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LOCUS Exported 8442 bp ds-DNA circular SYN 27-1 H-2018
DEFINITION
ACCESSION
VERSION
KEYWORDS pMY305
SOURCE synthetic DNA construct
ORGANISM recombinant plasmid
REFERENCE 1 (bases 1 to 8442)
AUTHORS  ZN
TITLE Direct Submission
JOURNAL  Exported 201941 H 7 H from SnapGene 2.3.2
http://www.snapgene.com
FEATURES Location/Qualifiers
source 1..8442
/organism="recombinant plasmid"
/mol_type="other DNA"
misc_feature 1..6510
/note="sequence from pPZP200"
CDS 1300..1929
/codon_start=1
/product="stability protein from Pseudomonas plasmid pVS1l"
/note="pVS1l StaA"
/translation="MKVIAVLNQKGGSGKTTIATHLARALQLAGADVLLVDSDPQGSAR
DWAAVREDQPLTVVGIDRPTIDRDVKAIGRRDFVVIDGAPQAADLAVSAIKAADFVLIP
VQPSPYDIWATADLVELVKQRIEVTDGRLQAAFVVSRAIKGTRIGGEVAEALAGYELPI
LESRITQRVSYPGTAAAGTTVLESEPEGDAAREVQALAAEIKSKLI"
CDS 2363..3430
/codon_start=1
/product="replication protein from Pseudomonas plasmid
pvs1®
/note="pVS1 RepA"
/note="

/protein_id="
/translation="GRKPSGPVQIGAALGDDLVEKLKAAQAAQRQRIEAEARPGESWQA
AADRIRKESRQPPAAGAPSIRKPPKGDEQPDFFVPMLYDVGTRDSRSIMDVAVFRLSKR
DRRAGEVIRYELPDGHVEVSAGPAGMASVWDYDLVLMAVSHLTESMNRYREGKGDKPGR
VFRPHVADVLKFCRRADGGKQKDDLVETCIRLNTTHVAMQRTKKAKNGRLVTVSEGEAL
ISRYKIVKSETGRPEYIEIELADWMYREITEGKNPDVLTVHPDYFLIDPGIGRFLYRLA
RRAAGKAEARWLFKTIYERSGSAGEFKKFCFTVRKLIGSNDLPEYDLKEEAGQAGPILV
MRYRNLIEGEASAGS"

misc_feature 4034..4174



rep_origin

DS

misc_feature

misc feature

promoter

misc_feature

misc_feature

misc feature

5'UTR

/note="bom"
/note="basis of mobility region from pBR322"
complement(4360..4948)
/direction=LEFT
/note="ori"
/note="high-copy-number ColE1l/pMB1/pBR322/pUC origin of
replication”
complement(5192..5983)
/codon_start=1
/gene="aadA"
/product="aminoglycoside adenylyltransferase (Murphy,
1985)"
/note="SmR"
/note="confers resistance to spectinomycin and
streptomycin"
/translation="MGEAVIAEVSTQLSEVVGVIERHLEPTLLAVHLYGSAVDGGLKPH
SDIDLLVTVTVRLDETTRRALINDLLETSASPGESEILRAVEVTIVVHDDIIPWRYPAK
RELQFGEWQRNDILAGIFEPATIDIDLAILLTKAREHSVALVGPAAEELFDPVPEQDLF
EALNETLTLWNSPPDWAGDERNVVLTLSRIWYSAVTGKIAPKDVAADWAMERLPAQYQP
VILEARQAYLGQEEDRLASRADQLEEFVHYVKGEITKVVGK"
6511..6608
/note="sequence from pBIN19"
6511..6535
/note="LB T-DNA repeat"
/note="1left border repeat from nopaline C58 T-DNA"
6616..7293
/note="CaMV 35S promoter (enhanced)"
/note="cauliflower mosaic virus 35S promoter with a
duplicated enhancer region"
6866..6871
/note="GAT-AAC"
/note="EcoRV and HincII phusion site"
7254..7260
/note="TATA box"
7284
/note="+1"
/note="transcriptional start site"
7300..7401
/gene="HSP81-2"
/gene_synonym="AtHsp90.2; EARLY-RESPONSIVE TO DEHYDRATION
8; ERD8; HEAT SHOCK PROTEIN 90.2; heat shock protein 81-2;
HEAT SHOCK PROTEIN 81-2; heat shock protein 81.2; HEAT

