Molecular Tech  Fall 2017  Human Malate Dehydrogenase 1 Info

Human Malate Dehydrogenase  1 Transcript Varient 2  (Accession# NM-001199111)  >NM_001199111.1 Homo sapiens malate dehydrogenase 1 (MDH1), transcript variant 2, mRNA
Human Malate dehydrogenase gene was PCR amplified from human brain cDNA pool (purchased from Biochain Inc.). Amplified cDNA was re-amplified with added restriction sites (NcoI at 5’ and XhoI at 3’) and sub-cloned into pET28a expression vector.

Protein Sequence
MGRRCSYFPK DVTVFDKDDK SEPIRVLVTG AAGQIAYSLL YSIGNGSVFG KDQPIILVLL DITPMMGVLD GVLMELQDCA LPLLKDVIAT DKEDVAFKDL DVAILVGSMP RREGMERKDL LKANVKIFKS QGAALDKYAK KSVKVIVVGN PANTNCLTAS KSAPSIPKEN FSCLTRLDHN RAKAQIALKL GVTANDVKNV IIWGNHSSTQ YPDVNHAKVK LQGKEVGVYE ALKDDSWLKG 
EFVTTVQQRG AAVIKARKLS SAMSAAKAIC DHVRDIWFGT PEGEFVSMGV ISDGNSYGVP DDLLYSFPVV IKNKTWKFVE GLPINDFSRE KMDLTAKELT EEKESAFEFL SSALEHHHHH H 

Theoretical pI/Mw: 6.80 / 39992.06 

Blue letters indicate added amino acids as result of sub-cloning into pET28a vector.
Map of MDH1 in pET28a Vector
NOT ALL RE ARE SHOWN – only those in the CDS of MDH and the MCS
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cDNA Sequence:

CC  ATGggtCGACGCTGCAGCTATTTTCCAAAGGACGTTACGGTGTTTGAT
AAGGACGATAAGTCTGAACCAATCAGAGTCCTTGTGACTGGAGCAGCTGG
TCAAATTGCATATTCACTGCTGTACAGTATTGGAAATGGATCTGTCTTTG
GTAAAGATCAGCCTATAATTCTTGTGCTGTTGGATATCACCCCCATGATG
GGTGTCCTGGACGGTGTCCTAATGGAACTGCAAGACTGTGCCCTTCCCCT
CCTGAAAGATGTCATCGCAACAGATAAAGAAGACGTTGCCTTCAAAGACC
TGGATGTGGCCATTCTTGTGGGCTCCATGCCAAGAAGGGAAGGCATGGAG
AGAAAAGATTTACTGAAAGCAAATGTGAAAATCTTCAAATCCCAGGGTGC
AGCCTTAGATAAATACGCCAAGAAGTCAGTTAAGGTTATTGTTGTGGGTA
ATCCAGCCAATACCAACTGCCTGACTGCTTCCAAGTCAGCTCCATCCATC
CCCAAGGAGAACTTCAGTTGCTTGACTCGTTTGGATCACAACCGAGCTAA
AGCTCAAATTGCTCTTAAACTTGGTGTGACTGCTAATGATGTAAAGAATG
TCATTATCTGGGGAAACCATTCCTCGACTCAGTATCCAGATGTCAACCAT
GCCAAGGTGAAATTGCAAGGAAAGGAAGTTGGTGTTTATGAAGCTCTGAA
AGATGACAGCTGGCTCAAGGGAGAATTTGTCACGACTGTGCAGCAGCGTG
GCGCTGCTGTCATCAAGGCTCGAAAACTATCCAGTGCCATGTCTGCTGCA
AAAGCCATCTGTGACCACGTCAGGGACATCTGGTTTGGAACCCCAGAGGG
AGAGTTTGTGTCCATGGGTGTTATCTCTGATGGCAACTCCTATGGTGTTC
CTGATGATCTGCTCTACTCATTCCCTGTTGTAATCAAGAATAAGACCTGG
AAGTTTGTTGAAGGTCTCCCTATTAATGATTTCTCACGTGAGAAGATGGA
TCTTACTGCAAAGGAACTGACAGAAGAAAAAGAAAGTGCTTTTGAATTTC
TTTCCTCTGCCCTCGAG  CTCGAGCACCACCACCACCACCACTGA
Blue letters indicates added amino acids as result of sub-cloning into pET28a vector.
PCR amplified gene was cloned into NcoI,XhoI digested pET28a(+).
Open reading frame orientation as illustrated. Not all unique restriction sites are shown in the map. Extra nucleotides or unique restrictionsites may be found on both ends of your gene for subcloning purpose.

