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ABSTRACT

Objective: The objectives of the study were to identificatioh bacteria from sputum samples in patients

suffering from respiratory tract infections (RTE)d suspected with TB infection, by using 16SrDNggncing.

Methods: The study was carried out to isolate and identifg common bacteria causing respiratory tract
infections among 150 TB suspected patients attgnirAdvisory Clinic for Chest Diseases and Respita(ACCDR) in

Basra city between March and December, 2013.

Results: During nucleotide sequences d8S'DNA gene thirteen (20%) of bacterial isolates were aisuol
from150 sputum clinical specimens identical wittierence strain these aporosarcina aquimarina, Pseudomonas
putida, Bacillus licheniformis, Lautropia mirabilis, Mycobacterium tuberculosis, Sreptococcus pasteurianus, Sporomusa
sphaeroides, Sphingomonas paucimobilis, Bacillus anthracis, Thermotalea metallivorans, Streptococcus oligofer mentans,

Enterococcus faecium, Bacillus subtilis.

Our study showedSporosarcina aquimarina, Pseudomonas putida, Bacillus licheniformis, Streptococcus
gallolyticus, Sphingomonas paucimobilis Enterococcus faecium, Bacillus subtilis, Streptococcus oligofermentans were

recorded that isolated in RTI at the first timeniorld and in Basra/lraq patients

Conclusions: isolated different bacterial species were recaghiin the present study by using the PCR

nucleotide sequences as the best test for diagntserbacterial species among the other assays.
KEYWORDS: Bacteria, Respiratory Tract Infections (RTI), TBBS*DNA, Sequencing
INTRODUCTION

Respiratory tract infections (RTIs) are some of iti@st important conditions affecting patients wuiildie(Shah
et al., 2013). The human respiratory tract represemrsrthjor portal of entry for numerous airborne micganisms, such

as bacteria, fungi, or viruses (Delhaesl., 2012).

Tuberculosis (TB), a respiratory disease causellympbacterium tuberculosis, It is one of the most widespread
infectious diseases in the world. TB infected mitvan 1 billion persons annually, and More than tilion people die
each year(WHO, 2013).People with pulmonary TB lrétean spread other bacteria, by talking, coughamgsneezing,
the spread of the pathogen through airborne pastitiat are inhaled by others(Botetal., 2014).
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Sequence analysis of the 16S ribosomal RNA (rRN&jeghas been widely used to identify bacterial isgeand
perform taxonomic studies (Pedtial., 2005). Bacterial 16S rRNA genes generally contane “hypervariable regions”
that demonstrate considerable sequence diversitgngndifferent bacterial species and can be usedsfmcies
identification (Van de Peeet al.,1996). Hyper variable regions are flanked by eowsd stretches in most bacteria,
enabling PCR amplification of target sequencesgausiniversal primers (Munsoet al., 2004). Numerous studies have
identified 16S rRNA hyper variable region sequenttest identify a single bacterial species or défgiate among a

limited number of different species or genera (8#blal., 2005).

MATERIALS AND METHODS
Sample Collection

This study includes 150 samples from patients gdthito the ACCDR, during nine months period(Marald a
December, 2013). Samples of sputum were collectesierile, screw-cap containers. The expectorgtatlm was taken
by asking the patient to cough deeply into the a@imetr, followed by immediate screwing on of the .c8amples were
transported to the laboratory within two hours gndcessed immediately or refrigerated at 4°C a$ s possible
(SIREVA, 1998).All bacterial samples (n=30) werdtared on blood agar (Himedia) and incubated aewadlyi at 37°C
and read within 12-2K. Colonies grown after incubation were Gram sthiaed sub cultured onto Nutrient Agar (Takin
al., 1989)

Genomic DNA Extraction

DNA extraction was made according to the DNA PrepMaby the manufacturing company(Bioneer, korea).
The DNA was resuspended in bDof Tris-EDTA buffer as stock. To check for DNAya samples were loaded in 0.8%
agarose gel 1 x TBE (54 g Tris-base, 0.5 M EDTAL Wistilled water, PH = 8, then diluted with 400 of distilled
water) and electrophoresis at 60V for 30 min. (Sawk and russel, 2001) .

Primers (16SrDNA Gene) and PCR Amplification

PCR method for amplification universB8S'DNA gene were accomplished according to (Miyosleteal., 2005)
by PCR sprint thermal cycler (Thermo, USA),used ghieners: B27 Forward 5’AGAGTTTGATCCTGGC-'3 and 924
Reverese 5'-GGTTACCT TGTTACGACTT-3". The@%eaction mixture was containing; 121%f go tag green master
mix (Promega), IM of each of upstream and downstream primgt05 template DNA sample and nuclease free water to
complete the volume to g6 The The PCR program involved initial denaturatas 95°C for 5 min, 30 cycle(denaturation
at 95°C for 30sec, annealing at 51.8°C for 45 setextension at 72°C for 1.5 min) and final extensat 72°C for 5 min,
The amplified product was then electrophorised % df a garose gel then stained with QdgmL ethidium bromide at
60V for 1.5 h and visualized in an ultraviolet sdluminator. The band of 1500 bp was indicativdl&BSrDNA gene.

