Plasmid: pAES14

This plasmid contains a kanamycin resistance marker and an R6ky origin of replication for
maintenance in E.coli Pirl-cells (available from Invitrogen), a loxP-site allows plasmid-fusion
by Cre-recombinase. The codon adapted criuc gene for Renilla —luciferase (AY004213) is
divided by intron sequences 2 and 3 of the Chlamydomonas reinhardtii RBCS2 gene
(Genbank: X04472) inserted into unique Nrul- and SnaBl-sites. Together with one copy of
RBCS?2 intron 1 present in the 5 -untranslated region of the promoter, all three introns occur
once and in their physiological order. The extracellular expression of luciferase is mediated
by the first 21 amino acids of the ARS2 gene of Chlamydomonas reinhardtii (AF333184). A
C-terminal Hisg-tag allows purification from the culture medium.

cluc-ORF: MLE + Ars2 + luciferase + THgT = 325 aa, 37458 Da
aa-sequence same as for intracellular Renilla-luciferase in
pRbcRL(Hsp186)
Note that the ORF encodes for additional aa:
MLE if start-ATG upstream of the X#%ol-restriction site

is used

MGALAVFAVACLAAVASVAHA ARS?2 signal peptide
ADLQ extra aa due to cloning and Pstl-restriction site
THHHHHHT Hise-tag
Introns were inserted between aa 247/248 and 349/350

1 MLEMGALAVF AVACLAAVAS VAHAADLQAS KVYDPEQRKR M TGPQWMR
51 CKQWNVLDSF | NYYDSEKHA ENAVI FLHGN AASSYLWRHV VPHI EPVARC
101 I'1 PDLI GMGK SGKSCNGSYR LLDHYKYLTA WFELLNLPKK | I FVGHDWGA

151  CLAFHYSYEH QDKI KAl VHA ESWWDVI ESW DEWPDI EEDI  ALI KSEEGEK
201  MVLENNFFVE TM.PSKI MRK LEPEEFAAYL EPFKEKGEVR RPTLSWPREI
251  PLVKGGKPDV VQ VRNYNAY LRASDDLPKM FI ESDPGFFS NAI VEGAKKF
301  PNTEFVKVKG LHFSQEDAPD EMGKYI KSFV ERVLKNDTAS QPELAPEDTT
351  HHHHHHT*

Plasmid-sequence: pAES14 4690 bp
loxP: 1-34
HSP70A-promoter: 2150-2419
RBCS2-promoter: 2420-2649
intronl1 from RBCS2: 2650-2803
crluc: 2804-4434
leader from ARS2 2809-2871
intron2 from RBCS2: 3543-3871
intron3 from RBCS2: 4175-4412
Hise-tag 4417-4424
RBCS2-3-UTR: 4460-4680

1 ATAACTTCGT ATAATGTATG CTATACGAAG TTATGGTACC GCGGCCGCGT
51 AGAGGATCTG TTGATCAGCA GITCAACCTG TTGATAGTAC GIACTAAGCT
101 CTCATGITTC ACGTACTAAG CTCTCATGIT TAACGTACTA AGCTCTCATG
151 TTTAACGAAC TAAACCCTCA TGGCTAACGI ACTAAGCTCT CATGGCTAAC
201 GTACTAACCT CTCATGITTC ACGTACTAAG CTCTCATGIT TGAACAATAA
251 AATTAATATA AATCAGCAAC TTAAATAGCC TCTAAGGITT TAAGITTTAT
301 AAGAAAAAAA AGAATATATA AGCCTTTTAA AGCTTTTAAG GTTTAACGGT
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TGTGGACAAC
TCAAAGCAAT
TAGCTTCACG
CGGAACACGT
TGTCAGCTAC
AGCAGGTAGC
TTATGGACAG
GGTTGGGAAG

AAGCCAGGGA TGTAACGCAC
TTTGAGTIGAC ACAGGAACAC
CTGCCGCAAG CACTCAGGEC
AGAAAGCCAG TCCGCAGAAA
TGGCCTATCT GGACAAGGEA
TTGCAGIGGEG CTTACATGGEC
CAAGCGAACC GGAATTGCCA
CCCTGCAAAG TAAACTGGAT

