Plasmid:

pHsp70A/RbcS2-cgluc

Synthetic gene encoding the extracellular luciferase from Gaussia princes adapted to the
nuclear codon usage of Chlamydomonas reinhardtii (cgluc) under the chimeric
HSP70A/RBCS2 promoter in plasmid pHsp70A/RbcS2-Chlamy for Cre/lox-mediated

plasmid fusion (cloned via Xhol/BamH]I, R6ky origin of replication for maintenance in E.coli
Pirl-cells (available from Invitrogen), kanamycin resistance).

cgluc-gene:

1
61
121
181
241
301
361
421
481
541

Genbank EU239244, nucleotides 10-570, 561 bp
with a recombinant 5 -Xhol-restriction site, a recombinant 3 -SnaBl-
and 3 -BamHI-restriction sites

aaact cgaga
aagccgacgg
accgat ct gg
aaggaaat gg
tcccacat ca
gagggcgaca
att ccgggct
gt ggact gca
aagaagt ggc
aagat t aagg

t gggcgt gaa
agaacaacga
acgccgaccg
aggcgaacgc
agt gcacgcc
aggagt ccgc
t caaggacct
cgaccggctg
t gccccagceg
gcgcet ggegg

ggtgctgttc
ggact t caac
cggcaagctg
ccggaaggcc
gaagat gaag
gcagggeggce
ggagccgat g
t ct gaagggc
ct gt gccacc
cgat acgt aa

gccctgatct gcatcgecgt cgccgaggeg

attgtcgccg
ccgggcaaga
ggct gcaccc
aagttcattc
at t ggcgagg
gagcagttca
ctggccaatg
ttcgccagca
ggat cc

cgluc-ORF:

51
101
151

Plasmid-

MLE + luciferase + T = 189 aa, 20371 Da

t ggcgt ccaa
agct gcccect
gcggct gect
ccggecggt g
cgat cgt gga
t cgcccaggt
tgcagtgttc
agat ccaggg

ctttgccacc
ggaggt cctc
gatctgcctg
ccacacct ac
cat ccccgag
ggacct gt gc
cgacctgctc
ccaggt ggac

Despite four extra aa due to integration of restriction sites, aa-sequence
same as wildtype luciferase from Renilla reniformis (Genbank:

AY015993).

MLEMGVKVLF ALl Cl AVAEA KPTENNEDFN | VAVASNFAT TDLDADRCKL

sequence:  pHsp70A/RbcS2-cgluc

51
101
151
201
251
301
351
401
451
501
551
601
651
701
751
801
851

cgluc:
cgluc-ORF

ATAACTTCGT ATAATGTATG CTATACGAAG
AGAGGATCTG TTGATCAGCA GITCAACCTG
CTCATGITTC ACGTACTAAG CTCTCATGIT
TTTAACGAAC TAAACCCTCA TGGCTAACGT
GTACTAAGCT CTCATGITTC ACGTACTAAG
AATTAATATA AATCAGCAAC TTAAATAGCC
AAGAAAAAAA AGAATATATA AGCCTTTTAA
TGTGGACAAC AAGCCAGGEGA TGTAACGCAC
TCAAAGCAAT TTTGAGTGAC ACAGGAACAC
TAGCTTCACG CTGCCGCAAG CACTCAGGEEC
CGGAACACGT AGAAAGCCAG TCCGCAGAAA
TGTCAGCTAC TGGGCTATCT GGACAAGGGA
AGCAGGTAGC TTGCAGIGSG CTTACATGEC
TTATGGACAG CAAGCGAACC GGAATTGCCA
GGTTGGGAAG CCCTGCAAAG TAAACTGGAT
TCTGATGECG CAGGGGATCA AGATCTGATC
TTTCGCATGA TTGAACAAGA TGGATTGCAC
GGTGGAGAGG CTATTCGGCT ATGACTGEEC

3617 bp
2809-3369
2800-3366

TTATGGTACC
TTGATAGTAC
TAACGTACTA
ACTAAGCTCT
CTCTCATGIT
TCTAAGGTITT

GCGECCECGT
GTACTAAGCT
AGCTCTCATG
CATGGCTAAC
TGAACAATAA
TAAGITTTAT

ACGCTTTTAAG
TGAGAAGCCC
TTAACGECTG
GCAAGGECTG
CGGTCCTGAC
AAACGCAAGC
GATACGCTAGA
GCTGEEEECEC
GCCTTTCITG
AAGAGACAGG
GCAGGITCTC
ACAACAGACA