16SrDNA Gene Sequences
Sending to NICEM Company

The 16SrDNA products sequencing and its preparatias according ttNICEM (USA) Sample Concentration
[45 ng/ul] and sample volume [15 ul].

Identification of Bacteria

All bacterial species were identified (using theSABNA sequencing products) in " BLAST " provided the

Impact Factor (JCC): 2.9459 NAAS Rating.74
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National Center for Biotechnology Information Servi (NCBI) http://www.ncbi.nim.nih.govafter treatment and
recorrection (Kerbaugt al., 2011)

RESULTS

Of the 150 specimens, 30 specimens was extractééxamined by agarose gel electrophoresis and shB@®
products for the universdbS'DNA primers gave sharp bands on agarose gel at tligbopas500bp when compared with

standard molecular Figure 1 and Figure 2

Figure 1: Agarose (0.8%) Gel Electrophoresis for DR Bands from
Bacterial Isolates under UV Transilluminator
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Figure 2: Agarose (0.8%) Gel Electrophoresis of Uniersal 16SrDNA PCR Products for Bacterial
Isolates under UV Transilluminair. Lane 1: (M): 1Kb (250 bp — 10000bp) DNA Ladder.
Lane 2-6: (1t05):16SrDNA Bands (1500bp) for Bacterial Isolates

Sequencing for Universall6SrDNA Gene

Out of 30 (20%) alignment$6SrDNA gene sequences for all isolates, (n=13) speciémctkrial isolates were
identified (comparing with identical reference stjafrom sputum: 1(3.3%)Sporosarcina aquimarina, 1(3.3%)
Pseudomonas putida, 2(6.7%)Bacillus licheniformis,1(3.3%)Lautropia mirabilis, 1(3.3%)Mycobacterium tuberculosis,
1(3.3%) Streptococcus gallolyticus, 2(6.7%) Sporomusa sphaeroides,1 (3.3%) Sphingomonas paucimobilis, 1(3.3%)
Bacillus anthracis, 1(3.3%) T Thermotalea metallivorans, 1(3.3%)Streptococcus oligofermentans, 1(3.3%) Enterococcus
faecium, 5(16.7%Bacillus subtilis. other isolates (n=17) were fail sequencing babgaize only by morphological and

gram's stain. As summarized in table 1.
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Table 1: Showed Nucleotide Sequencing of BacteriSpecies Identical with Reference Strain

Bacterial Species in

Nucleotide Sequence

Identical with Strain

Sporomusa
sphaeroides

ATCGTCCACTTGGAGGCTGGCTCCTTTTAGGTTACCCCACCGGCTTCGGGTT
TCCAACTTTCGTGGTGTGACGGGCGGTGTGTACAAGGCCCGGGAACGTATRA
CCGCAGCATGCTGATCTGCGATTACTAGCGATTCCGACTTCACGCAGGCGAT
TGCAGCCTGCGATCCGAACTGAGAGCTTGTTTTTGGGGTTCGCTCCACCBLG
GTCTTGCTTCCCTCTATTAAAGCCCATTGTAGTACGTGTGTAGCCCAGGARTA
AGGGGCATGATGACTTGACGTCATCCCCGCCTTCCTCCGCATTGTCTGC@®BG
TCTCCCATGAGTTCCCGACTTTACTCGCTGGCAACATAGGATAAGGGTTGGCT
CGTTGCGGGACTTAACCCAACATCTCACGACACGAGCTGACGACAGCCATGA
CCACCTGTTTTTGTGTCTCCCGAAGGAGAGGCTCTAATCTCTTAGACTTTACT
CAATGTCAAGTCCTGGTAAGGTTCTTCGCGTTGCGTCGAATTAAACCACARCT
CCACCGCTTGTGCGGGCCCCCGTCAATTCCTTTGAGTTTCAACCTTGCGGGT
ACTCCCCAGGCGGGGTACTTATTGCGTTAACTCCGGCACAGAAGGGGTCAA
CCCTCTACACCTAGTACCCATCGTTTACGGCCAGGATTACCGGGGTATCTATC
CCGTTCACTTCCCTGGCTTTCGCGCCTCAGCGTCAGACACCGTCCAGAAAGG
CCTTCGCCACTGGTGTTCCTCCCAATATCTACGCATTTCACCGCTACACTEGA
ATTCCACTTTCCTCTCCGGTACTCAAGATAAACAGTTTCCATTCCATCACGGG
TTGAGCCCCGCACTTTTAAAACAGACTTATCTACCCGCCTACGCGCTCTTACG
CCCAATAATTCCCGGACAACGCTCGCCACCTACGTATTACCGCGGCTGCT&C
ACGTAGTTAGCCGTGGCTTCCTTCTTCTAGTACCGTCATATGACTCATTATCA
CAAAGTCACACATTCGTCCTAGTGACAGAGCTTTACAATCCGAAGAACCTTCT
CACTCACGCGGCGTTGCTCCGTCAGACTTTCGTTCATTGCGAGATTCCCAGC
TGCCTCCCGTAGAGTCTGGCGTTTCTCAGTCCCGGTGTGGCGATCATTCTAC
GACCGCCTAACGGATCGTCGCTGGTGAGCTTTACCTCTCACTACCTATCARCG
CGAAAACTCTATCTCTCAAAG

