplification of the rRNA gene, cloning of amplicons in E. coli, 

and the sequence of studies of cloned 16SrRNA genes of the gene [2]. 

 Cultural-independent methods have already used to define the variety of spirochetes in the subgingival region of subjects with various periodontal diseases 

with 2 healthy and 1 adult periodontitis, three acute necrotizing ulcerative gingivitis, severely resistant periodontitis and HIV periodontitis, and uncultured and 

cultured Treponema in case of diseases) [3]. Here we discuss the relationship between periodontal problems and the oropharynx microbiota, plus untreated 

microorganisms. 

 The main objective for this study is to do a screening and molecular identification of microbiota In human oral cavity. 

 

Human oral cavity spirochetes 
 Correlated with gingivitis flower bacteria [4] [5] and periodontitis [6] have already been studied. 

Spirochetes are the predominant organisms identified to increase the number of periodontal sites among the flu bacteria of the oral cavity. While the relationship 

between periodontitis and oral treponema was emphasized. Clinically, oral Treponema culture was limited due to the sensitivity to oxygen of the unusual 

nutritional needs of these organizations and the long-term culture [7] [8]. The following species cultivated by Treponema orally were tested: Treponema 

amylovorum [9], T. denticola [10], T. lecithinolyticum [11], T. maltophilum [12], T. medium [13] [14] T. parvum [15], T. pectinovorum [16], T. putidum [17], T. 

socranskii [18] and OT. Vincentii. (The last Treponema was not confirmed in the published peer reviewed). However, it was published in the systematic 

bacteriology of the Berg Guide [19] and is widely used. These types are divided into two groups based on carbohydrate fermentation. The oral saccharolytic 

treponemas cover 6 species (T. amylovorum T. lecithinolyticum T. maltophilum T. parvum, T. and T. pectinovorum socranskii), and oral treponema 

oralésaccharolytiques contains four types (T. denticola, T. Wednesday T. putidum, and OT. VincentiiÕ). 

 Pasteur et al. [20] reported on the phylogeny of cultivated oral treponema isolated by Robert Smibert (Blacksburg Virginia Polytechnic Institute, Virginia, 

USA). They suggested 3 new species (Smibert-2 Treponema spirochete Smibert-3 and Treponema Smibert-5) based on the comparison of the sequences of 16S 

rRNA genes. Treponema Smibert-2 was considered as a new species, Treponema parvum [15]. Taxonomic oral spirochetes were discussed in a review article [21].  

Among cultivated oral treponemas, T. denticola often identified severe infection sites in patients with periodontitis [22], and many studies have tried to figure out 

the role of T. denticola in periodontitis [23] [24] [25]. While T. socranskii are regularly isolated from subgingival specimens of plaque with periodontitis with to T. 

denticola, it is so difficult to cultivate and recognize [26] [27]. The PCR method can be used to identify and recognize T. socranskii [28]. This method is a fast and 

reliable way to differentiate T. socranskii other cultivations by treponema and oral. Takeuchi et al. [29] used this method to recognize T. socranskii T. denticola 

and P. gingivalis PCR and to explain the relation between the severity of the periodontal clinical parameters and the presence of these organisms. Their results 

suggest that T. socranskii T. denticola and P. gingivalis were associated with the severity of destruction of the periodontal  tissue. Also, analysis using RFLP 

(restriction fragment length polymorphism) of the 16SrARN gene amplified by PCR already used to differentiate 3 subspecies of T. socranskii [28]. Newly, the 

relation between T. socranskii subspecies.  

 Oral and periodontal infection has been demonstrated [30] [31]. The PCR analysis-RFLP of the 16S rRNA gene was also used to differentiate the treponemas 

of the oral cavity cultivated, including denticola T., T. medium, pectinovorum T., T. socranskii and T. vincentii [32]. Also, a specific PCR located in species was 

used to detect T. amylovorum T. denticola, maltophilum T., T. medium, pectinovorum T., T. socranskii, and OT. Vincent-tiiÕ in dental plates [33]. 

 

Quantification & detection of periodontopathic bacteria 

 The relation between the periodontal state & the occurrence of recognition of suspicious periodontal pathogens was fully estimated using PCR of the 16S 

rRNA gene [34-38]. These results recommend that some species are powerfully related with periodontitis. To understand the etiological role of these bacteria, 

accurate calculations of periodontal pathogens in clinical specimens (subgingival plaque and saliva) are necessary. The conventional PCR method (final PCR) 

identifies the plateau reaction phase but is not suitable for quantifying pathogens. On the other hand, the real-time PCR techniques allows observing the 

exponential phase. This method allows you to detect and quantify microorganisms in clinical specimens quickly. Real-time PCR (TaqMan system) was 1st used to 

quantify T. forsythensis in the subgingival plaque. [39] This system allowed us to determine both the total number of bacterial cells and the density of P. gingival 

in the sample plates [40]. Also, real-time PCR using SYBR Green Colorant and Light Cycler (Roche Diagnostics, Mannheim, Germany) was 1st used to detect and 

calculate periodontal bacteria such as A. actinomycetemcomitans, P. gingivalis, T. forsythensis, T. denticola and T. socranskii, in subgingival plaques and saliva 

specimens [41]. Using the Light Cycler method, you can determine the value no. periodontal bacteria in less than an hour (A. actinomycetemcomitans: 40 min., P. 

gingivalis: 34 min., T. forsythensis: 40 min., T. denticola: 32 min., T. socranskii: 46 min.). Maeda et al. [42] recommended that there was no significant difference 

between the chemistry of TaqMan and SYBR Green in their specificity. Now the detection and quantification of periodontal bacteria by real-time PCR is 

widespread in this area, and many researches have shown the usefulness of real-time PCR [43-52]. We expect that real-time PCR technology will be an 

indispensable technique in the future for the diagnosis of periodontal problems, evaluation of treatment and prognostic solutions. 

