Alf
Construct information sheet ALS RAP

Gene name CCNF
Uniprot ID P41002
Region P27 - D548
Description Cyclin F
Synonyms FBX1, FBXO1.
Construct ID CCNFA-c321

Protein sequence

MHHHHHHSSMSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERD
EGDKWRNKKFELGLEFPNLPYYIDGDVKLTQSMAITIRYTADKHNM
LGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKL
PEMLKMFEDRLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLD
AFPKLVCFKKRIEAIPQIDKYLKSSKYIAWPLOGWQATFGGGDHP
PKSSSGVDLGTENLYFQ*SMPRNLTILSLPEDVLFHILKWLSVED
ILAVRAVHSQLKDLVDNHASVWACASFQELWPSPGNLKLFERAAE
KGNFEAAVKLGIAYLYNEGLSVSDEARAEVNGLKASREFFSLAERL
NVGAAPFIWLEFIRPPWSVSGSCCKAVVHESLRAECQLORTHKASI
LHCLGRVLSLFEDEEKQQQAHDLFEEAAHQGCLTSSYLLWESDRR
TDVSDPGRCLHSFRKLRDYAAKGCWEAQLSLAKACANANQLGLEV
RASSEIVCQLFQASQAVSKQQVESVQOKGLNDTMRYILIDWLVEVA
TMKDFTSLCLHLTVECVDRYLRRRLVPRYRLOQLLGIACMVICTREF
ISKEILTIREAVWLTDNTYKYEDLVRMMGEIVSALEGKIRVPTVV
DYKEVLLTLVPVELRTQHLCSFLCELSLLHTSLSAYAPARLAAAA
LLLARLTHGQTOQPWTTQLWDLTGFSYEDLIPCVLSLHKKCEFHDDA
PKDYRQVSLTAVKQRFEDKRYGEISQEEVLSYSQLCAALGVTQDS
PDSSKGGYGLNDIFEAQKIEWHE

DNA sequence
(coding sequence)