DSM 2875

Sphingomonas
paucimobilis

ACCCGGGGAACCCCGTGGTCGCCTGCTTCCTATTGCTAGGTTGGCGCAACGT
TCGGGTGAATCCAACTCCCATGGTGTGACGGGCGGTGTGTACAAGGCCT@&A
ACGTATTCACCGCGGCATGCTGATCCGCGATTACTAGCGATTCCGCCTTAAC
TCTCGAGTTGCAGAGAACAATCCGAACTGAGACAACTTTTGGGGATTAGCTG
CCCTCGCAGGGTCGCTGCCCACTGTAGTTGCCATTGTAGCACGTGTGTAGCA
GCGCGTAAGGGCCATGAGGACTTGACGTCATCCCCACCTTCCTCCGGCTTEA
CCGGCGGTTCCTTTAGAGTACCCAACCAAATGATGGTAACTAAAGGCGAGGT
TGCGCTCGTTGCGGGACTTAACCCAACATCTCACGACACGAGCTGACGAGAC
CATGCAGCACCTGTGTGTAGGTCCCCGAAGGGAAGAAATCCATCTCTGGAAT
CGTCCTACCATGTCAAACGCTGGTAAGGTTCTGCGCGTTGCTTCGAATTAACC
ACATGCTCCACCGCTTGTGCAGGCCCCCGTCAATTCCTTTGAGTTTTAACO G

CGGCCGTACTCCCCAGGCGGATAACTTAATGCGTTAGCTGCGCCACCCAAA
CCAAGTGCCCGGACAGCTAGTTATCATCGTTTACGGCGTGGACTACCAGGIA

TCTAATCCTGTTTGCTCCCCACGCTTTCGCACCTCAGCGTCAATACCAGTCAG

TCAGCCGCCTTCGCCACTGGTGTTCTTCCGAATATCTACGAATTTCACCTIAC

ACTCGGAATTCCACTGACCTCTCCTGGATTCAAGCGATGCAGTCTCAAAGGA

GTTCTGGAGTTGAGCTCCAGGCTTTCACCTCTGACTTACAAAGCCGCCTAETG
CGCTTTACGCCCAGTAATTCCGAACAACGCTAGCCCTCCTCCGTATTACOGGG
CTGCTGGCACGGAGTAGCCGGGGCTTATTCTCCCGGTACAGTCATTATCTCC
GGGTAAAGAGCTTTACACCCTAGGCTCATCACTCACGCGCATTGCTGGATRG

GCTTCGCCCATGTCCAATATCCCCACTGCTGCCTCCCGTAGGAGTCTGGGGEC
TCAGTCCCAGGTGTGACTGATCATCCTCTCGACAGCCTATGGATCGTCGAUTG
GTAGGCCTACTACACATCTATCACGCGCTCATCCTCAGCATAACCTTTGATTC

