RCBO0300 - Biotecnologia lll - Desenho de Primer

Grupo: Ana Clara L. Cressoni, Catarina S. Gomes, Gabriel M. C. Manso, Giovanna
O. Nogueira, Giseli F. Correa

(1) Obter a sequéncia do RNA ribossomal especifico: NCBI gene ou EMBL
gene
(a) Espécie: Propionibacterium acnes
(b) https://www.ncbi.nlm.nih.gov/gene/2932196
(c) https://www.ncbi.nIm.nih.gov/nuccore/NC_006085.1?report=fasta&from=6061

52&t0=607688

(2) Desenhar um conjunto de primers para amplificar a regido constante do
16S rRNA da espécie escolhida

PRIMER DESENHADO COM PRIMER 3:

OLIGO startlen __tm _ac% any th 3' th hairpin
LEFT PRIMER(forward) 797 20 59.03 55.00 0.00 0.00 0.00
AACGGTGGGTACTAGGTGTG
RIGHT PRIMER(reverse) 1003 20 58.96 55.00 0.00 0.00 0.00
CATCTCTGAGCACTCCCGAT

SEQUENCE SIZE: 1537
INCLUDED REGION SIZE: 1537

(3) Verificar se os primers tem homologia como a regiao constante (primer
universal):
Primer show

The Sequence Manipulation Suite: Primer Show
Results for 1537 residue sequence “"NC_8@06085.1:606152-687688 Propionibacteriu
1 AGAGTTTGATCCTGGCTCAG 3° PUF
1 TTTTTCATTGGAGAGTTTGATCCTGECTCAGGACGAACGC TGGCGGCGTGLTTAACACAT
61 GCAAGTCGAACGGAAAGGCCCTGCTTTTGTGEEGTGLTCGAGT GECGAACGGGTGAGTAL
121 CACGTGAGTAACCTGCCCTTGACTTTGGGATAACTTCAGGALACTGEGGCTAATACCGEA
181 TAGGAGCTCCTGCTGCATGGTGGEAGTTEEAAAGTTTCEECGGTTGEGEATGEACTCGCG
241 GCTTATCAGCTTGTTGGTGGGGTAGTGGCT TACCAAGGCTTTGACGEGTAGCCGGCCTGA
301 GAGGGETGACCEGCCACATTGGGACTGAGAT ACGGCCCAGACTCCTACGGGAGGCAGCAGT
361 GGGGAATATTGCACAATGGGCGGAAGCCTGATGCAGCAAC GCCGCGT GLGEGATGACGEE
421 CTTCGGGTTGTAMACCGCTTTCGCCTGTGACGAAGCGTGAGT GACGGTAATGEGTAAAGA
481 AGCACCGGCTAACTACGTGCCAGCAGCCGCGGTGATACGTAGGGTGCGAGLGTTETCCGE
541 ATTTATTGGGCGTAAAGGGCTCGTAGGTGGTTGATCGCGTCGGAAGTGTAATCTTGGGGE
601 TTAACCCTGAGCGTGCTTTCGATACGGGTTGACTTGAGGAAGGTAGEGGAGAATGGAATT
661 CCTGETGEAGCGETGGAATGCGCAGATATCAGGAGGAACACCAGTGECGAAGGCGGTTCT
721 CTGGGECCTTTCCTGACGCTGAGGAGE GAAAGCETEAEGAGCGAACAGGCTTAGATACCCT
781 AACGETGGGTACTAGGTGTG 3' PF
781 GGTAGTCCACGCTGTASACGGTGGGTACTAGGTGTGEEETCCATTCCACGEGTTCCGTGE
B41 CGTAGCTAACGCTTTAAGTACCCCGCCTGEGGAGTACGECCGCAAGGCTAAAACTCAAAG
901 GAATTGACGGEGCCCCGCACAAGLGGCGGAGCATGCGGATTAATTCGATGCAACGCGTAG
961 TAGCCCTCACGAGTCTCTAC 5° PR
961 AACCTTACCTGGGTTTGACATGGATCGGGAGTGCTCAGAGATGGETGTGCCTCTTTTGEE
1821 GTCGGETTCACAGETGGTGCATGGCTGTCGTCAGCTCGTGTCATGAGATGTTGEGTTAAGT
1081 CCCGCAACGAGCGCAACCCTTGTTCACTGTTGCCAGCACGTTATGGTGGGEACTCAGTEE
1141 AGACCGCCGEEGTCAACTCGGAGGAAGGTGEGEEATGACGTCAAGTCATCATGCCCCTTAT
1201 GTCCAGGECTTCACGCATGCTACAAT GECTGETACAGAGAGT GECGAGCCTGTGAGGETE
1261 AGCGAATCTCGGAAAGCCGGETCTCAGTTCGGATTGGEE6TCTGCAACTCGACCTCATGALG
1321 TCGEAGTCGCTAGTAATCGCAGATCAGCAACGCTGCGETEAATACGT TCCCGEGGCTTGT
1381 ACACACCGCCCGTCAAGTCATGARAGTTGETAACACCCGAAGCCGGTGGCCTAACCGTTG

1441 TTCAGCATTATTCCATCGGECA
1441 TGGGOCAGCCGTCOAAGGTGEGACTOGTGAT TAGGACTAAGTCGTAACAAGGTAGCCGTA
1581 5' PUR

1581 CCGGAAGATGLGGCTGGATCACCTCCTTTCTAAGGAG
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Houve homologia dos primers universais com a regido da sequéncia 16S da espécie

escolhida.

OC)

(4) Determinar a temperatura de melting e de anelamento dos primers
desenhados e dos primers universais:

(a) NEB Tm calculator (Q5 High-Fidelity DNA Polymerase):
Primer Universal forward (PUF): 5 AGAGTTTGATCCTGGCTCAG 3' (Tm: 64 °C)
Primer Universal reverse (PUR): 3 TTCAGCATTGTTCCATCGGCA 5’ (Tm: 66°C)
Temperatura de anelamento: 65°C

Primer Personalizado forward (PF): 5 AACGGTGGGTACTAGGTGTG 3’ (Tm: 66 °C)
Primer Personalizado reverse (PR): 5 CATCTCTGAGCACTCCCGAT 3’ (Tm: 66 °C)
Temperatura de anelamento: 67°C
(b) Férmula tradicional:
Primer Universal forward (PUF): 5 AGAGTTTGATCCTGGCTCAG 3' (Tm 60°C)
Primer Universal reverse (PUR): 3 TTCAGCATTGTTCCATCGGCA 5’ (Tm: 62°C)
Primer Personalizado forward (PF): 5 AACGGTGGGTACTAGGTGTG 3’ (Tm: 62

Primer Personalizado reverse (PR): 5 CATCTCTGAGCACTCCCGAT 3’ (Tm: 62 °C)

(5) Determinar o tamanho do amplicon

(a) Tamanho do gene que codifica o 16S ribossomal do procarioto selecionado:
1537 bp

(b) Entre o Primer Universal forward e o Primer Universal reverse: 1488 bp

(c) Entre Primer Personalizado forward e o Primer Personalizado reverse: 207

bp