SHOCK PROTEIN 90.2; HSP81.2; HSP90.2; MDA7.7; MDA7 7"



/locus_tag="AT5G56030"
/note="HSP81-2"
/note="A member of heat shock protein 90 (HSP90) gene
family. Expressed in all tissues and abundant in root
apical meristem, pollen and tapetum. Expression is NOT
heat-induced but induced by IAA and NaCl. "
/db_xref="Araport:AT5G56030"
/db_xref="GeneID:835701"
/db_xref="TAIR:AT5G56030"
misc_feature 7407..7505
/note="MCSp"
CDS 7518..7544
/codon_start=1
/product="HA (human influenza hemagglutinin) epitope tag"
/note="HA"
/translation="YPYDVPDYA"
CDS 7551..7559
/codon_start=1
/note="Linkerl"
/translation="GGG"
CDS 7566..7574
/codon_start=1
/note="Linkerl"
/translation="GGG"
CDS 7581..8042
/codon_start=1
/note="YFP-N-end"
/translation="VSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLK
FICTTGKLPVPWPTLVTTFGYGLQCFARYPDHMKQHDFFKSAMPEGYVQERTIFFKDDG
NYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNYNSHNVYIMA"
misc_feature 8049..8059
/note="STOP"
terminator 8072..8329
/gene="heat shock protein 18.2"
/note="HSP18.2 terminator"
misc feature 8072..8329
/gene="heat shock protein 18.2"
promoter complement(8337..8355)
/note="T7 promoter"
/note="promoter for bacteriophage T7 RNA polymerase"
misc_feature 8418..8442
/note="RB T-DNA repeat"

/note="right border repeat from nopaline C58 T-DNA"



ORIGIN

=

61

121

181

301

361

421

481

541

601

661

721

841

901

961

1021

1081

1141

1201

1261

1321

1381

1441

1501

1561

1621

1681

1741

1801

1861

1921

1981

2041

2101

2161

2221

2281

2341

2401

2461

ctaagagaaa agagcgttta
ccgttcgtcec atttgtatgt
tgatccaacc cctccgetge
ctgaaaacga catgtcgcac
cctggecgttt tcttgtcgeg
ggagacatta cgccatgaac
gcaccgacga ccaggacttg
agctgttttc cgagaagatc
ttgaccacct acgccctgge
gcacccgcga cctactggac
gcctggcaga gccgtgggec
tcgccggecat tgccgagttce
aggccgccaa ggcccgagge
tcgcgcacge ccgcgagetg
tgcttggcgt gcatcgctcg
ccaccgaggc caggcggcge
tggcggeccge cgagaatgaa
ggacgaaccg tttttcatta
gttcgagccg cccgegeacg
tgatgccaag ctggcggect
tctaaaaagg tgatgtgtat
gatgcgatga gtaaataaac
aaccagaaag gcgggtcagg
ctcgcecgggg ccgatgttct
gcggeccgtge gggaagatca
cgcgacgtga aggccatcgg
gcggacttgg ctgtgtccge
agcccttacg acatatgggce
gtcacggatg gaaggctaca
atcggcggtg aggttgcecga
atcacgcagc gcgtgagcta
gaacccgagg gcgacgctge
ctcatttgag ttaatgaggt
gccgtecgag cgcacgcage
ccatgaagcg ggtcaacttt
cggtacgcca aggcaagacc
agtaaatgag caaatgaata
gaaaatcaag aacaaccagg
ggttggccag gcgtaagegg
aagcccgagg aatcggcgtg
gctgggtgat gacctggtgg

cgaggcagaa gcacgccccg

ttagaataac
gcatgccaac
tatagtgcag
aagtcctaag
tgttttagtc
aagagcgccg
accaaccaac
accggcacca
gacgttgtga
attgccgage
gacaccacca
gagcgttccc
gtgaagtttg
atcgaccagg
accctgtacc
ggtgccttcc
cgccaagagg
ccgaagagat
tctcaaccgt
ggccggcecag
ttgagtaaaa
aaatacgcaa
caagacgacc
gttagtcgat
accgctaacc
ccggcgegac
gatcaaggca
caccgccgac
agcggecttt
ggcgctggec
cccaggcact
ccgcgaggtce
aaagagaaaa
agcaaggctg
cagttgccgg
attaccgagc
aatgagtaga
caccgacgcc
ctgggttgtc
acggtcgcaa
agaagttgaa