TGAGAAGCCC
TTAACGECTG
GCAAGGECTG
CGGTGCTGAC
AAACGCAAGC
GATAGCTAGA
GCTGEEEECEC
GECTTTCTITG

TTAGAGCCTC
ACATGGGAAT
CTAAAGGAAG
CCCGGATGAA
GCAAAGAGAA
CTGEECEETT
CCTCTGGTAA
CCGCCAAGGA

TCTGATGECG CAGGGGATCA

TTTCGCATGA
GGTGGAGAGG

TTGAACAAGA
CTATTCGECT

AGATCTGATC
TGGATTGCAC
ATGACTGECEC

CTGATGCCGC CGTGITCCGG CTGICAGCGC

GICAAGACCG ACCTGTCCGG
GCGECTATCG TGGCTGECCA

ACGITGICAC
GGGCAGGATC
CATGCECTGAT
CATTCGACCA
GAAGCCGGTC
CGCGCCAGCC
AGGATCTCGT
GAAAATGECC
GGACCGCTAT
TTGECGEECGA
CCCGATTCGC
AGCGGGACTC
ATCACGAGAT
GAATCGTTTT
ATGCTGGAGT
TCAGCAAAAA
AGTTATTGCT
GITAGCAGCC
CAATCCTCCC
ACACCTACTC
CAGTGGGAGT
ACAACAGATG
CCCTGAGCCT
TGATTTGECG
GECECECEEC
GGTATAAAAG
CGAGCACTTA
CTAGCTTAAG
CAGCCAAACC
TATCCGGAAG
CGCATGCAGC

TGAAGCGGEGA

TGCCCTGAAT
CGACGCEECGT
AGGGACTGCEC

AAGAGACAGG ATGAGGATCG

GCAGGITCTC
ACAACAGACA
AGGEEECECCC

CCECCCCTTG
ATCGGCTCGCT
GGITCTTTTT

GAACTGCAGG ACGAGGCAGC

TCCTGTCATC TCACCTTGCT
GCAATGCGEC GGCTGCATAC

CCAAGCGAAA
TTGICGATCA
GAACTGITCG
CGTGACACAT

CATCCCATCG
GGATGATCTG
CCAGGCTCAA
GGCGATGCCT

GCTTTTCTGG ATTCATCGAC
CAGGACATAG CGTTGGCTAC
ATGEECTGAC CGECTTCCTCG
AGCGCATCGEC CTTCTATCGC
TGGEGTTCGA AATGACCGAC
TTCGATTCCA CCGCCGCCTT
CCGGEGACGCC GCCTGGATGA
TCTTCGCCCA CCCCGGGATA
ACCCCTCAAG ACCCGITTAG
CAGCGGTGEC AGCAGCCAAC
GGATCTTCTA GAATCCCCAG
CCTTGCTGIC CTGCCCCACC
AGACAATCGCG ATGCAATTTC
GCCACCTTCC AGGGTCAAGG
GCTGGECAACT AGAAGGCACA
TGACATGATT GGTGCGTATG
GCCTATGAGG GCGGGGEEAAG
GICCAGAAGG CGCCATACGG
CCCGCGACCC CGAACGGTGA
TACATACGCG ACTATTCTGC
ATCCCATCAA GCTTGCATGC
AGGATGATGT TTGATGGEEGT
CCCCCTGEECC CACAAAGCCT
CCCTGGAGCG GI'GCCCTCCT

TATGITCTTI

CAGGIGAGTC
TTGACTTGCA
CCCTGICTCA
TGCTCGAGAT
GIGECGTCGG
CCCCGAGCAG
GCAAGCAGAT
AAGCACGCCG
CTACCTGIGG
TCATCCCCGA

ACTTTTTTAC AAGAGAAGIC
GACGAGCAAG CCCGGCGGAT
ACGCCCCCAT TGIGTCGACG
AGCAGCATCT AACCCTGCGT
GGGTGCCCTC CCAGTGITCG
TTGCGCATGC GGECCGACCTG
CGCAAGCGCA TGATCACCGG
GAACGTGCTG GACAGCTTCA
AGAACGCCGT GATCTTCCTG
CGCCACGTGG TGCCCCACAT
CCTGATCGEC ATGGGCAAGA

AGCTACCGCC TGCTGGACCA
GCTGAACCTG CCCAAGAAGA
GCCTGECCTT CCACTACAGC
GIGCACGCCG AGAGCGTGGT

CTACAAGTAC
TCATCTTCGT
TACGAGCACC

TCCTTGCGCA
TGCTATTGGEG
CCTGCCGAGA
GCTTGATCCG
AGCGAGCACG
GACGAAGAGC
GGCGCGCATG
GCTTGCCGAA
TGTGECCGEC
CCGTGATATT
TGCTTTACGG
CTTCTTGACG
CAAGCGACGC
CTATGAAAGG
TCCTCCAGCG
TCCGGATATA
AGGCCCCAAG
TCAGCTTCCT
CATGCCTGCT
CCACCCCCCA
CTCATTTTAT
AAGCCACGEG
GICGAGECTG
TTTGTATGAA
CTCTGGAAGG
CCCECTAEECG
CCTCCACTTT
CCCTATACAT
CGEECECECC
ATTTGAGCAC
AGGCGCCAAT
GATAAACCGG
ACTCAACATC
CAGGCAGCGT
AAGCCTTTTG
CGCCGITTCC
CCGTCCCTTG
CAGGCCAGCA
CCCTCAGT GG
TCAACTACTA
CACGGECAACG
CGAGCCCGTG
GCGGECAAGAG
CTGACCGECCT
GGGCCACGAC
AGGACAAGAT