CGCCG

OAct

427

Bacillus anthracis

GGTTACCCCACCGACTTCGGGTGTTACAAACTCTCGTGGTGTGACGGGCAG
TGTACAAGGCCCGGGAACGTATTCACCGCGGCATGCTGATCCGCGATTAIG
CGATTCCAGCTTCATGTAGGCGAGTTGCAGCCTACAATCCGAACTGAGAAGG
TTTTATGAGATTAGCTCCACCTCGCGGTCTTGCAGCTCTTTGTACCGTCCAGT
AGCACGTGTGTAGCCCAGGTCATAAGGGGCATGATGATTTGACGTCATCCCA
CCTTCCTCCGGTTTGTCACCGGCAGTCACCTTAGAGTGCCCAACTAAATGIRGG
CAACTAAGATCAAGGGTTGCGCTCGTTGCGGGACTTAACCCAACATCTCAGA
CACGAGCTGACGACAACCATGCACCACCTGTCACTCTGCTCCCGAAGGAGKRG
CCCTATCTCTAGGGTTGTCAGAGGATGTCAAGACCTGGTAAGGTTCTTCGGTT
GCTTCGAATTAAACCACATGCTCCACCGCTTGTGCGGGCCCCCGTCAATTIT
TGAGTTTCAGCCTTGCGGCCGTACTCCCCAGGCGGAGTGCTTAATGCGTRAET
TCAGCACTAAAGGGCGGAAACCCTCTAACACTTAGCACTCATCGTTTACGEG
TGGACTACCAGGGTATCTAATCCTGTTTGCTCCCCACGCTTTCGCGCCT@AN G
TCAGTTACAGACCAGAAAGTCGCCTTCGCCACTGGTGTTCCTCCATATCTCAC
GCATTTCACCGCTACACATGGAATTCCACTTTCCTCTTCTGCACTCAAGTTCC
CAGTTTCCAATGACCCTCCACGGTTGAGCCGTGGGCTTTCACATCAGACTWAG
AAACCACCTGCGCGCGCTTTACGCCCAATAATTCCGGATAACGCTTGCCACT
ACGTATTACCGCGGCTGCTGGCACGTAGTTAGCCGTGGCTTTCTGGTTAGABC
CGTCAAGGTGCAGCTTATTCAACTAGCACTTGTTCTTCCCTAACAACAGAGTT
ACGACCGAAAGCTTTCATCACTCACGCGCGTGCTCGTAGACTTCGTCATGGG
AGATTCCTACTGCTGC

B-48

Impact Factor (JCC): 2.9459
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Thermotalea
metallivorans

TGGTATAGCCTACTCTCATGGGGTGACGGGGGGGGTGTACAAAACACGGGKC
GCATTCTCCGCGACATTTTGATTCTCGATTACTATCAACTCCCACATTTTEGGG
GCGAGATGCGCCCTGCGATCCCAAATGGGATCGGGTTTTTTAGATTTGCAOTT
ATCTCTAGGGAGCTGCTCTTTGTACCCACCATTGTAGCACGTGTGTAGCCALG
AGATAAAGGGGATGAGAATATGACACCATCCCCCCCTTCCTCCCATATTT@ATC
GGGAGTCCCTCTAGAGAGCCCCACTTTATGCGGGGGACTAAAGGGGAGGGR
GCGCTCTTTGTGGGAGTTATACCAACATCTCACGACACAAGATGACAACALC
ATGCGCCACCTGTGTCCCCTGTGTCCCAAAGGATAAAACACCCTCTCTGAGCG
GTCAGGGGCATGTCAAGCCCTGGAAAGGTTCTTCGCGTTGCTTCAAAATAAA
CACATGCTCCGCTGCGTGTGCGGGTCCCCGTCAATTTCTTTGAGTTTCATAT
GCGTACATACTCCCCAGGGGGAGTGTTTTATGTGTTATCTGCGGCACCGABI T
TGACCCCCCACACCTAGCACTCATCGTTTACGGCGTGGAATACCAGGGTAIT
AATCCTGTGTGCTCCCCACGCTTTCTCTTCTCAGCGTCAATATAAGTCCAAAA
GTCCCCCTCCCCACTGGTATTCCTCCCAATATATACGCATTTCCCCGCTATT
AAGAATTTCCACTTTTTCTCTCCCTATCTCAAGTCTTTCAGTTTCAAATGATAA
CCACGGGGAGAGACGTGAGCTTTCATCATCTGACATAAAAAAACCCCCTAGA
CAACTCTTCTACGCACTAAATATTTGCGGAGCACGCTCGCCCCACTATATATA
CACGCCGGCTGGTGGGGACAGTATATTAGCCGGGGTCTTTTCTTCTGGGGS
CCGTTATTATTCGTCCCCCCAAGGAGAAGAAATTTTGAGACGCGGAAGGTCTT
CATCTGATCACGGGGCGGTCGCTACATCAGAGGTTTTCTCCAATTGTGCAPAT
TC

B2-1

Bacillus subtilis

CCCGGTTCCTTTTTGTTGTTGGCTCCTGGAGGCTACGTCACCGACTTCGGEGT
GCAAACTCTCGTGGCGTGACGGGCGGTGTGTACAAGGCCCGGGAACGTATA
CCGCGGCATGCTGATCCGCGATTACTAGCGATTCCAGCTTCACGCAGTCGN T
GCAGACTGCGATCCGAACTGAGAACAGATTTGTGGGATTGGCTTAACCTCGG

GTTTCGCTGCCCTTTGTTCTGTCCATTGTAGCACGTGTGTAGCCCAGGTCAA
GGGGCATGATGATTTGACGTCATCCCCACCTTCCTCCGGTTTGTCACCGGBGT
CACCTTAGAGTGCCCAACTGAATGCTGGCAACTAAGATCAAGGGTTGCGCTG
TTGCGGGACTTAACCCAACATCTCACGACACGAGCTGACGACAACCATGCEAC
ACCTGTCACTCTGCCCCCGAAGGGGACGTCCTATCTCTAGGATTGTCAGARA
TGTCAAGACCTGGTAAGGTTCTTCGCGTTGCTTCGAATTAAACCACATGCTCA
CCGCTTGTGCGGGCCCCCGTCAATTCCTTTGAGTTTCAGTCTTGCGACCEBCTA
CCCCAGGCGGAGTGCTTAATGCGTTAGCTGCAGCCTTAAGGGGCGGACCCC
TAACACTTAGCACTCATCTTTTCTGCGTGGACTACCAGGGTATCTATTTCGTTC

