Gene umano da subclonare nel vettore plasmidico pET22-b

ATGGGTGGATTATTTTCTCGATGGAGGACAAAACCTTCAACTGTAGAAGTTCTAGAAAGTATAGATAAGGAAATTCAA
GCATTGGAAGAATTTAGGGAAAAAAATCAGAGATTACAAAAATTATGGGTTGGAAGATTAATTCTGTATTCCTCAGTTC
TCTATCTGTTTACATGCTTAATTGTATATTTGTGGTATCTTCCTGATGAATTTACAGCAAGACTTGCCATGACACTCCC
ATTTTTTGCTTTTCCATTGATCATCTGGAGCATAAGAACAGTAATTATTTTCTTCTTTTCCAAGAGAACAGAAAGAAATA
ATGAAGCATTGGATGATTTAAAATCCCAGAGGAAAAAAATACTTGAAGAAGTCATGGAAAAAGAAACTTACAAGACGG
CTAAATTAATTCTTGAAAGGTTTGATCCGGACTCAAAGAAAGCAAAGGAGTGTGAGCCGCCATCTGCTGGAGCAGCT
GTAACTGCAAGACCTGGACAAGAGATTCGTCAGCGAACTGCAGCTCAAAGAAACCTTTCTCCAACACCAGCAAGCCC
TAACCAGGGCCCTCCTCCACAAGTTCCAGTATCTCCTGGACCACCAAAGGACAGTTCTGCCCCTGGTGGACCCCCA
GAAAGGACTGTTACTCCAGCCCTATCATCAAATGTGTTACCAAGACATCTTGGATCCCCTGCTACTTCAGTGCCTGGA
ATGGGTCTTCATCCTCCAGGTCCACCTTTAGCAAGACCTATTCTCCCCCGAGAACGAGGTGCTTTGGATAGAATTGTT
GAATATTTGGTTGGTGATGGTCCACAAAACAGGTATGCACTTATATGTCAGCAGTGTTTTTCTCATAATGGCATGGCT
TTGAAGGAAGAATTTGAATACATTGCTTTTCGATGTGCCTACTGTTTTTTCTTGAACCCTGCAAGAAAAACCAGACCTC
AGGCTCCAAGACTTCCTGAGTTTAGTTTTGAGAAGAGGCAGGTGGTGGAAGGTTCAAGTTCAGTTGGTCCCTTGCCA
TCAGGAAGTGTGCTTTCATCAGACAACCAGTTTAATGAAGAATCTTTAGAACACGATGTTCTTGATGATAATACAGAG
CAGACAGATGACAAAATACCAGCTACAGAACAGACAAACCAAGTGATTGAAAAAGCATCTGACTCAGAGGAACCAGA
GGAGAAACAAGAGACTGAGAATGAGGAAGCCTCAGTGATTGAAACCAACTCCACAGTTCCTGGAGCTGATTCTATTC
CTGATCCTGAACTAAGTGGAGAATCTTTGACGGCAGAGTACCCCTACGACGTGCCCGACTACGCCTGA

Disegnare i primers forward e reverse per I’inserzione del frammento genico marcato dal
codone GCT al codone GCA per l’'inserzione corretta nel vettore plasmidico pET22-b
tramite 1’utilizzo di una reazione di digestione con gli enzimi di restrizione Ndel e Xhol e
successiva ligazione all’interno del polylinker.

T7 promoter primer #69348-3
>

Bgl Il T7 promoter lac operator Xbal rbs
AGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGC GGATAACAAT TCCCCTCTAGAAAT AATTT TGTTTAACT TTAAGAAGGAGA
Nde | BspM 1 pelB leader MsclNeol BamH1 EcoR| Sacl
TATACATAT GAAATACCTGCTGCCGACCGCTGCTECTGGTCTGCTGCTCCTCGLTGCCCAGCCGGCGATGGLCATGGATATCGGAATTAATTCGGATCCGAATTCGAGCTCC
MetlysTyrLeulLeuProThrAladlablaGlyleuleuleuleublaAlaGlinProdlaMetAlgMetispl leGlylleAsnSerAspProfAsnSerSerSer
Eagl Aval* signal peptidase
Sall _Hindl_Notl  Xhol His+Tag Bpu1102 1 _
GTCGACAAGCTTGCGGCCGCACT CGAGCACCACCACCACCACCACTGAGATCCGGCTGLTAACAAAGCCCGAAAGGAAGC TGAGT TGGC TGCTGCCACCGLTGAGCAATAAL
ValhsplyslLeudlablallaleuGluHisHisHisHisHisHIisEnd
T7 terminator T7 terminator primer #69337-3

pET-22b(+) cloning/expression region



