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Tagging Plasmid: pRPa
P
Ascl RR.”A 0 Ascl
pRPa — — —{hygAstop[~aid } @ Pro Ald RRNA |k — =
Tet operator
Pep Hindlll BamHI
Expression cassettes
GFPy | Mycy AAGCTT [ATG-GFP or Myc] TCTAGA [insert STOP| GGATCC
Hindlll Xbal BamHI
x GFP TTAATTAAGCTT [ATG-inser TCTAGA | GFP-sTOP| GGATCC
Pacl  Hindlll Xbal BamHlI
xEMycy AAGCTTAATTA | ATG| TCTAGA| 6Myc]| CCTAGG[ STOP| GGATCC
Hindlll Pacl Xbal Avrll BamHlI
Promoter region
RRNA promoter +1 Tet operator Kpnl Polypyrimidine tract

AAGTAGCGCTTACGGCGTACACCICTATCAATGATAGAGTGGTACCCTGCACGCGCCTTCGAGTTTTTTTTCCTTTTCCCCATTTTTTTCAACTTGA
[AGACTTCAATTACACCAAAAAGTAAAATTCACAAGCTT -- Expression cassette
SA Hindlll
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RNAi Plasmid: pRPa's"

Ascl Prsa 0 Ascl
pRPa — — —{hygAstop[Aid_} I o {Pro Ald RRNA | = —
I Tet operator

Pep Kpnl Apal
‘Q\ntisensel lacz*® | Sense>.
Stem loop cloning sites .
MCS1/2 GGTACCCGGGCTTAAGGATCC |lacz*®) TCTAGAAGCTTCTCGAGGGCCC
Kpnl Smal Aflll BamHI Xbal Hindlll  Xhol Apal

MCS3/4  GGTACCGGTATCGATCAATTGCCCGGG |lacz*®®l AGATCTTAAGGCCGGCCTCGAGTCTAGAGGGCCC
Kpnl Agel Clal*  Mfel Smal Bglll  Aflll Fsel Xhol Xbal Apal

* Clal restriction site blocked by dam methylation

Promoter region & multiple cloning sites

RRNA promoter +1 Tet operator Kpnl
.AAGTAGCGCTTACGGCGT[ACACCICTATCAATGATAGAGTGGTACC —- multiple cloning site

Recommended Sequencing Primers

Seq1 (5' end of lacz*® position 50 towards MCS1/3) 57 -AATAGTGGACTCTTGTTCCA

Seq2 (3' end of lacz*®® position 420 towards MCS2/4) 57 -AAAGGGGGATGTGCTGCAAG