GCTCCTCACGCTCTCG

95 (BP2)

Streptococcus
gallolyticus

CGGGGGGCTCCGAACTGGTTACCTCACCGACTTCGGGTGTTACGACTCTGG
GCGTGTTGGGCGGAGTGACAAGGACCGTTTACGTATACGCCGCCCCCTGAT
TCCTCTGTATCCAAATATTAATCTAATAAGCATTTGATTTACGTATCGATT GGA
TCTCGTATTAAAGCCTATAGGTACTATGAGTGGTTCATATTCCGAATTCATCAA
TTCTTTGAACCGTCTTTGCTTCCGACGGTATTTAGGATGCCAGGCCTGTGEEG
CGCCTGTTCGCCTGCGCGCCGTTGGATTCGGTGTTGATCAATTCGTTAACTT
TGCCTCACCCGGGTATTGATTTCTCGGGA

GDYJ

2011

Lautropia mirabilis

CGCGCTCCTTGCGGTTAAGCTACCTACTTCTGGTAAAACCCACTCCCATGGST
GACGGGCGGTGTGTACAAGACCCGGGAACGTATTCACCGCGGCATGCTGARC
GCGATTACTAGCGATTCCGACTTCATGCAGTCGAGTTGCAGACTGCAATCGG
ACTACGATCGGTTTTTTGGGATTGGCTCCACCTCGCGGCTTCGCAACCCTGT
ACCGACCATTGTATGACGTGTGAAGCCCTACACATAAGGGCCATGAAGACTG
ACGTCATCCCCACCTTCCTCCGGTTTGTCACCGGCAGTCTCATTAAAGTGIT
TGCGTAACAACTAATGATAAGGGTTGCGCTCGTTGCGGGACTTAACCCAABT
CTCACGACACGAGCTGACGACAGCCATGCAGCACCTGTGTTCCGGCTCTQTC
GAGCACCCCCAAATCTCTTCAGGGTTCCGGACATGTCAAGCGTAGGTAAGGT
TTTCGCGTTGCATCGAATTAATCCACATCATCCACCGCTTGTGCGGGTCAIGT
CAATTCCTTTGAGTTTTAATCTTGCGACCGTACTCCCCAGGCGGTCTACTTAC
GCGTTAGCTGCGTTACCAAGGAAATTAATCCCCGACAACTAGTAGACATCAT
TAGGGCGTGGACTACCAGGGTATCTAATCCTGTTTGCTCCCCACGCTTTA&GC
ATGAGCGTCAGTGTTATCCCAGGAGGCTGCCTTCGCCATCGGTGCTCCTGCA
TATCTACGCATTTCACTGCTACATGCGGAATTCCACCTCCCTCTGACACATCT
AGCCTTGCAGTCACCAATGCAGTTCCCAGGTTAAGCCCGGGGATTTCACATG
GTCTTGCAAAACCGCCTGCGCACTCTTTACGCTCAGTAATTCCGATTAACGTT
GCACCCTACGTATTACCGCGGCTGCTGGCACGTAGATAGCCGGTGCTTATTG
CGGGTACCG

SSI AB 2188

Bacilluslicheniformis

AAGGGTACCTCACCGACTTCGGGTGTTACAAACTCTCGTGGGGTGACGGGES
TGTGTACAAGGCCCGGGAACGTATTCACCGCGGCATGCTGATCCGCGATTIT
AGCGATTCCAGCTTCACGCAGTCGAGTTGCAGACTGCGATCCGAACTGAGAC
AGATTTGTGGGATTGGCTTAGCCTCGCGGCTTCGCTGCCCTTTGTTCTGCAT
TGTAGCACGTGTGTAGCCCAGGTCATAAGGGGCATGATGATTTGACGTCACC
CCACCTTCCTCCGGTTTGTCACCGGCAGTCACCTTAGAGTGCCCAACTGAKC
TGGCAACTAAAATCAAGGGTTGCGCTCGTTGCGGGACTTAACCCAACATCTA
CGACACGAGCTGACGACAACCATGCACCACCTGTCACTCTGCCCCCGAAGES
AAGCCCTATCTCTAGGGTTGTCAGAGGATGTCAAGACCTGGTAAGGTTCTTG
CGTTGCTTCGAATTAAACCACATGCTCCACCGCTTGTGCGGGCCCCCGT@AT
CCTTTGAGTTTCAGTCTTGCGACCGTACTCCCCAGGCGGAGTGCTTAAATGET
TTGCTGCACCACTAAAGGGCGGAAACCCTCTAACACTTAACACTCATCGTTAC

