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Desenho de primers para amplificagao do gene 16S rRNA de Staphylococcus
aureus

1. Obtengao da sequéncia do gene16S rRNA da bactéria Staphylococcus aureus no
formato FASTA:

Staphylococcus aureus strain ATCC 12600 16S ribosomal RNA, complete
sequence

NCBI Reference Sequence: NR_118997.2
GenBank Graphics

»NR_118997.2 Staphylococcus aureus strain ATCC 1260@ 165 ribosomal RNA, complete sequence
TTTATGGAGAGTTTGATCCTGRCTCAGGATGAACGCTGGCGGCATGCCTAATACATGCAAGTCGAGCGAA
COGACGAGAAGCTTGCTTCTCTGATGTTAGCGGCGGACGGGTGAGTAACACGTGGATAACCTACCTATAA
GACTGGGATAACTTCGGGAAACCGRAGCTAATACCGGATAATATTTTGAACCGCATGGTTCAAAAGTGAA
AGACGGTCTTGCTGTCACTTATAGATGGATCCGCGCTGCATTAGCTAGTTGGTAAGGTAACGGCTTACCA
AGGCAACGATACGTAGCCGACCTGAGAGGGTGATCGGCCACACTGGAACTGAGACACGGTCCAGACTCLT
ACGGGAGGCAGCAGTAGGGAATCTTCCGCAATGGGCGAAAGCCTEGACGGAGCAACGCCGCGTGAGTGATG
AAGGTCTTCGEATCGTAAAACTCTGTTATTAGGGAAGAACATATGTGTAAGTAACTGTGCACATCTTGAC
GGTACCTAATCAGAAAGCCACGGCTAACTACGTGCCAGCAGCCGCGGTAATACGTAGGTGGCAAGCGTTA
TCCGGAATTATTGGGCGTAAAGCGCGLGTAGGCGGTTTTTTAAGTCTGATGTGAAAGC CCACGGCTCAAC
CGTGGAGGGTCATTGGAAACTGGAALACTTGAGT GCAGAAGAGGAAAGT GGAATTCCATGTGTAGCGGTG
AAATGCGCAGAGATATGRAGGAACACCAGTGGCGAAGGCGACTTTCTGGTCTGTAACTGACGLTGATGTG
CGAAAGCGTGGGGATCAAACAGGATTAGATACCCTGGTAGTCCACGCCGTAAACGATGAGTGCTAAGTGT
TAGGGGGTTTCCGCCCCTTAGTGCTGCAGCTAACGCATTAAGCACTCCGCCTGGREAGTACGACCGCAAG
GTTGAAACTCAAAGGAATTGACGGGGACCCGCACAAGCGGTGRAGCATGTGGTTTAATTCGAAGCAACGC
GAAGAACCTTACCAAATCTTGACATCCTTTGACAACTCTAGAGATAGAGCCTTCCCCTTCGGGGGACAAA
GTGACAGGTGGTGCATGGTTGTCGTCAGCTCGTGTCGTGAGATGTTGGGT TAAGTCCCGCAACGAGCGCA
ACCCTTAAGCTTAGTTGCCATCATTAAGTTGGGCACTCTAAGTTGACTGCCGGTGACAAACCGGAGGAAG
GTGGGGATGACGTCAAATCATCATGCCCCTTATGATTTGGGCTACACACGTGCTACAATGGACAATACAA
AGGGCAGCGAAACCGCGAGGTCAAGCAAATCCCATAAAGTTGTTCTCAGTTCGGATTGTAGTCTGCAACT
CGACTACATGAAGCTGGAATCGCTAGTAATCGTAGATCAGCATGCTACGGTGAATACGTTCCCGGGTATT
GTACACACCGCCCGTCACACCACGAGAGTTTGTAACACCCGAAGCCGGTGGAGTAACCTTTTAGGAGCTA
GCCGTCGAAGGTGGGACAAATGATTGGGGTGAAGTCGTAACAAGGTAGCCGTATCGGAAGGTGCGGLETGEG
ATCACCTCCTTT

2. Desenho dos primers para a sequéncia apresentada utilizando o software
Primer 3:
PFA: primer foward
PRA: primer reverse



OLIGOD start _len tm gek __any __3' seg

LEFT PRIMER 583 20 59.90 55.80 6.08 2.80 GAAAGCCACGGCTAACTACG
RIGHT PRIMER 785 20 59.99 58.80 4.0 2.80 CATTTCACCGCTACACATGG
SEQUENCE SIZE: 1552

INCLUDED REGION SIZE: 1552

3. Verificagdo de homologia entre os primers obtidos pelo Primer 3 com o primer
universal pelo software Primer Show:
PFU (primer foward universal): AGAGTTTGATCCTGGCTCAG
PRU(primer reverse universal): ACGGCTACCTTGTTACGACTT

The Sequence Manipulation Suite: Primer Show
Results for 1552 residue sequence "mRNA /gene="fem-2" (exons in uppercase)" starting "TTTATGGAGA".

b AGAGTTTGATCCTGGCTCAG 3' PFU
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1261 AGGGCAGCGAAACCGCGAGGTCAAGCAAATCCCATAAAGTTGTTCTCAGTTCGGATTGTA
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1501 TTCAGCATTGTTCCATCGGCA 5' PRU
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1581 GAAGTCGTAACAAGGTAGCCGTATCGGAAGGTGCGGCTGGATCACCTCCTTT

4. Tamanho do amplicon
Sabendo-se que a sequéncia de estudo possui 1552 bp, calcula-se o
tamanho do amplicon da seguinte forma:
Tamanho entre PFU e PRU (1522-8): 1514 bp
Tamanho entre PFA e PRA: 123 bp

5. Calculo da temperatura de Melting e de annealing para amplificacdo da
sequéncia de interesse:
a) Calculo pelo site NEB Tm calculator utilizando a enzima Q5
High-Fidelity DNA Polymerase:
Forward primer universal (5'-AGAGTTTGATCCTGGCTCAG-3’): 64°C
Reverse primer universal (5'-ACGGCTACCTTGTTACGACTT-3’): 66°C
Temperatura de anelamento: 65°C

Forward primer S. aureus (5-GAAAGCCACGGCTAACTACG-3’): 66°C
Reverse primer S. aureus (5-CATTTCACCGCTACACATGG-3’): 64°C
Temperatura de anelamento: 65°C

b) Calculo manual:
Forward primer universal (5'-AGAGTTTGATCCTGGCTCAG-3’): 60°C
Reverse primer universal (5'-ACGGCTACCTTGTTACGACTT-3’): 62°C

Forward primer S. aureus (5-GAAAGCCACGGCTAACTACG-3): 62°C
Reverse primer S. aureus (5-CATTTCACCGCTACACATGG-3’): 60°C