gtgaatcgtg

ggatatttaa
cacagggttc
tcggcttctg
ttacgcgaca
gcataaagta
ccgctggect
gggccgaact
ggcgcgaccg
cagtgaccag
gcatccagga
cgcecggeegg
taatcatcga
gcccccgecc
aaggccgcac
gcgcacttga
gtgaggacgc
aacaagcatg
cgaggcggag
gcggctgcat
cttggccget
cagcttgcgt
ggggaacgca
atcgcaaccc
tccgatcccc
gttgtcggca
ttcgtagtga
gccgacttcg
ctggtggagc
gtcgtgtcgce
gggtacgagc
gccgecgecg
caggcgctgg
tgagcaaaag
caacgttggc
cggaggatca
tgctatctga
tgaattttag
gtggaatgcc
tgccggeect
accatccggc
ggccgegeag

gcaagcggcec

aagggcgtga
ccctcgggat
acgttcagtg
ggctgeccgec
gaatacttgc
gctgggctat
gcacgcggcec
cccggagctg
gctagaccge
ggccggegeg
ccgcatggtg
ccgcacccgg
taccctcacc
cgtgaaagag
gcgcagcgag
attgaccgag
aaaccgcacc
atgatcgcgg
gaaatcctgg
gaagaaaccg
catgcggtcg
tgaaggttat
atctagcccg
agggcagtgc
tcgaccgcecc
tcgacggagc
tgctgattcc
tggttaagca
gggcgatcaa
tgcccattct
gcacaaccgt
ccgctgaaat
cacaaacacg
cagcctggca
caccaagctg
atacatcgcg
cggctaaagg
ccatgtgtgg
gcaatggcac
ccggtacaaa
gccgceccage

gctgatcgaa

aaaggtttat
caaagtactt
cagccgtctt
ctgccctttt
gactagaacc
gcccgcegtca
ggctgcacca
gccaggatgc
ctggcccgea
ggcctgcgta
ttgaccgtgt
agcgggcgeg
ccggcacaga
gcggctgcac
gaagtgacgc
gccgacgccc
aggacggcca
ccgggtacgt
ccggtttgtc
agcgccgecg
ctgcgtatat
cgctgtactt
cgccctgcaa
ccgcgattgg
gacgattgac
gccccaggcg
ggtgcagcca
gcgcattgag
aggcacgcgc
tgagtcccgt
tcttgaatca
taaatcaaaa
ctaagtgccg
gacacgccag
aagatgtacg
cagctaccag
aggcggcatg
aggaacgggc
tggaaccccc
tcggegegge
ggcaacgcat

tccgcaaaga



2521

2581

2641

2701

2761

2821

2881

2941

3001

3061

3121

3181

3241

3301

3361

3421

3481

3541

3601

3661

3721

3781

3841

3901

3961

4021

4081

4141

4201

4261

4321

4381

4441

4501

4561

4621

4681

4741

4801

4861

4921

4981

5041

atcccggcaa
gcaaccagat
catggacgtg
ctacgagctt
gtgggattac
€cgggaaggy
caagttctgc
tcggttaaac
ggtgacggta
cgggcggecg
aggcaagaac
cggcegtttt
gttcaagacg
cgtgcgcaag
gcaggctggc
cggttcctaa
aaaaggtctc
ccggaacccg
gactgatata
aactcttaaa
gcaaaaagcg
tatcgcggcec
cggacaagcc
cgcgtttcgg
cttgtctgta
gcgggtgteg
taactatgcg
gcacagatgc
ctcgctgege
acggttatcc
aaaggccagg
tgacgagcat
aagataccag
gcttaccgga
acgctgtagg
accccccgtt
ggtaagacac
gtatgtaggc
gacagtattt
ctcttgatcc
gattacgcgc
cgctcagtgg