CG62
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GGCGTGGAC

Pseudomonas putida

AAAGGTTAGACTAGCTACTTCTGGTGCAACCCACTCCCATGGTGTGACGGGG
GTGTGTACAAGGCCCGGGAACGTATTCACCGCGACATTCTGATTCGCGATAC
TAGCGATTCCGACTTCACGCAGTCGAGTTGCAGACTGCGATCCGGACTACAT
CGGTTTTGTGAGATTAGCTCCACCTCGCGGCTTGGCAACCCTCTGTACCELEA
TTGTAGCACGTGTGTAGCCCAGGCCGTAAGGGCCATGATGACTTGACGTCRRC
CCCACCTTCCTCCGGTTTGTCACCGGCAGTCTCCTTAGAGTGCCCACCAREG
TGCTGGTAACTAAGGACAAGGGTTGCGCTCGTTACGGGACTTAACCCAACAC
TCACGACACGAGCTGACGACAGCCATGCAGCACCTGTGTCAGAGTTCCCGXG
GCACCAATCCATCTCTGGAAAGTTCTCTGCATGTCAAGGCCTGGTAAGGTTTT
CGCGTTGCTTCGAATTAAACCACATGCTCCACCGCTTGTGCGGGCCCCCGARA
TTCATTTGAGTTTTAACCTTGCGGCCGTACTCCCCAGGCGGTCAACTTAAGCG
TTAGCTGCGCCACTAAAATCTCAAGGATTCCAACGGCTAGTTGACATCGTTAC
GGCGTGGACTACCAGGGTATCTAATCCTGTTTGCTCCCCACGCTTTCGCATC
AGTGTCAGTATC
AGTCCAGGTGGTCGCCTTCGCCACTGGTGTTCCTTCCTATATCTACGCATTA
CCGCTACACAGGAAATTCCACCACCCTCTACCGTACTCTAGCTTGCCAGTITG
GATGCAGTTCCCAGGTTGAGCCCGGGGCTTTCACATCCAACTTAACAAACAC
CTACGCGCGCTTTACGCCCAGTAATTCCGATTAACGCTTGCACCCTCTGTHA
CCGCGGCTGCTGGCACAGAGTTAGCCG

M-X15A

Sporosarcina
aguimarina

AGGGTTACCCCaCCGACTTCGGGTGTTACAAACTCTCGGGGTGTGACGGGGT
GTGTACAAGACCCGGGAACGTATTCCCCGTGGCATGCTGATCCACGATTATA
GCGATTCCGGCTTCGTGCAGGCGATTTGCACCCTACAATCCAAACTGGGARG
GTTTTCTGGGATTGGCTCCCCCTCGCGGGTTTGCAGCCCTCTGTACCGTRIY
GTAACACGTGTGTACCCCAGGTCATAGGGGGCATGATGATTTGACCTCCTCC

CACCTTCCTCCGGTTTGTCACCGGCAGTCACCTTAGAGTGCCCAACTGA/AIAT
GGCAACTAAAATTAGGGGTTGCGCTCGTTGCGGGACTTAACCCAACATCTEC

GACACGAGCTGACGACAACCATGCACCACCTGTCACCACTGCCCCAGAAGEA

AAGGCATGTCTCCGTGCCGGTAAGAGGGATGTAAAGACCTGGGAAGGTTCIT

GCGTTGCTTCAAATTAAACCACATGCTCCACCGCTTGGGCGGGTCCCCGTAT
TCCTTTGAGTTTCAGCCTTGCGGCCGTACTCCCCGGGCGGAGTGCTTAGTGT

TATCTGCATCAATAAGGGGCGGACACCCCCTAACACTTATCACTCATCGTTAC
GGCGTGGACTACCAATGTATCTAATCCTGTTTGCTCCCCACTCTTTCGCGLIC

AGCGTCAGTTACAGACCAGAAAGCCGCCTTCCCCACTGGTGTTCCTCCATICT
CTACGTATTTCACCGCTACGCGTGGAATTCCTTCTTCCCTCTTCTGTACTAACT
CCCCCATTTACAATGACCCTCGGGGGGTGAGGCGTGGGCTTACACATCATA
AAAAGACCGCCTGCGCGTGCTTACGACTAATTATTCCAGACACTGCCTAGCA
CCTACGTACTACCGCTGCCTGCTGCACGTAGTCAGCGTGTCTTCTGACGABC