 

Species list of bacteria in ecosystems of the microbial complex using checkerboard DNA–DNA hybridization 

 It is essential to conduct large-scale studies of microbiologically complex ecosystems using generally accepted methods in microbiology. The PCR method 

mentioned above is not particularly suitable for a considerable step test. Samples for large no. many species.  

 Molecular identification methods in new forms of the target probe, such as a chessboard for DNA-DNA hybridization, allow counting a large number of 

species on a large number of samples. [53]. the method of hybridization of DNA-DNA in a chessboard was 1st defined in 1994 by Socransky et al. [54]. Using 40 

species-specific DNA-DNA hybridization probes for the detection of bacteria in the oral cavity, it was found that the subgingival plaque contains species in 

various complexes [55]. Socransky et al. [55] found five main complexes using cluster studies (Table 1). The red complex, containing P. gingivalis, T. 

forsythensis, and T. denticola, showed a closed connection with periodontal disease, mainly with bleeding and depth of sounding. A DNA-DNA hybridization 

method in a chessboard has been widely used to test the microbial composition of supraorbital and subgingival plaque in healthy and periodontitis subjects [56] 

[57], the level of microbiota in saliva, the relationship with periodontal status [58], the relationship between cigarette smoking and the subgenomic microbiota [59] 

[60], differences between the subgingival microbiota among subjects from different geographic locations [61], the relationship between ethnic /racial group, 

occupational status and type of periodontal disease [62] and the consequences of various periodontal therapies [63] [64]. Recently it has been reported that DNA-

DNA hybridization in a chessboard is useful for enumerating bacterial species in microbiologically complex systems [53]. This method is fast, sensitive and 

relatively inexpensive. It overcomes many of the limitations of culture-based approaches. Pasteur et al. [65] developed a PCR-based hybridization protocol for 

differentiating oral streptococcal species, which are very closely related phylogenetically. Based on these methods, a DNA chip will be developed shortly.  

 A variety of bacteria in the oral cavity 16 was first used in 1994 to determine the genetic diversity of the treated and uncultured spirochaetes in the gum 

fissure of a patient with severe periodontitis Choi et al. [66]. These researchers found that the clones were divided into 23 groups of approximately 1 to 2%. Their 

results point to an unexpected variety of oral treponemas in one patient. This method was then applied to analyze the diversity of asbuharolithic species of 

Eubacterium [67]. Also, Kroes et al. [68] used this method to characterize the degree of the bacterial method in the slit gap of a person. Although the population in 

question is small, Sakamoto et al. [69] also used this method to compare the oral microbiota in the saliva of 2 patients with periodontitis and the subject of good 

periodontal health. There was no clonal sequence associated with the periodontal bacteria in the saliva of a healthy subject, whereas no. Periodontal pathogens 

such as Campylobacter rectus, P. intermedia, P. gingivalis, and T. socranskii were found in the saliva of patients with periodontitis. Also, several uncharacterized 

and non-essential microorganisms were found. Subsequently, Paster et al. showed that the predominant subgingival bacterial community consists of 347 species or 

phylotypes, based on an analysis of 2522 16S rRNA clones, and estimates the total no. of species in the oral cavity of about 500 species. A similar technique was 

also used to compare bacteria found in children with severe caries with those found in children without cavities [70], and to determine the types and phylotypes 

common in advanced lesions of children with noma [71]. According to the latest report [72], it is estimated that more than 700 species of bacteria (including 

phylotypes) live in the oropharynx, and more than half of them cannot be culturing. 
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CONCLUSION 

Currently, with the improvement of biotechnology, the progression, and initiation, as well as the mechanism of periodontitis, are becoming so clear. As 

independent methods of cultivation, a variety of microbiota in the human oral cavity and the presence of a large number of unorganized microorganisms, which are 

presumably periodontal pathogens, periodontal pathology studies, and oral cavity, human microbiota is transferred to a new achievement. Using the sequence info. 

of the 16SrRNA gene obtained, he probably detects identified not only oral cavity types but also new recognized non-cultural species (phylotypes) directly in 

clinical specimens. The Human-Oral-Microbe-Identification-Microarray (HOMIM) slide system, which identifies the majority of the 600 species found in the 

oropharynx, [73] is currently being expanded. The microchip must be adapted to the study for the simultaneous study of the roles of most microbes existing in the 

field of oropharyngeal problems. Independent methods of cultivation defined to determine the etiology of periodontal disease. 

The main conclusion is that it is so important to do a full definition of the human microbiota of the healthy human oropharynx before understanding the role of 

microbe in human oral disease and problems. 
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