GITTAACGGT
TTAGAGCCTC
ACATGGGAAT
CTAAAGGAAG
CCCGGATGAA
GCAAAGAGAA
CTGEECEETT
CCTCTGGTAA
CCGCCAAGGA
ATGAGGATCG
CGGCCCCTTG
ATCGCECTCCT

PGKKLPLEVL KEMEANARKA GCTRGCLI CL SHI KCTPKMK KFI PGRCHTY
EGDKESAQGG | GEAI VDI PE | PGFKDLEPM EQFI AQVDLC VDCTTGCLKG
LANVQCSDLL KKW.PQRCAT FASKI QGQVD KI KGAGEDT



901

951
1001
1051
1101
1151
1201
1251
1301
1351
1401
1451
1501
1551
1601
1651
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2051
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2301
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CTGATGCCGC CGTGITCCGG CTGTCAGCGC
GICAAGACCG ACCTGTCCGG TGCCCTGAAT

GCGECTATCG
ACGITGICAC
GGGCAGGATC
CATGCECTGAT
CATTCGACCA
GAAGCCGGTC
CGCGECCAGCC
AGGATCTCGT
GAAAATGECC
GGACCGCTAT
TTGECGEECGA
CCCGATTCGC
AGCGGGACTC
ATCACGAGAT
GAATCGTTTT
ATGCTGGAGT
TCAGCAAAAA
AGTTATTGCT
GITAGCAGCC
CAATCCTCCC
ACACCTACTC
CAGTGGGAGT
ACAACAGATG
CCCTGAGECT

TGGCTGECCA
TGAAGCGGEGA
TCCTGICATC
GCAATGCGEC
CCAAGCGAAA
TTGICGATCA
GAACTGITCG
CGTGACACAT
GCTTTTCTGG
CAGGACATAG
ATGGECCTGAC
AGCGCATCGEC
TGGEGTTCGA
TTCGATTCCA
CCGGGACGCC
TCTTCGCCCA
ACCCCTCAAG
CAGCGGTGEC
GGATCTTCTA
CCTTGCTGIC
AGACAATGCG
GGECACCTTCC
GCTGCECAACT
TGACATGATT

CGACGCEECGT
AGGGACTGCEC
TCACCTTCGCT
GCECTGCATAC
CATCCCATCG
GGATGATCTG
CCAGCCTCAA
GGCGATGCCT
ATTCATCGAC
CGITGECTAC
CCCTTCCTCG
CTTCTATCGC
AATGACCGAC
CCGCCCCCTT
GCCTGGATGA
CCCCGCGGATA
ACCCGTTTAG
AGCAGCCAAC
GAATCCCCAG
CTGCCCCACC
ATGCAATTTC
AGGGTCAAGG
AGAAGGCACA
GGTGCGTATG