CGACAGGCTACGTAATTACTCACGTACGTTTTCCTCCTTACACAAGAGTTACC

ATCCAGAATCTTCTCACTACCGGGATGCTCCACAATCTTCCCAATGGGAATCC
ATGGTGCCCCGTAAGATTGGCAGGTCCATCAGTGGCAATCCCTAGGCGATRA

CCTTGTCCTGAAGCTACATA

ML9

Mycobacterium
tuberculosis

CTCCCGAGGGTTAGGCCACTGGCTTCGGGTGTTACCGACTTTCATGACGRGG
GGCGGTGTGTACAAGGCCCGGGAACGTATTCACCGCAGCGTTGCTGATCT®
ATTACTAGCGACTCCGACTTCACGGGGTCGAGTTGCAGACCCCGATCCGARAT
GAGACCGGCTTTTAAGGATTCGCTTAACCTCGCGGCATCGCAGCCCTTT@ILCC
GGCCATTGTAGCATGTGTGAAGCCCTGGACATAAGGGGCATGATGACTTGBG
TCATCCCCACCTTCCTCCGAGTTGACCCCGGCAGTCTCTCACGAGTCCCCEA
TTACGTGCTGGCAACATGAGACAAGGGTTGCGCTCGTTGCGGGACTTAACCA

ACATCTCACGACACGAGCTGACGACAGCCATGCACCACCTGCACACAGGCAC
AAGGGAACGCCTATCTCTAGACGCGTCCTGTGCATGTCAAACCCAGGTAAGT
TCTTCGCGTTGCATCGAATTAATCCACATGCTCCGCCGCTTGTGCGGGCOCG
TCAATTCCTTTGAGTTTTAGCCTTGCGGCCGTACTCCCCAGGCGGGGTATARA
TGCGTTAGCTACGGCACGGATCCCAAGGAAGGAAACCCACACCTAGTACCRC
CGTTTACGGCGTGGACTACCAGGGTATCTAATCCTGTTCGCTCCCCACGQTC
GCTCCTCAGCGTCAGTTACTGCCCAGAGACCCGCCTTCGCCACCGGTGTTTC
CTGATATCTGCGCATTCCACCGCTACACCAGGAATTCCAGTCTCCCCTGGATA
CTCTAGTCTGCCCGTATCGCCCGCACGCTCACAGTTAAGCCGTGAGATTRCG
AACAACGCGACAAACCACCTACGAGCTCTTTACGCCCAGTAATTCCGGACKEG
CTCGCACCCTACGTATTACCGCGGCTGCTGGCACGTAGTTGGCCGGTGQITT

CTCCACCTACCGTCAATCCGAGAGA

58MT

Streptococcus
oligofermentans

GTGGCGTGACGGGCGGTGTGTACAAGGCCCGGGAACGTATTCACCGCAGTS
CTGATCCGCGATTACTAGCGATTCCGACTTCATGTAGGCGAGTTGCAGCGRCA
ATCCGAACTGAGAAAGGGTTTCACAGATTTGCTCGGCCTCCCGGGCTTGAIC
CCTCTATTACCTCCCATGGTAGAACGGGGGTACCCCGGGCCATAAGGGGAR
ATAATTTGCCTCCTCCCCACCTTCCTCCGGGTTTGTACCGGCAGTCCCCATA
ATGCCCCACTAAATGATGGGAACTAAAAATGAGGGGTGTGGTCCTTGTGGAC
TTAACCCCACATCTCCAGACAAGAACTGACAACAACCATGCACCCACTGTGST
TTCTTTCCCGAAAGAAATAAGATCTTCTAAAGGTCTTAAGGAAGTGAAGAAAC
GGGGAGGGTCTTCTCGGTGCATCCAAAAAAACACATGGTCCAACGCTTGTGG
GGGCCCCCCCAATCCTTTGAGTTTTTAACTTGCTGGCGTACTCCCCCCGGGG
GGGGTTTATTCTGTAGCTGCCGCACTAAACACGGGAAAAAGGCCCCACCCTA
ACAATTCTCCTTTTTTGGGGGGGGAAAAACCAGGGGAGTTAATTCGTGCTGCT

