Plasmid: pHsp70A/RbcS2-Chlamy

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. All elements of the Chlamydomonas expression cassette for Renilla-
luciferase can be exchanged using two single cutting restriction enzymes. Note, that contrary
to the original publication, the combination of BamH]| and Ncol should be used to exchange

the 3°-UTR, as two Kpnl-sites are present.

Plasmid-sequence:
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loxP:
crluc expression cassette:
(HSP70A-promoter:
RBCS2-promoter:
intronl from RBCS?2:
crluc:
RBCS2-3-UTR:

ATAACTTCGT
AGAGGATCTG
CTCATGITTC
TTTAACGAAC
GTACTAACCT
AATTAATATA
AAGAAAAAAA
TGTGGACAAC
TCAAAGCAAT

pHsp70A/RbcS2-Chlamy

4025 bp
1-34
2150-4022
2150-2419
2420-2649
2650-2803
2804-3778
3779-4022

(from pRbcRL(Hsp196))

(Sacl/Xhol)

or
(XballXhol)
(XhollBamHI)
(BamHI/Ncol))

ATAATGTATG CTATACGAAG TTATGGTACC GCGGECCGCGT

TTGATCAGCA
ACGTACTAAG
TAAACCCTCA
CTCATGITTC
AATCAGCAAC
AGAATATATA
AAGCCAGGEGA
TTTGAGTGAC

GITCAACCTG
CTCTCATGIT
TGGCTAACGT
ACGTACTAAG
TTAAATAGCC
AGCCTTTTAA
TGTAACGCAC
ACAGGAACAC

TAGCTTCACG CTGCCGCAAG CACTCAGGEEC

CGGAACACGT
TGTCAGCTAC
AGCAGGTAGC
TTATGGACAG

AGAAAGCCAG
TGGEECTATCT
TTGCAGI GGG
CAAGCGAACC

TCCGCAGAAA
GGACAAGGGA
CTTACATGCEC
GGAATTGCCA

GGTTGGGAAG CCCTGCAAAG TAAACTGGAT

TCTGATGECG
TTTCGCATGA
GGTGGAGAGG
CTGATGCCGC

CAGGECGATCA
TTGAACAAGA
CTATTCGCECT
CGTGITCCGG

AGATCTGATC
TGGATTGCAC
ATGACTGGEC
CTGTCAGCGC

GICAAGACCG ACCTGTCCGG TGCCCTGAAT

GCGECTATCG
ACGITGICAC
GGGCAGGATC
CATGCECTGAT
CATTCGACCA
GAAGCCGGTC
CGCGECCAGCC
AGGATCTCGT
GAAAATGECC
GGACCCGCTAT
TTGECGEECGA
CCCGATTCGC
AGCGGGACTC
ATCACGAGAT
GAATCGTTTT
ATGCTGGAGT
TCAGCAAAAA
AGTTATTGCT

TGGCTGECCA
TGAAGCGGEGA
TCCTGICATC
GCAATGCGEC
CCAAGCGAAA
TTGICGATCA
GAACTGITCG
CGTGACACAT
GCTTTTCTGG
CAGGACATAG
ATGGECECTGAC
AGCGCATCGEC
TGGEGTTCGA
TTCGATTCCA
CCGGGACGCC
TCTTCGCCCA
ACCCCTCAAG
CAGCGGTGEC

CGACGCEECGT
AGGGACTGCEC
TCACCTTCGCT
GGCTGCATAC
CATCCCATCG
GGATGATCTG
CCAGCCTCAA
GGCGATGCCT
ATTCATCGAC
CGITGCECTAC
CCCTTCCTCG
CTTCTATCGC
AATGACCGAC
CCGCCCCCTT
GCCTGGATGA
CCCCGCGGATA
ACCCGTTTAG
AGCAGCCAAC

