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PKB gamma (117–end, S472D), active 
(Recombinant enzyme expressed in Sf21 insect cells) 
Item # 14-502, 14-502-K, 14-502M 
Parent Lot # 25712U 
The data presented in this document apply to the parent lot shown above and to all pack sizes derived from 
subsequent vialling runs of this parent lot. An alphabetical suffix after the parent lot number is used to denote 
each vialling run. 

 
Product Description: N-terminal 6His-
tagged, recombinant human PKB gamma, 
amino acids 117–end containing S472D 
mutation.  Expressed in Sf21 insect cells.  
Purified using Ni

2+
/NTA agarose.  Activated 

with PDK1 and repurified using heparin 
sepharose.  Purity 92% by SDS-PAGE and 
Coomassie blue staining.  MW = 43kDa. 
 
Specific Activity (Parent lot#  25712U): 
12357U/mg, where one unit of PKB 
gamma, active activity is defined as 1nmol 
phosphate incorporated into 30µM modified 
crosstide peptide (GRPRTSSFAEGKK) per 
minute at 30°C with a final ATP 
concentration of 100µM. 

Formulation: 3.91mg/ml of enzyme in 50mM Tris/HCl, pH7.5, 
150mM NaCl, 0.03% Brij-35, 0.1mM EGTA, 270mM sucrose, 
1mM benzamidine, 0.2mM PMSF, 0.1% 2-mercaptoethanol.  
Frozen solution. 
 
Storage and Stability: On receipt of material store at -70°C. 
Unopened reagent is stable for a minimum of 1 year from date 
of shipment when stored at recommended storage temperature. 
Avoid repeat freeze/thaw cycles. For maximum recovery of 
product, centrifuge original vial prior to removing the cap. 
 
Handling Recommendations:  Rapidly thaw the vial under 
cold water and immediately place on ice. Aliquot unused 
material into pre-chilled micro-centrifuge tubes and immediately 
snap-freeze the vials in liquid nitrogen prior to re-storage at -
70°C. 

 
FOR IN VITRO RESEARCH USE ONLY 

NOT FOR USE IN HUMANS OR ANIMALS 
 

Quality Control Testing 
  
Kinase Assay: 0.2–0.9ng of this lot of enzyme 
phosphorylated 30µM modified crosstide peptide in the 
assay described on page two.  Assay background was 
subtracted from the actual counts to yield the results 
shown below. 
 

 

MS Tryptic Fingerprint: Confirmed identity as human 
PKB gamma with the translated native sequence 
listed on page three. 
 

 

 
SDS-PAGE and Coomassie 
Stain:  Purity was assessed by 
SDS-PAGE and Coomassie blue 
staining using 3µg of PKB 
gamma, active. 
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Kinase Assay Protocol 
 
Stock Solutions: 
 
1. 5 x Reaction Buffer: 40mM MOPS/NaOH pH7.0, 

1mM EDTA. 

2. Modified crosstide peptide 
(GRPRTSSFAEGKK): Use a final assay 
concentration of 30µM.  Make up a 300µM stock.  
Add 2.5 µl of stock per assay point. 

3. PKB gamma, active: Dilute with 20mM 
MOPS/NaOH pH7.0, 1mM EDTA, 5% glycerol, 
0.01% Brij-35, 0.1% 2-mercaptoethanol, 1mg/ml 
BSA.  Use 0.2–0.9ng per assay point. 

4. [-
33

P]ATP: 2.5 x magnesium acetate/[-
33

P]ATP 
cocktail: 25mM MgAc and 0.25mM ATP to which 

is added [-
33

P]ATP (specific activity 
approximately 500 - 800cpm/pmol as required.) 

 
 
 
Assay Procedure (96 well plate format): 
 
 
1. Add 5µl of 5 x reaction buffer per assay to wells. 

2. Add 2.5µl of modified crosstide peptide. 

3. Add 2.5µl (0.2–0.9ng) PKB gamma, active. 

4. Add 5µl with dH2O. 

5. Add 10µl [-
33

P] ATP mixture. 