GCTGIGCTCG
CGAAGTGCCG
AAGTATCCAT
GCTACCTGCC
TACTCGGATG
ATCAGGEECECT
CCCGACGECG
TATCATGGTG
TGGEGIGTGEC
GCTGAAGAGC
TATCGCCGCT
AGTTCTTCTG
CCAACCTGCC
TTGEECTTCG
CCGGEGATCTC
GITCCTCCTT
GGGTTATGCT
TTCGEECTTT
ATTGICTTCC
GAATAGAATG
TAGGAAAGGA
GGAGGGGECAA
ATAGCGAGCT
GCTACAGGAC
GCCGCGATGG
GCACCCATCC
CAGCGACAAA
AACCACTCAG
AGAAGGAGCG
TTGCAACCCT
GCAAGCAGIT
CCAGGEGEEECC
TTAAAATGGEC
GCTTGCAGAT
GCTCCTCTGT
ATTTGCAGGA
CCTCGCGGECA
AGGTGTACGA
TGGEECTCGCT
CGACAGCGAG
CCGCCAGCAG
GCCCGCTGCA
CGGCAACGEC
GGTTCGAGCT
TGGEGEECGECCT
CAAGGCCATC

GGACGTGATC GAGAGCTGEG ACGAGTGECC
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CGACATCGAG GAGGACATCG CCCTGATCAA

TGGTGCTGGA
ATGCGCAAGC
GGAGAAGGEEC
GCGEEGTTGC

GAACAACTTC
TGGAGCCCGA
GAGGIGCGCC
GAGCAACACT

CTGCAGTCAG CCTGEECTTT
GCGCGCECTTG TCCAGCCTCA
TATACGACAG CGACAGAGCC

ACTCATGCCA
CCAGCCGEEEC

TGGEGTTGCCG AAGTAGCGGT
CCTGICCGIG TCTTTGICCC

TTATCCGGIT
CCTTCATCCC
CCGACGTGGT
GACGACCTGC

CTTGCTTGCA

TTCGTGGAGA
GGAGITCGCC
GI'CCCACCCT
CCAGCAACGA
CGECEECTTT

CCGAGCGTGA

GCGAGATCCC

GCAGATCGTG CGCAACTACA

CCAAGATGIT

CGCCATCGTG GAGGGCGCCA

TGAAGGGCCT
TACATCAAGA

GCACTTCAGC
GCTTCGTGCGA

CATCGAGAGC
AGAAGTTCCC
CAGGAGGACG
GCCCGTACTG

GCCGGAGCTG GCCCCGEAGG ATACGTGAGT
CCACTGTGEC ACTGGGITAG CTTTTGGCAC
GITAGCTTGG CACCGGGACA
CGTGCTTCAG CACGGAAAAG
TTGGTGGITC TGIGCCCTGG TGACTGAACC

TACCCCTCGCT

GIGCGCCCGC
TCCGTGTAAA
GCCGGTGEAT

AGTACCCACC
TGGAGGCCCT
GGAAGATACT

GCGCCTATCT

ATCACCACCA
CGITGATCTG
GCTCTCAAGT

CCCCGITTCG TGCTGATCAG TCTTTTTCAA

TTTGCAATTT

TGTTGGTTGT

TCCATGGEECG GECTGEECET

AACGATCCTC
ATTTGAAGCG

GAGCGAGGAG
CCATGCTGCC
GCCTACCTGG
GAGCTGECCT
ACAGTGCCCA
TTCTTGGEGECA
CTTGAGCTTT
ATAGCGTGGA
GITCTTGGTC
TCGITCACCC
CCTGGTGAAG
ACGCCTACTT
GACCCCGECT
CAACACCGAG
CTCCCGACGA
AAGAACGATA
CTGGECGAGAG
ACGGGTCCAC
CACCCCAEEEG
CAAGGEGEECCC
TCTTCTCCCT
CCATACGTAA
AGCCTTGCCC
GCTGAAGCGG
CACGTAAAAA
CGITGATTTT
GGTACCCGAC

GGCGAGAAGA
CAGCAAGATC
AGCCCTTCAA
CGGTGAGCTT
AGTCAGGAAT
AACAGCTTGC
CCAGCTGCTA
ATCACTTATT
AAGCCECCCC
TTCGCGGCAC
GGCGEGECAAGC
GCGCGCCAGC
TCTTCAGCAA
TTCGTGAAGG
GATGGGCAAG
CGGCCAGCCA
CCCGACGEGET
TGTGCCACTG
AACTGACGCA
AATTCCATCT
CCCATTTCCC
GGATCCCCGC
CCTGACGAAC
TAGCTTAGCT
GCGGAGGAGT
GECCTCTTTC

Plasmid-map:

Konl - 4685

fcol - 4652

BamH| - 4441
SnaBl - 4436
His-tag - 4417

lowP - 1

Kool - 38

SnaBl - 90
Hindlll - 330

Smal - 1774
EcoRY - 1779
Khal - 1917

Sacl- 2150

Xhal - 2803

HindlIl - 2418
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