Seq:

LOCUS       GS55461-2 pET28a(+)-MDH1        6292 bp    DNA     circular SYN 18-FEB-2014

DEFINITION  Ligation of inverted MDH1 into pET28a

ACCESSION   GS55461-2 pET28a(+)-MDH1

KEYWORDS    .

SOURCE      Unknown.

  ORGANISM  Unknown

            Unclassified.

REFERENCE   1  (bases 1 to 6292)

  AUTHORS   Self

  JOURNAL   Unpublished.

COMMENT     SECID/File created by SciEd Central, Scientific & Educational Software

COMMENT     SECNOTES|Vector molecule:  pET28a

               Fragment ends: NcoI and XhoI

               Fragment size: 5231

            Insert molecule:  MDH1

               Fragment ends: NcoI and XhoI

               Fragment size: 1061

FEATURES             Location/Qualifiers

     CDS             complement (158..1224)

                     /gene="MDH1"

                     /SECDrawAs="Gene"

     CDS             complement (1293..1311)

                     /gene="T7 promoter"

                     /SECDrawAs="Gene"

     CDS             1696..2775

                     /gene="LacI"

                     /SECDrawAs="Gene"

     CDS             4918..5730

                     /gene="KanR"

                     /SECDrawAs="Gene"

     CDS             complement (5826..6281)

                     /gene="f1 origin"

                     /SECDrawAs="Gene"