6. Incubate for 10 minutes at 30°C. 

7. Stop the reaction by adding 5µl of 3% phosphoric acid. 

8. Transfer a 10 µl aliquot onto the appropriate area of a P30 Filtermat. 

9. Wash the filtermat three times for 5 minutes with 75mM phosphoric acid. 

10. Wash the filtermat once for 2 minutes with methanol. 

11. Transfer the filtermat to a sealable plastic bag and add 4ml of scintillation cocktail. 

12. Read in a scintillation counter.  Compare cpm of enzyme samples with cpm of control samples that contain 
all assay components plus 1µl of 30% phosphoric acid. 
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PKB gamma Sequence Information 
 
Protein   Human PKB gamma 
 
Tags   N-terminal 6His 
 
Native sequence M8 of the recombinant protein is equivalent to M117 of human PKB gamma 
 
Accession number EMBL AF124141.  The recombinant protein contains an amino acid substitution, 

S472D, with reference to EMBL AF124141.  This mutation mimics phosphorylation of 
S472. 

 
 
Recombinant PKB gamma amino acid sequence: 
 
        1 MHHHHHHMNC SPTSQIDNIG EEEMDASTTH HKRKTMNDFD YLKLLGKGTF GKVILVREKA  

       61 SGKYYAMKIL KKEVIIAKDE VAHTLTESRV LKNTRHPFLT SLKYSFQTKD RLCFVMEYVN  

      121 GGELFFHLSR ERVFSEDRTR FYGAEIVSAL DYLHSGKIVY RDLKLENLML DKDGHIKITD  

      181 FGLCKEGITD AATMKTFCGT PEYLAPEVLE DNDYGRAVDW WGLGVVMYEM MCGRLPFYNQ  

      241 DHEKLFELIL MEDIKFPRTL SSDAKSLLSG LLIKDPNKRL GGGPDDAKEI MRHSFFSGVN  

      301 WQDVYDKKLV PPFKPQVTSE TDTRYFDEEF TAQTITITPP EKYDEDGMDC MDNERRPHFP  

      361 QFDYSASGRE  

 
 
Recombinant PKB gamma nucleotide sequence: 
 
        1 atgcatcatc accatcacca tatgaattgt agtccaactt cacaaattga taatatagga  

       61 gaggaagaga tggatgcctc tacaacccat cataaaagaa agacaatgaa tgattttgac  

      121 tatttgaaac tactaggtaa aggcactttt gggaaagtta ttttggttcg agagaaggca  

      181 agtggaaaat actatgctat gaagattctg aagaaagaag tcattattgc aaaggatgaa  

      241 gtggcacaca ctctaactga aagcagagta ttaaagaaca ctagacatcc ctttttaaca  

      301 tccttgaaat attccttcca gacaaaagac cgtttgtgtt ttgtgatgga atatgttaat  

      361 gggggcgagc tgtttttcca tttgtcgaga gagcgggtgt tctctgagga ccgcacacgt  

      421 ttctatggtg cagaaattgt ctctgccttg gactatctac attccggaaa gattgtgtac  

      481 cgtgatctca agttggagaa tctaatgctg gacaaagatg gccacataaa aattacagat  

      541 tttggacttt gcaaagaagg gatcacagat gcagccacca tgaagacatt ctgtggcact  

      601 ccagaatatc tggcaccaga ggtgttagaa gataatgact atggccgagc agtagactgg  

      661 tggggcctag gggttgtcat gtatgaaatg atgtgtggga ggttaccttt ctacaaccag  

      721 gaccatgaga aactttttga attaatatta atggaagaca ttaaatttcc tcgaacactc  

      781 tcttcagatg caaaatcatt gctttcaggg ctcttgataa aggatccaaa taaacgcctt  

      841 ggtggaggac cagatgatgc aaaagaaatt atgagacaca gtttcttctc tggagtaaac  

      901 tggcaagatg tatatgataa aaagcttgta cctcctttta aacctcaagt aacatctgag  

      961 acagatacta gatattttga tgaagaattt acagctcaga ctattacaat aacaccacct  

     1021 gaaaaatatg atgaggatgg tatggactgc atggacaatg agaggcggcc gcatttccct  

     1081 caatttgact actctgcaag tggacgagaa taa  

 
 
Reviewed and approved by site quality representative. 
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