GITAGCAGCC GGATCTTCTA GAATCCCCAG

TTGATAGTAC
TAACGTACTA
ACTAAGCTCT
CTCTCATGIT
TCTAAGGTITT

GTACTAAGCT
AGCTCTCATG
CATGGCTAAC
TGAACAATAA
TAAGITTTAT

AGCTTTTAAG
TGAGAAGCCC
TTAACGECTG
GCAAGGECTG
CGGTCCTGAC
AAACGCAAGC
GATAGCTAGA
GCTEEEECEC
GECTTTCTTG
AAGAGACAGG
GCAGGITCTC
ACAACAGACA
AGGEGEGECECCC
GAACTGCAGG
TCCTTGCGCA
TGCTATTGGEG
CCTGCCGAGA
GCTTGATCCG
AGCGAGCACG
GACGAAGAGC
GGCGCCCATG
GCTTGCCGAA
TGTGECCGEC
CCGTGATATT
TGCTTTACGG
CTTCTTGACG
CAAGCGACGC
CTATGAAAGG
TCCTCCAGCG
TCCGGATATA
AGGCCCCAAG
TCAGCTTCCT
CATGCCTGCT

GITTAACGGT
TTAGAGCCTC
ACATGGGAAT
CTAAAGGAAG
CCCGGATGAA
GCAAAGAGAA
CTGEECEETT
CCTCTGGTAA
CCGCCAAGGA
ATGAGGATCG
CGGCCCCTTG
ATCGCCTCCT
GGITCTTTTT
ACGAGGCAGC
GCTGIGCTCG
CGAAGTGCCG
AAGTATCCAT
GCTACCTGCC
TACTCGGATG
ATCAGGEGECECT
CCCGACGECG
TATCATGGTG
TGGEGIGTGEC
GCTGAAGAGC
TATCGCCGCT
AGTTCTTCTG
CCAACCTGCC
TTGECCTTCG
CGGGEEATCTC
GITCCTCCTT
GGGTTATGCT
TTCGEECTTT
ATTGICTTCC



