Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active PRKG1 isoform 1 [1 - 671]

Enzyme description:- PRKG1 isoform 1 [1 — 671]

Clone number:- DU 26299

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His6

Purification method:- Ni**-NTA agarose

Calculated molecular mass:-

Monoisotopic 79, 685.38 daltons

Average Mass 79,736.10 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.79

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 150 mM NaCl, 270 mM sucrose, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C

Assay buffer:-
50 mM Tris-HCI pH 7.5,0.1 mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc

Substrate:-
KEAKEKRQEQIAKRRRLSSLRASTSKSGGSQK

Final concentration: 300 uM
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Clone Data Sheet
PRKG1 isoform 1 [1 - 671]

PRKG1 isoform 1 [1 - 671]
DU 26299
Human

NM_001098512.2

N-terminal His6

MSYYHHHHHHDYDIPTTENLYFQGAMGSMSELEEDFAKILMLKEERIK
ELEKRLSEKEEEIQELKRKLHKCOSVLPVPSTHIGPRTTRAQGISAEP
OTYRSFHDLRQAFRKFTKSERSKDLIKEAILDNDFMKNLELSQIQEIV
DCMYPVEYGKDSCIIKEGDVGSLVYVMEDGKVEVTKEGVKLCTMGPGK
VFGELAILYNCTRTATVKTLVNVKLWAIDROCFQTIMMRTGLIKHTEY
MEFLKSVPTFQOSLPEEILSKLADVLEETHYENGEYIIRQGARGDTFFI
ISKGTVNVTREDSPSEDPVFLRTLGKGDWFGEKALQGEDVRTANVIAA
EAVTCLVIDRDSFKHLIGGLDDVSNKAYEDAEAKAKYEAEAAFFANLK
LSDFNIIDTLGVGGFGRVELVOQLKSEESKTFAMKILKKRHIVDTROOE
HIRSEKQIMOGAHSDFIVRLYRTFKDSKYLYMLMEACLGGELWTILRD
RGSFEDSTTRFYTACVVEAFAYLHSKGIIYRDLKPENLILDHRGYAKL
VDFGFAKKIGFGKKTWIFCGTPEYVAPEIILNKGHDISADYWSLGILM
YELLTGSPPFSGPDPMKTYNIILRGIDMIEFPKKIAKNAANLIKKLCR
DNPSERLGNLKNGVKDIQOKHKWFEGFNWEGLRKGTLTPPIIPSVASPT
DTSNFDSFPEDNDEPPPDDNSGWDIDF

Amino acids M1 — F671 (end) of human PRKG1.

Residue M29 of the fusion protein is equivalent to M1 of the native
enzyme. The Hisb6 tag is located at residues 5 — 10.

rTEV (ENLYFQG) residues 18 — 24

BamH]1 and Notl sites of pFastBac HTb
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ggatccATGAGCGAGCTAGAGGAAGACTTTGCCAAGATTCTCATGCTC
AAGGAGGAGAGGATCAAAGAGCTGGAGAAGCGGCTGTCAGAGAAGGAG
GAAGAAATTCAGGAGCTGAAGAGGAAACTCCACAAATGCCAGTCGGTG
CTCCCAGTGCCCTCGACCCACATCGGCCCCCGGACCACCCGGGCGCAG
GGCATCTCGGCCGAGCCGCAGACGTACAGGTCCTTCCACGACCTCCGA
CAGGCATTCCGGAAGTTCACCAAGTCCGAAAGGTCCAAGGATCTTATA
AAGGAAGCTATCCTTGACAATGACTTTATGAAGAACTTGGAGCTGTCG
CAGATCCAGGAGATTGTGGATTGTATGTACCCGGTGGAGTATGGCAAG
GACAGTTGCATCATCAAAGAAGGAGACGTGGGGTCACTGGTGTATGTC
ATGGAAGATGGTAAGGTTGAAGTTACAAAAGAAGGTGTGAAGTTGTGT
ACCATGGGTCCAGGAAAAGTGTTTGGGGAATTGGCTATTCTTTACAAC
TGTACCCGGACAGCGACCGTCAAGACTCTTGTAAATGTAAAACTCTGG
GCCATTGATCGACAATGTTTTCAAACAATAATGATGAGGACAGGACTC
ATCAAGCATACCGAGTATATGGAATTTTTAAAAAGCGTTCCAACATTC
CAGAGCCTTCCTGAAGAGATCCTCAGCAAGCTTGCTGATGTCCTTGAA
GAGACCCACTATGAAAATGGAGAATATATTATCAGGCAAGGTGCAAGA
GGGGACACCTTCTTTATCATCAGCAAAGGAACGGTAAATGTCACTCGT
GAAGACTCACCGAGTGAAGACCCAGTCTTTCTTAGAACTTTAGGAAAA
GGAGACTGGTTTGGAGAGAAAGCCTTGCAGGGGGAAGATGTGAGAACA
GCAAACGTAATTGCTGCAGAAGCTGTAACCTGCCTTGTGATTGACAGA
GACTCTTTTAAACATTTGATTGGAGGGCTGGATGATGTTTCTAATAAA
GCATATGAAGATGCAGAAGCTAAAGCAAAATATGAAGCTGAAGCGGCT
TTCTTCGCCAACCTGAAGCTGTCTGATTTCAACATCATTGATACCCTT
GGAGTTGGAGGTTTCGGACGAGTAGAACTGGTCCAGTTGAAAAGTGAA
GAATCCAAAACGTTTGCAATGAAGATTCTCAAGAAACGTCACATTGTG
GACACAAGACAGCAGGAGCACATCCGCTCAGAGAAGCAGATCATGCAG
GGGGCTCATTCCGATTTCATAGTGAGACTGTACAGAACATTTAAGGAC
AGCAAATATTTGTATATGTTGATGGAAGCTTGTCTAGGTGGAGAGCTC
TGGACCATTCTCAGGGATAGAGGTTCGTTTGAAGATTCTACAACCAGA
TTTTACACAGCATGTGTGGTAGAAGCTTTTGCCTATCTGCATTCCAAA
GGAATCATTTACAGGGACCTCAAGCCAGAAAATCTCATCCTAGATCAC
CGAGGTTATGCCAAACTGGTTGATTTTGGCTTTGCAAAGAAAATAGGA
TTTGGAAAGAAAACATGGACTTTTTGTGGGACTCCAGAGTATGTAGCC
CCAGAGATCATCCTGAACAAAGGCCATGACATTTCAGCCGACTACTGG
TCACTGGGAATCCTAATGTATGAACTCCTGACTGGCAGCCCACCTTTC
TCAGGCCCAGATCCTATGAAAACCTATAACATCATATTGAGGGGGATT
GACATGATAGAATTTCCAAAGAAGATTGCCAAAAATGCTGCTAATTTA
ATTAAAAAACTATGCAGGGACAATCCATCAGAAAGATTAGGGAATTTG
AAAAATGGAGTAAAAGACATTCAAAAGCACAAATGGTTTGAGGGCTTT
AACTGGGAAGGCTTAAGAAAAGGTACCTTGACACCTCCTATAATACCA
AGTGTTGCATCACCCACAGACACAAGTAATTTTGACAGTTTCCCTGAG
GACAACGATGAACCACCACCTGATGACAACTCAGGATGGGATATAGAC
TTCtaagcggccgc