TGATTTGECG GECTATGAGG GCGGEGEGEAAG

GECECECEEC

GICCAGAAGG

CGCCATACGG

GGTATAAAAG CCCGCGACCC CGAACGGTGA

CGAGCACTTA
CTAGCTTAAG
CAGCCAAACC

TACATACGCG
ATCCCATCAA
AGGATGATGT

ACTATTCTGC
GCTTGCATGC
TTGATGEEGET

TATCCGGAAG CCCCCTGECC CACAAAGGCT

CGCATGCAGC

CCCTGGAGCG

TATGITCTTI

CAGGIGAGTC
TTGACTTGCA
CCCTGICTCA
TGCTCGAGAT
GCCGAGGECGA
GGCGICCAAC
CGGGCAAGAA

ACTTTTTTAC
GACGAGCAAG
ACGCCCCCAT
AGCAGCATCT
GCGCGTGAAG
AGCCGACGGA
TTTGCCACCA
GCTGCCCCTG

GIGCCCTCCT
AAGAGAAGTC
CCOGGECGEEAT
TGTGTCGACG
AACCCTGCGT
GIGCTGITCG
GAACAACGAG
CCGATCTGGA
GAGGTCCTCA

CGGAAGECCG GCTGCACCCG CGECTGCCTA

GIGCACGCCG
AGGGECGACAA
ATCCCCGAGA

AAGATGAAGA
GGAGICCGECG
TTCCGEECTT

AGTTCATTCC
CAGGGECGGECA
CAAGGACCTG

CGCCCAGGTG GACCTGIGCG TGGACTGCAC

TGGCCAATGT
TGTGCCACCT
CCCTGECEEC
GITGATCTGA
CTCTCAAGIG
CTTTTTCAAC
ACGATCCTCC
TTTGAAGCGG

GCAGIGITCC
TCGCCAGCAA
GATACGTAAG
GCCTTGCCCC
CTGAAGCGGT
ACGTAAAAAG
GITGATTTTG
GIrACCCC

GACCTCGCTCA
GATCCAGGEC
GATCCCCGCT
CTGACGAACG
AGCTTAGCTC
CCGAGGAGIT
GCCTCTTTCT

AGGEGEGECECCC
GAACTGCAGG
TCCTTGCGCA
TGCTATTGGEG
CCTGCCGAGA
GCTTGATCCG
AGCGAGCACG
GACGAAGAGC
GGCGCCCATG
GCTTGCCGAA
TGTGECCGEC
CCGTGATATT
TGCTTTACGG
CTTCTTGACG
CAAGCGACGC
CTATGAAAGG
TCCTCCAGCG
TCCGGATATA
AGGCCCCAAG
TCAGCTTCCT
CATGCCTGCT
CCACCCCCCA
CTCATTTTAT
AAGGCACGGEG
GICGAGECTG
TTTGTATGAA
CTCTGGAAGG
CCCECTAEECG
CCTCCACTTT
CCCTATACAT
CGEECECECC
ATTTGAGCAC
AGGCGCCAAT
GATAAACCGG
ACTCAACATC
CAGGCAGCGT
AAGCCTTTTG
CGCCGITTCC
CCCTGATCTG
GACTTCAACA
CGCCGACCGC
AGGAAATGGA
ATCTGCCTGT
CGECCGGTCC
TTGGCGAGEC
GAGCCGATGG
GACCGCECTGT
AGAAGT GCCT
CAGGTGGACA
CCGTGTAAAT
GCGGIGEATG
CCCGITTCGT
TTGCAATTTT
CCATGEECGEE

GGITCTTTTT
ACGAGGCAGC
GCTGIGCTCG
CGAAGTGCCG
AAGTATCCAT
GCTACCTGCC
TACTCGGATG
ATCAGGEGECECT
CCCGACGECG
TATCATGGTG
TGGEGIGTGEC
GCTGAAGAGC
TATCGCCGCT
AGTTCTTCTG
CCAACCTGCC
TTGECECTTCG
CGGGEEATCTC
GITCCTCCTT
GGGTTATGCT
TTCGEECTTT
ATTGICTTCC
GAATAGAATG
TAGGAAAGGA
GGAGGGGECAA
ATAGCGACGCT
GCTACAGGAC
GCCGCGATGG
GCACCCATCC
CAGCGACAAA
AACCACTCAG
AGAAGGAGCG
TTGCAACCCT
GCAAGCAGIT
CCAGEEEECC
TTAAAATGEC
GCTTGCAGAT
GCTCCTCTGT
ATTTGCAGERA
CATCGCCGTC
TTGTCGCCGT
GCCAAGCTGC
GGECGAACGCC
CCCACATCAA
CACACCTACG
GATCGTGGAC
AGCAGTTCAT
CTGAAGGGECC
GCCCCAGCGC
AGATTAAGEG
GGAGGECGECTC
GAAGATACTG
GCTGATCAGT
GITGGITGTA
GCTGGGECGTA



Plasmid-map:

Reference:

loxP - 1
Kpnl - 39
SnaBl - 90

Hindlll - 330

Kpnl - 3614

ficol - 3581

BamH - 3370
SnaBl - 3365

Kol - 2803

Psil - 988

Hindlll - 2419

Sacl - 2150

Xbal - 1917 Smral - 1774

EcoRY - 1779
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