tttgtgtagg

ccgccggcag
tttttegttc
gccgttttce
ccagacgggc
gacctggtac
aagggagaca
cggcgagccg
accacgcacg
tccgagggtg
gagtacatcg
ccggacgtgc
ctctaccgcece
atctacgaac
ctgatcgggt
ccgatcctag
tgtacggagc
tttcctgtgg
tacattggga
aaagagaaaa
acccgectgg
cctacccttc
gctggecget
gcgeegtcegce
tgatgacggt
agcggatgcc
gggcgceagec
gcatcagagc
gtaaggagaa
tcggtcgttc
acagaatcag
aaccgtaaaa
cacaaaaatc
gcgtttcccc
tacctgtccg
tatctcagtt
cagcccgacc
gacttatcgc
ggtgctacag
ggtatctgcg
ggcaaacaaa
agaaaaaaag
aacgaaaact

gcttattatg

ccggtgegee
cgatgctcta
gtctgtcgaa
acgtagaggt
tgatggcggt
agcccggcecg
atggcggaaa
ttgccatgca
aagccttgat
agatcgagct
tgacggttca
tggcacgccg
gcagtggcag
caaatgacct
tcatgcgcta
agatgctagg
atagcacgta
acccaaagcc
aaggcgattt
cctgtgcata
ggtcgctgceg
caaaaatggc
cactcgaccg
gaaaacctct
gggagcagac
atgacccagt
agattgtact
aataccgcat
ggctgcggeg
gggataacgc
aggccgegtt
gacgctcaag
ctggaagctc
cctttctccc
cggtgtaggt
gctgcgectt
cactggcagc
agttcttgaa
ctctgctgaa
ccaccgctgg
gatctcaaga
cacgttaagg

cacgcttaaa

gtcgattagg
tgacgtgggc
gcgtgaccga
ttccgcaggg
ttcccatcta
cgtgttccgt
gcagaaagac
gcgtacgaag
tagccgctac
agctgattgg
ccccgattac
cgccgcagge
cgccggagag
gccggagtac
ccgcaacctg
gcaaattgcc
cattgggaac
gtacattggg
ttccgectaa
actgtctggc
ctccctacge
tggcctacgg
ccggcgeeca
gacacatgca
aagcccgtca
cacgtagcga
gagagtgcac
caggcgctct
agcggtatca
aggaaagaac
gctggegttt
tcagaggtgg
cctegtgege
ttcgggaagc
cgttcgctcc
atccggtaac
agccactggt
gtggtggcct
gccagttacc
tagcggtggt
agatcctttg
gattttggtc

aataataaaa

aagccgccca
acccgcgata
cgagctggcg
ccggccggca
accgaatcca
ccacacgttg
gacctggtag
aaggccaaga
aagatcgtaa
atgtaccgcg
tttttgatcg
aaggcagaag
ttcaagaagt
gatttgaagg
atcgagggcg
ctagcagggg
ccaaagccgt
aaccggtcac
aactctttaa
cagcgcacag
ccecgecgett
ccaggcaatc
catcaaggca
gctcccggag
gggcgcegtca
tagcggagtg
catatgcggt
tccgettect
gctcactcaa
atgtgagcaa
ttccataggc
cgaaacccga
tctecctgttc
gtggcgcettt
aagctgggct
tatcgtcttg
aacaggatta
aactacggct
ttcggaaaaa
ttttttgttt
atcttttcta
atgcatgata

gcagacttga

agggcgacga
gtcgcagcat
aggtgatccg
tggccagtgt
tgaaccgata
cggacgtact
aaacctgcat
acggccgect
agagcgaaac
agatcacaga
atcccggcat
ccagatggtt
tctgtttcac
aggaggcggg
aagcatccge
aaaaaggtcg
acattgggaa
acatgtaagt
aacttattaa
ccgaagagct
cgcgtcggcec
taccagggcg
ccctgecteg
acggtcacag
gcgggtgttg
tatactggct
gtgaaatacc
cgctcactga
aggcggtaat
aaggccagca
tcecgecccce
caggactata
cgaccctgec
ctcatagctc
gtgtgcacga
agtccaaccc
gcagagcgag
acactagaag
gagttggtag
gcaagcagca
cggggtctga
tatctcccaa

