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Mechanism of RNA interference (RNAi)

RISC

(Mocellin & Provenzano, 2004)



Konstrukce ,vlasenky“ pro produkci dsRNA
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Vlasenkové konstrukty pro mandelinku

Proteazomova podjednotka ,,Ledprona”

GGATCCCGAAATTAATACGACTCACTATAGAGGTGCGGCAGACTGTGTTTATTGGGACCGTGTACTGGCCA
AACAATGTAGAATGTATGAATTAAGGAACAGGGAGCGTATTTCTGTAGCAGCTGCTTCCAAATTGATGGCA
AACATGGTATACAATTACAAGGGAATGGGACTGTCAATGGGAATGATGTTAGCAGGATGGGATAAAAGAG
TAGACTCAGAGGGTACCAGAACACCTGGAAAAGTCTTTAGTGTGGGTTCAGGTTCAATTTATGCATTTGG
TGTCTTGGATTCCGGATACAAATGGGATTTGACGGATGAGGAGGCTTACGATTTGGGTCGCAGGGCAATT
TACCATGCCACACACAGAGATGCCTACTCTGGAGGTATCGTGAGGGTTTATCACATGAAGGAGACTGGTT
GGATACATATTGATAACAATGATTGTAATGATTTACATTATAAGTACCAGGCTGAGAAGGAAGATTTGGtaag
cgcecctaaaatecctttggcacaatgtgtectgaggggagaggcagegacctgtagatgggacgggggcactaaccetcagggstttggg
gtACC

getACCtctgaatgtgagtatcgecatgtaageccagtatttggecaatctcagaaagcetectggetecctggaggatggagagagaaaa
accagCAAATCTTCCTTCTCAGCCTGGTACTTATAATGTAAATCATTACAATCATTGTTATCAATATGTATCCAA

CCAGTCTCCTTCATGTGATAAACCCTCACGATACCTCCAGAGTAGGCATCTCTGTGTGTGGCATGGTAAATT
GCCCTGCGACCCAAATCGTAAGCCTCCTCATCCGTCAAATCCCATTTGTATCCGGAATCCAAGACACCAAA

TGCATAAATTGAACCTGAACCCACACTAAAGACTTTTCCAGGTGTTCTGGTACCCTCTGAGTCTACTCTTTT
ATCCCATCCTGCTAACATCATTCCCATTGACAGTCCCATTCCCTTGTAATTGTATACCATGTTTGCCATCAATT
TGGAAGCAGCTGCTACAGAAATACGCTCCCTGTTCCTTAATTCATACATTCTACATTGTTTGGCCAGTACAC

GGTCCCAATAAACACAGTCTGCCGCACCT AN ORINAOOOIG G OIOIANAGGGIOIGAS
EEGTTTIGGAATTC

Kontrolni konstrukt (GFP)

GGATCCCGAAATTAATACGACTCACTATAGCCACAAGTTCAGCGTGTCCGGCGAGGGCGAGGGCGA
TGCCACCTACGGCAAGCTGACCCTGAAGTTCATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGLC
CACCCTCGTGACCACCCTGACCTACGGCGTGCAGTGCTTCAGCCGCTACCCCGACCACATGAAGCA
GCACGACTTCTTCAAGTCCGCCATGCCCGAAGGCTACGTCCAGGAGCGCACCATCTTCTTCAAGGA
CGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGGCGACACCCTGGTGAACCGCATC
GAGCTGAAGGGCATCGACTTCAAGGAGGACGGCAACATCCTGGGGCACAAGCTGGAGTACAACT
ACAACAGCCACAACGTCTATATCATGGCCGACAAGCAGAAGAACGGCATCAAGGTGAACT Ttaageg
cccctaaaatccctttggeacaatgtgtectgaggggagaggcagegacctgtagatgggacgggggcactaaccctcagggtt
tgggetACC

ggtaccgagtatcgccatgtaageccagtatttggecaatctcagaaagetectggeteectggaggatggagagagaaaaacc
agAAGTTCACCTTGATGCCGTTCTTCTGCTTGTCGGCCATGATATAGACGTTGTGGCTGTTGTAGTTG
TACTCCAGCTTGTGCCCCAGGATGTTGCCGTCCTCCTTGAAGTCGATGCCCTTCAGCTCGATGCGGT
TCACCAGGGTGTCGCCCTCGAACTTCACCTCGGCGCGGGETCTTGTAGTTGCCGTCGTCCTTGAAGA
AGATGGTGCGCTCCTGGACGTAGCCTTCGGGCATGGCGGACTTGAAGAAGTCGTGCTGCTTCATGT
GGTCGGGGTAGCGGCTGAAGCACTGCACGCCGTAGGTCAGGGTGGTCACGAGGGTGGGCCAGG
GCACGGGCAGCTTGCCGGTGGTGCAGATGAACTTCAGGGTCAGCTTGCCGTAGGTGGCATCGCCC
TCGCCCTCGCCGGACACGCTGAACTTGTGG
GAATTC




Izolace dsRNA z E. coli HT115 (0,5 mM IPTG, 6 hodin indukce)

GeneRuler 1kb+ HT115

Plasmid - pUC57 pUC57 pUC57 pUC57 pET22+ pET22+ pET22+

Terminator 1x 1x 2x 2X 1x 1x 1x

- + . + . + +

300 ng DNA

0,1 ml bacterialni suspenze na jamku




Mandelinka — pitva strev oSetrenych dospélych jedinci

GFP Mesh —in vitro

DsRNA specificka pro Mesh zptisobuje problémy v
predzaludku (ztistane plny), potrava se nedostava do dalsSich
Casti streva.
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