ATGCACCATCATCATCATCATTCTTCTATGTCCCCTATACTAGGT
TATTGGAAAATTAAGGGCCTTGTGCAACCCACTCGACTTCTTTTG
GAATATCTTGAAGAAAAATATGAAGAGCATTTGTATGAGCGCGAT
GAAGGTGATAAATGGCGAAACAAAAAGTTTGAATTGGGTTTGGAG
TTTCCCAATCTTCCTTATTATATTGATGGTGATGTTAAATTAACA
CAGTCTATGGCCATCATACGTTATATAGCTGACAAGCACAACATG
TTGGGTGGTTGTCCAAAAGAGCGTGCAGAGATTTCAATGCTTGAA
GGAGCGGTTTTGGATATTAGATACGGTGTTTCGAGAATTGCATAT
AGTAAAGACTTTGAAACTCTCAAAGTTGATTTTCTTAGCAAGCTA
CCTGAAATGCTGAAAATGTTCGAAGATCGTTTATGTCATAAAACA
TATTTAAATGGTGATCATGTAACCCATCCTGACTTCATGTTGTAT
GACGCTCTTGATGTTGTTTTATACATGGACCCAATGTGCCTGGAT
GCGTTCCCAAAATTAGTTTGTTTTAAAAAACGTATTGAAGCTATC
CCACAAATTGATAAGTACTTGAAATCCAGCAAGTATATAGCATGG
CCTTTGCAGGGCTGGCAAGCCACGTTTGGTGGTGGCGACCATCCT
CCAAAATCGAGCTCAGGTGTAGATCTGGGTACCGAGAACCTGTAC
TTCCAATCCATGCCCCGAAACCTGACCATCTTGAGTCTCCCCGAA
GATGTGCTCTTTCACATCCTGAAATGGCTTTCTGTAGAGGACATC
CTGGCCGTCCGAGCTGTACACTCCCAGCTGAAGGACCTGGTGGAC
AACCACGCCAGTGTGTGGGCATGTGCCAGCTTCCAGGAGCTGTGG
CCGTCTCCAGGGAACCTGAAGCTCTTTGAAAGGGCTGCTGAAAAG
GGGAATTTCGAAGCTGCTGTGAAGCTGGGCATAGCCTACCTCTAC
AATGAAGGCCTGTCTGTGTCTGATGAGGCCCGCGCAGAAGTGAAT
GGCCTGAAGGCCTCTCGCTTCTTCAGTCTCGCTGAGCGGCTGAAT
GTGGGTGCCGCACCTTTCATCTGGCTCTTCATCCGCCCTCCGTGG
TCGGTGAGCGGAAGCTGCTGCAAGGCCGTGGTTCACGAGAGCCTC
AGGGCAGAGTGCCAGCTGCAGAGGACTCACAAAGCATCCATATTG
CACTGCTTGGGCAGAGTGCTGAGTCTGTTCGAGGATGAGGAGAAG
CAGCAGCAGGCCCATGACCTGTTTGAGGAGGCTGCTCATCAGGGA
TGTCTGACCAGCTCCTACCTCCTCTGGGAAAGCGACAGGAGGACA
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GATGTGTCAGATCCTGGGCGATGCCTCCACAGCTTCCGAAAACTC
AGGGACTACGCTGCCAAAGGCTGCTGGGAAGCGCAGCTGTCTTTA
GCCAAAGCCTGTGCAAATGCAAACCAGCTTGGACTGGAGGTGAGA
GCTTCCAGTGAGATCGTCTGCCAGCTATTTCAGGCTTCCCAGGCT
GTCAGTAAACAACAAGTCTTCTCCGTGCAGAAGGGACTCAATGAC
ACAATGAGGTACATTCTGATCGACTGGCTGGTGGAAGTTGCCACC
ATGAAGGACTTCACAAGCCTGTGCCTGCACCTGACCGTGGAGTGT
GTGGACCGGTACCTGCGGAGGAGGCTGGTGCCGCGGTACAGGCTC
CAGCTGCTGGGCATCGCCTGCATGGTCATCTGCACCCGGTTTATC
AGTAAAGAGATCCTGACCATCCGGGAGGCCGTATGGCTCACGGAC
AACACTTACAAGTACGAGGACCTGGTGAGAATGATGGGCGAGATC
GTCTCCGCCTTGGAAGGGAAGATTCGAGTCCCCACTGTGGTGGAT
TACAAGGAGGTCCTGCTGACGCTAGTCCCTGTGGAGCTGAGAACC
CAGCACCTGTGCAGCTTCCTCTGCGAGCTCTCCCTGCTGCACACC
AGCCTGTCCGCCTACGCCCCAGCCCGCCTGGCTGCCGCAGCCCTG
CTCCTGGCCAGACTGACGCACGGGCAGACACAGCCCTGGACCACT
CAGCTGTGGGACCTCACCGGATTCTCCTATGAAGACCTCATTCCC
TGCGTCTTGAGCCTCCATAAGAAGTGCTTCCATGATGACGCCCCC
AAGGACTACAGGCAAGTCTCTCTGACCGCCGTGAAGCAGCGGTTT
GAGGACAAGCGCTATGGAGAAATCAGCCAGGAAGAGGTGCTGAGC
TACAGCCAGTTGTGTGCTGCATTAGGAGTGACACAAGACAGCCCC
GACAGCAGTAAAGGTGGATACGGCCTGAATGATATCTTTGAAGCG
CAGAAGATTGAATGGCATGAATGA

Construct accession
No.

Vector information:

pHGT-Bio

Expression vector with N-terminal His6-GST-TEV and
C-terminal avi-tag.

Antibiotic resistance

Kanamycin, 50 png/mi

Promoter

T7 - lacO

N-terminal fusion — seq.

MHHHHHHSSMSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLY

ERDEGDKWRNKKFELGLEFPNLPYYIDGDVKLTQSMAIIRYIA

DKHNMLGGCPKERAEISMLEGAVLDIRYGVSRIAYSKDFETL
KVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTHPDFMLYDAL
DVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIAWP
LQGWQATFGGADHPPKSSSGVDLGTENLYFQSM

(* - TEV cleavage site)

N-terminal fusion — MW

28441 Da including Met

Protease cleavage

TEV

C-terminal tag

SKGGYGLNDIFEAQKIEWHE (biotinylation site underlined)

Preferred host

DE3 hosts: BL21, Rosetta, etc. MUST express T7 RNA
polymerase

Co-expression of BirA recommended, (e.g. from plasmid
pCDF-BIRA, Genbank: JF914075)

Genbank ID: MH763823
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T7 promoter

Ndel (88)

pHGT-Bio
8o11bp

Avi tag

BamHI (2827)
T7/R

KanR
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