1951
2001
2051

CAATCCTCCC
ACACCTACTC
CAGTGGGAGT

CCTTGCTGIC CTGCCCCACC
AGACAATGCG ATGCAATTTC
GCCACCTTCC AGGGTCAAGG

2101 ACAACAGATG GCTGGCAACT

2151
2201
2251

CCCTGAGCCT

TGACATGATT

AGAAGGCACA
GGTGCGTATG

TGATTTGECG GECTATGAGG GCGGEGEGEAAG
GECECECEEC GTCCAGAAGG CGCCATACGG

2301
2351
2401

GGTATAAAAG CCCGCGACCC
CGAGCACTTA TACATACGCG
CTAGCTTAAG ATCCCATCAA

2451
2501
2551
2601
2651
2701
2751
2801
2851
2901
2951

CAGCCAAACC

AGGATGATGT

CGAACGGTGA
ACTATTCTGC
GCTTGCATGC
TTGATGGEEGET

TATCCGGAAG CCCCCTGECC CACAAAGSECT

CGCATGCAGC

CCCTGGAGCG GIGCCCTCeCT

TATGITCTTI

CAGGIGAGTC
TTGACTTGCA
CCCTGICTCA
TGCTCGAGAT
ATCACCGECC
CAGCTTCATC
TCTTCCTGCA

ACTTTTTTAC AAGAGAAGIC
GACGAGCAAG CCCGGCGGAT

ACGCCCCCAT
AGCAGCATCT

TGTGTCGACG
AACCCTGCGT

GGCCAGCAAG GTGTACGACC
CTCAGIGGTG GECTCECTEC
AACTACTACG ACAGCGAGAA
CGGCAACGCC GCCAGCAGCT

3001 CCCCACATCG AGCCCGIGEC

CCGCTGCATC

3051
3101
3151

GGGCAAGAGC GGCAAGAGCG GCAACGGECAG
ACAAGTACCT GACCGCCTGG TTCGAGCTGC
ATCTTCGIGG GCCACGACTG GGECECCTCC

3201 CGAGCACCAG GACAAGATCA

3251
3301
3351
3401
3451
3501
3551

ACGIGATCGA
CTGATCAAGA
CGTGGAGACC

GAGCTGGGAC
GCGAGGAGSG
ATGCTGCCCA

AGGCCATCGT
GAGT GECCCG
CGAGAAGATG
GCAAGATCAT

AGITCECCGEC CTACCTGGAG CCCTTCAAGG
CCCACCCTGA GCTGGECCTCG CGAGATCCCC
CGACGTGGTG CAGATCGTGC GCAACTACAA

ACGACCTGCC

CAAGATGITC

3601 GCCATCGIGG AGGGCGCCAA

ATCGAGAGCG
GAAGITCCCC

3651
3701

GAAGGGECCTG CACTTCAGCC AGGAGGACGEC
ACATCAAGAG CTTCGTGGAG CGCGTGCTGA

3751 CCGGAGCTGG CCCCGGAGGA

3801
3851
3901
3951
4001

AGGCGCTCGT
AGATACTCCT
TGATCAGICT
TGGITGTAAC
TGGEECGTATT

Plasmid-map:

TGATCTGAGC
CTCAAGTCCT
TTTTCAACAC
GATCCTCCGT
TGAAGCGGEGT

Neal - 3989
BamHI - 3778

Hhal - 26803

TACGTAAGGA
CTTGCCCCCT
GAAGCGGTAG
GIAAAAAGCG
TGATTTTGEC
ACCCC

CCACCCCCCA
CTCATTTTAT
AAGCCACGEG
GICGAGECTG
TTTGTATGAA
CTCTGGAAGG
CCCECTAEECG
CCTCCACTTT
CCCTATACAT
CGEECECECC
ATTTGAGCAC
AGGCGCCAAT
GATAAACCGG
ACTCAACATC
CAGGCAGCGT
AAGCCTTTTG
CGCCGITTCC
CCGAGCAGCG
AAGCAGATGA
GCACGCCGAG
ACCTGTGECG
ATCCCCGACC
CTACCGCCTG
TGAACCTGCC
CTGECCTTCC
GCACGCCGAG
ACATCGAGGA
GIGCTGGAGA
GCGCAAGCTG
AGAAGGCECEA
CTGGTIGAAGG
CCGCCTACCTG
ACCCCGECTT
AACACCGAGT
TCCCGACGAG
AGAACGATAC
TCCCCGCTCC
GACGAACGEC
CTTAGCTCCC
GAGGAGTTTT
CTCTTTCTCC

Konl - 4022 CrafloxP - 17

Sacl - 2150

=D

EcoRY - 1779

pHsp70A/RbcS2-Chla
4025 bp

Kpnl - 39

Xhal - 1917

GAATAGAATG
TAGGAAAGGA
GGAGGGGECAA
ATAGCGAGCT
GCTACAGGAC
GCCGCGATGG
GCACCCATCC
CAGCGACAAA
AACCACTCAG
AGAAGGAGCG
TTGCAACCCT
GCAAGCAGIT
CCAGGEGEEECC
TTAAAATGEC
GCTTGCAGAT
GCTCCTCTGT
ATTTGCAGERA
CAAGCGCATG
ACGTGCTGAA
AACGCCCGTGA
CCACGTGGTG
TGATCGGCAT
CTGGACCACT
CAAGAAGATC
ACTACACCTA
AGCGTGGTGG
GGACATCGCC
ACAACTTCTT
GAGCCCGAGG
GGTIGCGCCGT
GCGGECAAGCC
CGCGCCACCG
CTTCAGCAAC
TCGTGAAGGT
ATGGCGCAAGT
GGCCAGCCAG
GIGTAAATGG
GGTGGATGGA
CGITTCGTGC
GCAATTTTGT
ATGEECEEEC
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