cctgatagtt



5101

5161

5221

5281

5341

5401

5461

5521

5581

5641

5701

5761

5821

5881

5941

6001

6061

6121

6181

6241

6301

6361

6421

6481

6541

6601

6661

6721

6781

6841

6901

6961

7021

7081

7141

7201

7261

7321

7381

7441

7501

7561

7621

tggctgtgag
gcgtcggett
ctttcacgta
cttgtccaag
gctccattge
accaaatgcg
agttccatag
caaagagttc
gcaagatagc
tgcgcetgeca
cgtcgtgcac
ccgaagtttc
tcaccgtaac
cgtacaaatg
ctgatagttg
tagggcgact
cggcgtaacg
tcataacaag
gttctggacc
gaggcttatg
gttacaatca
tgccgttett
cccgctgacg
ctgccggtcg
gacgcttaga
attgaattga
ccattgccca
caaatgccat
tcccaaagat
gtcttcaaag
caagaatatc
ggtaatatcg
gacagtagaa
cgttcaagat
cgtggaaaaa
cactgacgta
ggaagttcat
tctctctgcet
attttttccg
agctcggagg
gatctggaac
gatctggtgg

tcctggtcga

caattatgtg
gaacgaattt
gtggacaaat
ataagcctgt
ccagtcggca
ggacaacgta
cgttaaggtt
ctccgeeget
cagatcaatg
ttctccaaat
aacaatggtg
caaaaggtcg
cagcaaatca
tacggccagce
agtcgatact
gccctgetge
cgcttgctge
aagccatgaa
agttgcgtga
tccactgggt
acatgctacc
ccgaatagca
ccgtccecgga
gggagctgtt
caacttaata
ctagatgaga
gctatctgtc
cattgcgata
ggacccccac
caagtggatt
aaagatacag
ggaaacctcc
aaggaaggtg
gcctctgecg
gaagacgttc
agggatgacg
ttcatttgga
ctcaagataa
atctacgaca
taccggaccc
aatggcttat
aggtggatct

gctggacggc

cttagtgcat
ctagctagac
tcttccaact
ctagcttcaa
gcgacatcct
agcactacat
tcatttagcg
ggacctacca
tcgatcgtgg
tgcagttcge
acttctacag
ttgatcaaag
atatcactgt
aacgtcggtt
tcggcgatca
gtaacatcgt
ttggatgccc
aaccgccact
cggcagttac
tcgtgcccga
ctccgegaga
tcggtaacat
ctgatgggct
ggctggetgg
acacattgcg
cttttcaaca
acttcatcaa
aaggaaaggc
ccacgaggag
gatgtgataa
tctcagaaga
tcggattcca
gcacctacaa
acagtggtcc
caaccacgtc
cacaatccca
gaggacacgc
ttttgttctc
actagaggat
gggaacctgc
ccttacgacg
gtgagcaagg

gacgtaaacg

ctaatcgctt
attatttgcc
gatctgcgeg
gtatgacggg
tcggcgegat
ttcgctcatc
cctcaaatag
aggcaacgct
ctggctcgaa
gcttagctgg
cgcggagaat
ctcgcegegt
gtggcttcag
cgagatggcg
ccgctteccce
tgctgctcca
gaggcataga
gcgccgttac
gctacttgca
attgatcaca
tcatccgtgt
gagcaaagtc
gcctgtatcg
tggcaggata
gacgttttta
aagggtaata
aaggacagta
tatcgttcaa
catcgtggaa
catggtggag
ccaaagggct
ttgcccaget
atgccatcat
caaagatgga
ttcaaagcaa
ctatccttcg
tgaactagac
tcaatttcat
ccgctagect
agggaaagct
ttcctgatta
gcgaggagct

gccacaagtt

gagttaacgc
gactaccttg
cgaggccaag
ctgatactgg
tttgccggtt
gccagcccag
atcctgttca
atgttctctt
gatacctgca
ataacgccac
ctcgctetct
tgtttcatca
gcecgcecatcc
ctcgatgacg
catgatgttt
taacatcaaa
ctgtacccca
caccgctgcg
ttacagctta
ggcagcaacg
ttcaaacccg
tgccgectta
agtggtgatt
tattgtggtg
atgtactgaa
tcgggaaacc
gaaaaggaag
gatgcctctg
aaagaagacg
cacgacactc
attgagactt
atctgtcact
tgcgataaag
cccccaccca
gtggattgat
caagaccttc
ctaaatcccg
tcttaaaccc
cgagtctaga
tactagtgtc
cgctggatct
gttcaccggg

