Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active PRAK [1 - 471]

Enzyme description:- PRAK [1 - 471]

Clone number :- DU 1853

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- Ni#*-NTA agarose

Expression level:- 2-3 mg/L

Calculated molecular mass.- 54, 954 daltons

Purity:- >85 %

Activation protocol:-

PRAK (4 uM) is activated in 50 mM Tris-HCI pH 7.5, 0.1mM EGTA,

0.1 % 2-mercaptoethanol, 0.1 mM sodium vanadate, 10 mM magnesium acetate,
0.1 mM ATPwith 2 U/ml GST-SAPK?2a[DU 979] at 30 °C for 45 min. Following
activation, PRAK isre-purified by Ni**-NTA agarose chromatography.

Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature: - -70°C
Assay:- Standard filter binding assay
Assay buffer:-

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

Substrate:-
PRAKtide (KKLRRTLSVA) Final concentration: 30 pM

Specific activity range:- 25—-50 U/mg
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Clone Data Sheet

PRAK [1 - 471]

PRAK [1-471]
DU 1853

Human
AF032437
N-terminal His(6)

MHHHHHHMVSEESDVDKAI KETSI LEEYSI NWTQKLGAGH SGPVRVC
VKKSTQERFALKI LLDRPKARNEVRLHVMCATHPNI VQI | EVFANS
VQFPHESSPRARL LI VVEMVEGGEL FHRI SQHRHFTEKQASQVTKQ
| ALALRHCHLLNI AHRDL KPENL L FKDNSL DAPVKL CDFGFAKI DQ
GDLMTPQFTPYYVAPQVL EAQRRHQKEKSG | PTSPTPYTYNKSCD
LWSLGVI | YVM.CGYPPFYSKHHSRTI PKDVRRKI MTGSFEFPEEE
W5Q SEMAKDVVRKL LKVKPEERL TI EGVL DHPW.NSTEALDNVLP
SAQLMVDKAWAG QQAHAEQLANVRI QDLKVSLKPLHSVNNPI LR
KRKLLGTKPKDSVY! HDHENGAEDSNVAL EKLRDVI AQC LPQAGE
NEDEKL NEVMQEAWKYNRECKL L RDTL QSFSWNGRGFTDKVDRLKL
AEl VKQVI EEQTTSHESQ

Amino acids M1 — Q471 (end) of human PRAK.
Residue M8 of the fusion protein is equilivalent to M1 of the native
enzyme. The His(6) tag islocated at residues 2 — 7.

None

Ndel and Xhol sites of modified pFastBAC 1



Nucleotide
sequence of insert
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ATGCACCATCACCATCACCATATGT CCGAGGAGAGCGACATGGACAAAG
CCATCAAGGAAACTTCCATTTTAGAAGAATACAGTATCAATTGGACTCA
GAAGCTGGGAGCTGGAATTAGT GGTCCAGT TAGAGT CTGTGTAAAGAAA
TCTACTCAAGAACGGTTTGCGCTGAAAATTCTTCTTGATCGT CCAAAAG
CTAGAAATGAGGTACGT CTGCACATGATGT GT GCCACACACCCAAACAT
AGTTCAGATTATTGAAGTGI TTGCTAACAGTGTCCAGITTCCCCATGAG
TCCAGCCCTAGGGCCCGACTCTTAATTGTAAT GGAGAT GATGGAAGGEG
GAGAGCTATTTCACAGAATCAGCCAGCACCGGECACTTTACAGAGAAGCA
AGCCAGCCAAGTAACAAAGCAGATAGCTTTGGCTCTGCGECACTGICAC
TTGTTAAACATTGCGCACAGAGACCTCAAGCCTGAAAATCTCGCTTTTTA
AGGATAACTCTTTGGATGCCCCAGTGAAGTI TGTGTGACTTTGGATTTGC
CAAGATTGACCAAGGTGACTTGATGACACCCCAGTTCACCCCTTATTAT
GTAGCACCCCAGGTACT GGAGGCGCAAAGAAGGCATCAGAAGGAGAAAT
CTGGCATCATACCTACCTCACCGACGCCCTACACTTACAACAAGACCTG
TGACTTGTGGTCCCTAGGGGTGATTATCTATGT GATGCTGT GCGGATAC
CCTCCTTTTTACTCCAAACACCACAGCCGGACTATCCCAAAGGATATGC
GAAGAAAGATCATGACAGGCAGTI TTTGAGT TCCCAGAGGAAGAGT GGAG
TCAGATCTCAGAGATGGECCAAAGATGT TGTGAGGAAGCTCCTGAAGGTC
AAACCGGAGGAGAGACT CACCATCGAGGGAGT GCTGGACCACCCCTEEC
TCAATTCCACCGAGGCCCTGGATAATGTGCTGCCTTCTGCTCAGCTGAT
GATGGACAAGGCAGT GGT TGCAGGAAT CCAGCAGGCTCACGCGGAACAG
TTGGCCAACATGAGAATCCAGGATCTGAAAGT CAGCCTCAAACCCCTGC
ACTCAGTGAACAACCCCATTCTGCGGAAGAGGAAGT TACTTGGCACCAA
GCCAAAGGACAGT GTCTATATCCACGACCATGAGAAT GGAGCCGAGGAT
TCCAATGT TGCCTTGGAAAAACT CCGAGATGTGATTGCTCAGTGTATTC
TCCCCCAGGCTGGAGAGAATGAAGATGAGAAACTGAATGAAGTAATGCA
GGAGGCTTGGAAGTATAACCGGGAATGCAAACTCCTAAGAGATACTCTG
CAGAGCTTCAGCTGGAATGGTCGTGGATTCACAGATAAAGTAGATCGAC
TAAAACT GGCAGAAATTGT GAAGCAGGT GATAGAAGAGCAAACCACGTC
CCACGAATCCCAAL aa