ChDC B689
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CCCCCCCTGTTTTTTAGCCCCCACCGCAGATAATAACCAAAAAAACGCTTCCT
CCCCCGGGGGTTCTCTTTTTTTTTTTCCCATTTTTCCCCCCCACATGGAAATT
CCTCTTCTCTTTCTTCAATTAAGTTTTAAAGGGTTTTAAAATCGCCATTATGGGG
GAAACCACGCCCTTTTTTTTTTAAAACTTATTGAAACCGCCCTGCCGCCCGTT
TTCTCCCCATAAAATCGGAACGACGCTCGGGACCTACCTTTTTACCACCGGGG
GTGGGGGGGAATTAACCGGCCGTTTTTTGTTAAAAAACCGCCCCACATTTATC
TTACTATTTCCAAAATT
TCGTTCAATACAGTGGGGCCGTTATCTTGTAAAAACATATCCACACGGGCRG
ACCTCTACAGCCGAGCGCTTTATATATTTTTTTTGCCGTTTCCTGTATCCTCCT
CGCTCCTCTGCTGAAAGGTCTGCGGGAACGGTTATAACTGCGTTTTCAGACCT
TTTTCCGGCTCGACTTCCTGATGAATACGAAAGATTCCGTACTGCAGCCTATT
TGGTCCACCTCGCCAACAACTAACGCGGCACTGTTTCCCAATACCGCACABC
GACCTCACAGCCCGAAACAGCCTGCTCAATTAAGATTTTGCTGTCATATTGCT
TGCCGATTCAATTGCGTAGTCCAATTCGTCCGCGCTATTGACTTTTTTCARCC
Enterococcus faecium | GAAGGATGAGCCTGAACGCGCCGGCTTAACAAAAACAGGATAGGTAAACGRA
CCTGCCACCGGCCTATCATCTTTATTAATAACCCAAAAGGCGGGAGTAGCAT
CCCAGCATTTTTCGCAACGATGTATGTCAACGATTTGTCCATACAAATTGA GA
GCTTTGAATATCGCAGCCTACAAAAGGGATACCGGACAATTCAAACAGACCIT
GTATGGATCCATCTTCACCTGACTTGCCATGCAAAGCTGAAAATGCTACATA
ACATGGTTGATTTCATATTCATGGTTCTTTTTACAAGTAATCCGTGCATTTITTT
TATCCGGCGAGAGTACAGCTGAATAGCAATTGTCGTTTTCCCATTCCGCGGA
AGGTTTTTTCGCACATTTTCCATACACCCAGATTTCGTAATTCCCAATGT

64/3xUW2774

DISCUSSIONS

In the present study, used to amplify the 16SrRMAewith primer B24F and U1492R for all bacteriacies to
prevent losing of any species. Conventional biodbahtests and commercial identification systenwa#l as phenotypic
variants are not included in the level of subspecad often miss identified (Seifeet al., 2003). In contrast,
the high-quality of 16SrDNA sequence database gesviexcellent identification at the species andspebies levels;

furthermore, it can lead to the recognition of gathogens and non-cultured bacteria (Mellmetrad., 2006).

Foorosarcina aquimarina had been isolated from seawater in Korea (Yetoa., 2001) Spore formation which
belongs to the family Bacillaceae (Kluyver and \dail, 1936), may be transmission spores and indefitough the

mouth and stability in respiratory system .

Pseudomonas putida cause soft rot disease in potato (Jastse., 1992) may be transmission these bacteria during

eat potato and stability in respiratory tract ini@c.

Bacillus licheniformis spore-forming bacterium widely distributed as preghytic organism in the environment,

as the species generally persists in soil as endesgAlexander., 1977), may be inhalation of tresaes.

Streptococcus gallolyticus now named Streptococcus bovis (biotype 1) is a normal inhabitant of the
gastrointestinal tract, isolated from endocarditidient with chronic liver disease (Kle@al., 1977; Zarkinet al., 1990;

Gonzalezt al., 2001) may be transmission through germ bloodhftieese bacteria into respiratory tract.

Fohingomonas paucimobilis recorded the presence from diverse sources ifdBpital environment, including
hospital water system, respiratory therapy equigmemd laboratory instruments, it has been nosoabmit breaks of
Fohingomonas paucimobilis have been reported and considered to originata frontaminated hospital environment and
equipment (Bourigaukt al., 2007; Haret al., 2011), presence in respiratory therapy equipraathbther instruments this

reinforces the presence in RTI patient.

Enterococcus faecium found in the oral cavity (Donelkt al., 2004) may be transmission from oral cavity into
RTI. Bacillus subtilis is non-pathogenic, they can contaminate food anded food poisoning (Perez, 2000) these bacteria

may be entire with food through the eating into Ratient.
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However, Sporosarcina aquimarina, Pseudomonas putida, Bacillus licheniformis, Sreptococcus gallolyticus,
Sohingomonas paucimobilis Enterococcus faecium, Bacillus subtilis were recorded that isolated in RTI at the firsidiin

world and in Basra/lraq patients.

Lautropia mirabilis isolate from RTI was in agreement with Gereeal, (1994) it was isolated from oral and
upper respiratory sites, and isolate these badteasra patients at the first timdycobacterium tuberculosis is isolated

from RTI was in agreement with Chiang and Kim (2009

Bacillus anthracis isolated from RTI agreement with Kyriaceual, (2007) because of this bacteria characterized

more common causes of respiratory illness

Sreptococcus oligofermentans isolated at first time in oral from caries-free hams by Tonggt al., (2003), Oral
streptococci comprise part of the normal microfida of the oral cavity and upper respiratory trathumans (Hardie &
Marsh, 1978), presence these bacteria in RTI padieiirst time in the world and in Basra/lraq peati after recording yare
2003 in the oral.
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