cagcgtgtcec

cggcgaagcg
gtgatctcge
cgatcttctt
gccggcaggce
actgcgctgt
tcgggeggeg
ggaaccggat
gcttttgtca
agaatgtcat
ggaatgatgt
ccaggggaag
agccttacgg
actgcggagc
ccaactacct
aactttgttt
catcgaccca
aaaaaacatg
ttcggtcaag
cgaaccgaac
ctctgtcatc
gcagcttagt
caacggctct
ttgtgccgag
taaacaaatt
ttaacgccga
tcctcggatt
gtggcaccta
ccgacagtgg
ttccaaccac
tcgtctactc
ttcaacaaag
tcatcaaaag
gaaaggctat
cgaggagcat
gtgatatctc
ctctatataa
catcagtact
tagttcttcg
gaattcggag
gacgctagca
ggtggaggtg
gtggtgccca

ggcgagggcyg



/7

7681

7741

7801

7861

7921

7981

8041

8101

8161

8221

8281

8341

8401

agggcgatgce
ccgtgecctg
accccgacca
aggagcgcac
tcgagggcga
gcaacatcct
ccggatcttg
tgtcaaataa
tatgaatttg
taaacaaatg
actactgtat
tagtgagtcg

tttaaactat

cacctacggc
gcccacccte
catgaagcag
catcttcttc
caccctggtg
ggggcacaag
actgactgag
aaagctagct
tggctttttc
tttctataat
gtgctatggt
tattagagct

cagtgtttga

aagctgaccc
gtgaccacct
cacgacttct
aaggacgacg
aaccgcatcg
ctggagtaca
gatctactag
tgtgtgctta
taatatcaaa
ccattgtgaa
atggactatg
tagcttgagc

caggatatat

tgaagttcat
tcggctacgg
tcaagtccge
gcaactacaa
agctgaaggg
actacaacag
aatatgaaga
agtttgtgtt
tgaatgtaag
tgttttgttg
gaatatgatt
ttggatcaga

tggcgggtct

ctgcaccacc
ccttcagtge
catgcccgaa
gacccgcgec
catcgacttc
ccacaacgtc
tgaagatgaa
tttttcttgg
atcgatctca
gatctcttct
aaagataaga
ttgtcgtttc

ag

ggcaagctgc
ttcgeccget
ggctacgtcc
gaggtgaagt
aaggaggacg
tatatcatgg
atatttggtg
cttgttgtgt
ttataatgaa
tcagcatata
ctagacccta

ccgccttcag



Output Vector Insertion Annotation
pAB pUC19 as PCR | >PCR by Entry vector: EcoRI-XbaI-SpeI-PstI
template ZNOO97: gcttctagagtactagtagcggccgctgcaggcttcctcgectcactgactce
ZNOQ98: agtactctagaagcggccgcgaattctgcctcgtgatacgectattt
>anneal on ice and transform E.Colti
pAP pAB, >anneal oligo Entry vector: EcoRI-XbaI-BglII-BamHI-SpeI-PstI
XbaI/Spel pAB-FP: ctagagAGATCTCGCGGATCCta
pAB-RP: ctagtaGGATCCGCGAGATCTct
>1ligate with vector and transform E.Colti
pAB-linke | pAP, >anneal oligo GGGS linker
ri BglII/BamHI | linkerl-FP: GATCTGGTGGAGGTG
linker1-RP: GATCCACCTCCACCA
>1ligate with vector and transform E.Colti
pAP-YN-B pAP, >PCR by YN155 fragment, no ATG, no stop codon.
BglII/BamHI | AP-GFP-F2: AGATCTGTGAGCAAGGGCGAGG
AP-YN-R1: GGATCCGGCCATGATATAGAC
from pCl31-eYFP (Kept by XL lab)
>cut by BamHI/BglII
pAB056 pAP-linkerl | >pAP-YN-B, BglII/PstI linkerl-YN
, BamHI/PstI
pAB057 pAP-linkerl | >pAB056, BglII/PstI [linker1]2-YN
, BamHI/PstI
pAP-HA-A pAP, >anneal oligo HA with ATG
BamHI/BglII | myc-A-FP: agtactctagaagcggccgcgaattctgcctcgtgatacgcctattt
myc-A-RP:
gcttctagagtactagtagcggccgctgcaggcttcctcgctcactgactc
>1ligate with vector and transform E.Colti
pAB058 pAP-HA-A, >pAB057, BglII/PstI HA-[1linker1]2-YN