ORIGIN      

        1 atccggatat agttcctcct ttcagcaaaa aacccctcaa gacccgttta gaggccccaa

       61 ggggttatgc tagttattgc tcagcggtgg cagcagccaa ctcagcttcc tttcgggctt

      121 tgttagcagc cggatctcag tggtggtggt ggtggtgctc gagggcagag gaaagaaatt

      181 caaaagcact ttctttttct tctgtcagtt cctttgcagt aagatccatc ttctcacgtg

      241 agaaatcatt aatagggaga ccttcaacaa acttccaggt cttattcttg attacaacag

      301 ggaatgagta gagcagatca tcaggaacac cataggagtt gccatcagag ataacaccca

      361 tggacacaaa ctctccctct ggggttccaa accagatgtc cctgacgtgg tcacagatgg

      421 cttttgcagc agacatggca ctggatagtt ttcgagcctt gatgacagca gcgccacgct

      481 gctgcacagt cgtgacaaat tctcccttga gccagctgtc atctttcaga gcttcataaa

      541 caccaacttc ctttccttgc aatttcacct tggcatggtt gacatctgga tactgagtcg

      601 aggaatggtt tccccagata atgacattct ttacatcatt agcagtcaca ccaagtttaa

      661 gagcaatttg agctttagct cggttgtgat ccaaacgagt caagcaactg aagttctcct

      721 tggggatgga tggagctgac ttggaagcag tcaggcagtt ggtattggct ggattaccca

      781 caacaataac cttaactgac ttcttggcgt atttatctaa ggctgcaccc tgggatttga

      841 agattttcac atttgctttc agtaaatctt ttctctccat gccttccctt cttggcatgg

      901 agcccacaag aatggccaca tccaggtctt tgaaggcaac gtcttcttta tctgttgcga

      961 tgacatcttt caggagggga agggcacagt cttgcagttc cattaggaca ccgtccagga

     1021 cacccatcat gggggtgata tccaacagca caagaattat aggctgatct ttaccaaaga

     1081 cagatccatt tccaatactg tacagcagtg aatatgcaat ttgaccagct gctccagtca

     1141 caaggactct gattggttca gacttatcgt ccttatcaaa caccgtaacg tcctttggaa

     1201 aatagctgca gcgtcgaccc atggtatatc tccttcttaa agttaaacaa aattatttct

     1261 agaggggaat tgttatccgc tcacaattcc cctatagtga gtcgtattaa tttcgcggga

     1321 tcgagatctc gatcctctac gccggacgca tcgtggccgg catcaccggc gccacaggtg

     1381 cggttgctgg cgcctatatc gccgacatca ccgatgggga agatcgggct cgccacttcg

     1441 ggctcatgag cgcttgtttc ggcgtgggta tggtggcagg ccccgtggcc gggggactgt

     1501 tgggcgccat ctccttgcat gcaccattcc ttgcggcggc ggtgctcaac ggcctcaacc

     1561 tactactggg ctgcttccta atgcaggagt cgcataaggg agagcgtcga gatcccggac

     1621 accatcgaat ggcgcaaaac ctttcgcggt atggcatgat agcgcccgga agagagtcaa

     1681 ttcagggtgg tgaatgtgaa accagtaacg ttatacgatg tcgcagagta tgccggtgtc

     1741 tcttatcaga ccgtttcccg cgtggtgaac caggccagcc acgtttctgc gaaaacgcgg

     1801 gaaaaagtgg aagcggcgat ggcggagctg aattacattc ccaaccgcgt ggcacaacaa

     1861 ctggcgggca aacagtcgtt gctgattggc gttgccacct ccagtctggc cctgcacgcg

     1921 ccgtcgcaaa ttgtcgcggc gattaaatct cgcgccgatc aactgggtgc cagcgtggtg

     1981 gtgtcgatgg tagaacgaag cggcgtcgaa gcctgtaaag cggcggtgca caatcttctc

     2041 gcgcaacgcg tcagtgggct gatcattaac tatccgctgg atgaccagga tgccattgct

     2101 gtggaagctg cctgcactaa tgttccggcg ttatttcttg atgtctctga ccagacaccc

     2161 atcaacagta ttattttctc ccatgaagac ggtacgcgac tgggcgtgga gcatctggtc

     2221 gcattgggtc accagcaaat cgcgctgtta gcgggcccat taagttctgt ctcggcgcgt

     2281 ctgcgtctgg ctggctggca taaatatctc actcgcaatc aaattcagcc gatagcggaa

     2341 cgggaaggcg actggagtgc catgtccggt tttcaacaaa ccatgcaaat gctgaatgag

     2401 ggcatcgttc ccactgcgat gctggttgcc aacgatcaga tggcgctggg cgcaatgcgc

     2461 gccattaccg agtccgggct gcgcgttggt gcggatatct cggtagtggg atacgacgat

     2521 accgaagaca gctcatgtta tatcccgccg ttaaccacca tcaaacagga ttttcgcctg

     2581 ctggggcaaa ccagcgtgga ccgcttgctg caactctctc agggccaggc ggtgaagggc

     2641 aatcagctgt tgcccgtctc actggtgaaa agaaaaacca ccctggcgcc caatacgcaa

     2701 accgcctctc cccgcgcgtt ggccgattca ttaatgcagc tggcacgaca ggtttcccga

     2761 ctggaaagcg ggcagtgagc gcaacgcaat taatgtaagt tagctcactc attaggcacc

     2821 gggatctcga ccgatgccct tgagagcctt caacccagtc agctccttcc ggtgggcgcg

     2881 gggcatgact atcgtcgccg cacttatgac tgtcttcttt atcatgcaac tcgtaggaca

     2941 ggtgccggca gcgctctggg tcattttcgg cgaggaccgc tttcgctgga gcgcgacgat

     3001 gatcggcctg tcgcttgcgg tattcggaat cttgcacgcc ctcgctcaag ccttcgtcac

     3061 tggtcccgcc accaaacgtt tcggcgagaa gcaggccatt atcgccggca tggcggcccc