BamHI/PstI




pAB-MCSrp | pAB as PCR >PCR by MCSrp
template AB-MCSrp-F1:
GGAcccgggAACgtcgacgctagcagatctactagtagecggecgetgce
AB-MCSrp-R1:
ggtaccTCCgagctcctcgaggctagcggatcctctagaagcggeccgcgaa
>T4 PNK treatment and self-ligate
pAB-MCSrp | pAB-MCSrp, >anneal oligo MCSrp2: MCSrp with tandem stop codon
2 BamHI ZNO164: gatctTGACTGACTGAg
ZNO165: gatccTCAGTCAGTCAa
pAB-HSPte | pAB, >PCR by HSP18.2 terminator with HindIII/BglII/PstI mutation
r XbaI/Spel AB-Thsp-F1: TCTAGAATATGAAGATGAAGATGAAA
AB-Thsp-R1: ACTAGTCTTATCTTTAATCATATTCC
from Col-0 gDNA
pAB046 pAB-MCSrp2, | >pAB-HSPter, XbaI/PstI MCSrp2-HSPter
SpeI/PstI
pAB-HSPut | pAB, >PCR by HSP18.2 5'UTR to enhance protein expression
r Xbal/Spel HSP18-2-5UTR-FP: TATTCTAGAcctaaatcccgcatcagt
HSP18-2-5UTR-RP: GCGACTAGTtgtcgtagatcggaaa
from Col-0 gDNA
pAB-d35Sp | pAB, >PCR by d35S promoter
ro XbaI/Spel d35S-FP: CGGTCTAGATGAGACTTTTCAACAA
d35S-RP: CAGACTAGTTCAGCGTGTCCTCTCCA
from pCl31-eYFP
pAB080 pAB-HSPutr, | >pAB-d35Spro, EcoRI/Spel d35Spro-HSPutr
EcoRI/Xbal
pAB081 pAB046, >pAB080, EcoRI/Spel d35Spro-HSPutr-MCSrp2-HSPter
EcoRI/Xbal
pAB105 pAB081, >pAB057, BamHI/BglII d35Spro-HSPutr-MCSrp2-HA-[1linkerl]2-YN-HSPter
BglII
pMY301 pER8, >anneal oligo Backbone vector: RB-(T7-XbaI-HindIII-EcoRI-Spel)-LB
HindIII/Eco | HiT7E-FP: agctcTAATACGACTCACTATAGGGtctagaaagcttgaattcactagtc




RI

HiT7e-RP: aattgactagtgaattcaagctttctagaCCCTATAGTGAGTCGTATTAg

pMY305p1 pMY301, >pAB106, EcoRI/Spel (SpeI-EcoRI-XabI)-d35Spro-HSPutr-MCSrp2-Myc-[linkerl]2
EcoRI/Xbal -YC-HSPter

pMY305p2 pMY305p1, >self-1ligation LB-(d35Spro-HSPutr-MCSrp2-HA-[linker1]2-YN-HSPter )-RB
Xbal/Spel

pMY305p3 pMY305p2, >anneal oligo modified MCSrp2
XhoI/KpnI ZN0216: tcgagtctagagaattcggagagctcggaggtac

ZNO217: ctccgagctctccgaattctctagac

pMY305 pMY305p3, >anneal oligo LB-(d35Spro-HSPutr-MCSp2-HA-[linkerl]2-YN-HSPter)-RB

KpnI/Sall ZN0218: tcgacactagtaagcttTCCctgcaggttcccgggtccggtac

ZN0219: cggacccgggaacctgcagGGAaagcttactagtg