     3121 acgggtgcgc atgatcgtgc tcctgtcgtt gaggacccgg ctaggctggc ggggttgcct

     3181 tactggttag cagaatgaat caccgatacg cgagcgaacg tgaagcgact gctgctgcaa

     3241 aacgtctgcg acctgagcaa caacatgaat ggtcttcggt ttccgtgttt cgtaaagtct

     3301 ggaaacgcgg aagtcagcgc cctgcaccat tatgttccgg atctgcatcg caggatgctg

     3361 ctggctaccc tgtggaacac ctacatctgt attaacgaag cgctggcatt gaccctgagt

     3421 gatttttctc tggtcccgcc gcatccatac cgccagttgt ttaccctcac aacgttccag

     3481 taaccgggca tgttcatcat cagtaacccg tatcgtgagc atcctctctc gtttcatcgg

     3541 tatcattacc cccatgaaca gaaatccccc ttacacggag gcatcagtga ccaaacagga

     3601 aaaaaccgcc cttaacatgg cccgctttat cagaagccag acattaacgc ttctggagaa

     3661 actcaacgag ctggacgcgg atgaacaggc agacatctgt gaatcgcttc acgaccacgc

     3721 tgatgagctt taccgcagct gcctcgcgcg tttcggtgat gacggtgaaa acctctgaca

     3781 catgcagctc ccggagacgg tcacagcttg tctgtaagcg gatgccggga gcagacaagc

     3841 ccgtcagggc gcgtcagcgg gtgttggcgg gtgtcggggc gcagccatga cccagtcacg

     3901 tagcgatagc ggagtgtata ctggcttaac tatgcggcat cagagcagat tgtactgaga

     3961 gtgcaccata tatgcggtgt gaaataccgc acagatgcgt aaggagaaaa taccgcatca

     4021 ggcgctcttc cgcttcctcg ctcactgact cgctgcgctc ggtcgttcgg ctgcggcgag

     4081 cggtatcagc tcactcaaag gcggtaatac ggttatccac agaatcaggg gataacgcag

     4141 gaaagaacat gtgagcaaaa ggccagcaaa aggccaggaa ccgtaaaaag gccgcgttgc

     4201 tggcgttttt ccataggctc cgcccccctg acgagcatca caaaaatcga cgctcaagtc

     4261 agaggtggcg aaacccgaca ggactataaa gataccaggc gtttccccct ggaagctccc

     4321 tcgtgcgctc tcctgttccg accctgccgc ttaccggata cctgtccgcc tttctccctt

     4381 cgggaagcgt ggcgctttct catagctcac gctgtaggta tctcagttcg gtgtaggtcg

     4441 ttcgctccaa gctgggctgt gtgcacgaac cccccgttca gcccgaccgc tgcgccttat

     4501 ccggtaacta tcgtcttgag tccaacccgg taagacacga cttatcgcca ctggcagcag

     4561 ccactggtaa caggattagc agagcgaggt atgtaggcgg tgctacagag ttcttgaagt

     4621 ggtggcctaa ctacggctac actagaagga cagtatttgg tatctgcgct ctgctgaagc

     4681 cagttacctt cggaaaaaga gttggtagct cttgatccgg caaacaaacc accgctggta

     4741 gcggtggttt ttttgtttgc aagcagcaga ttacgcgcag aaaaaaagga tctcaagaag

     4801 atcctttgat cttttctacg gggtctgacg ctcagtggaa cgaaaactca cgttaaggga

     4861 ttttggtcat gaacaataaa actgtctgct tacataaaca gtaatacaag gggtgttatg

     4921 agccatattc aacgggaaac gtcttgctct aggccgcgat taaattccaa catggatgct

     4981 gatttatatg ggtataaatg ggctcgcgat aatgtcgggc aatcaggtgc gacaatctat

     5041 cgattgtatg ggaagcccga tgcgccagag ttgtttctga aacatggcaa aggtagcgtt

     5101 gccaatgatg ttacagatga gatggtcaga ctaaactggc tgacggaatt tatgcctctt

     5161 ccgaccatca agcattttat ccgtactcct gatgatgcat ggttactcac cactgcgatc

     5221 cccgggaaaa cagcattcca ggtattagaa gaatatcctg attcaggtga aaatattgtt

     5281 gatgcgctgg cagtgttcct gcgccggttg cattcgattc ctgtttgtaa ttgtcctttt

     5341 aacagcgatc gcgtatttcg tctcgctcag gcgcaatcac gaatgaataa cggtttggtt

     5401 gatgcgagtg attttgatga cgagcgtaat ggctggcctg ttgaacaagt ctggaaagaa

     5461 atgcataaac ttttgccatt ctcaccggat tcagtcgtca ctcatggtga tttctcactt

     5521 gataacctta tttttgacga ggggaaatta ataggttgta ttgatgttgg acgagtcgga

     5581 atcgcagacc gataccagga tcttgccatc ctatggaact gcctcggtga gttttctcct

     5641 tcattacaga aacggctttt tcaaaaatat ggtattgata atcctgatat gaataaattg

     5701 cagtttcatt tgatgctcga tgagtttttc taagaattaa ttcatgagcg gatacatatt

     5761 tgaatgtatt tagaaaaata aacaaatagg ggttccgcgc acatttcccc gaaaagtgcc

     5821 acctgaaatt gtaaacgtta atattttgtt aaaattcgcg ttaaattttt gttaaatcag

     5881 ctcatttttt aaccaatagg ccgaaatcgg caaaatccct tataaatcaa aagaatagac

     5941 cgagataggg ttgagtgttg ttccagtttg gaacaagagt ccactattaa agaacgtgga

     6001 ctccaacgtc aaagggcgaa aaaccgtcta tcagggcgat ggcccactac gtgaaccatc

     6061 accctaatca agttttttgg ggtcgaggtg ccgtaaagca ctaaatcgga accctaaagg

     6121 gagcccccga tttagagctt gacggggaaa gccggcgaac gtggcgagaa aggaagggaa

     6181 gaaagcgaaa ggagcgggcg ctagggcgct ggcaagtgta gcggtcacgc tgcgcgtaac

     6241 caccacaccc gccgcgctta atgcgccgct acagggcgcg tcccattcgc ca

//
