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RSK3, active 
(Recombinant enzyme expressed in Sf21 insect cells) 
Item # 14-462, 14-462-K, 14-462M 
Parent Lot # D7AN006U 
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 full-length, human RSK3, expressed 
in Sf21 insect cells.  Purified using Ni

2+
/NTA 

agarose.  Activated using MAP Kinase 2 (cat# 14-
173) and PDK1 (cat# 14-452) and repurified using 
glutathione-agarose, heparin Sepharose and 
Ni

2+
/NTA-agarose.  Purified to 27% by SDS-

PAGE and Coomassie blue staining.  MW = 
87kDa. 
 
Specific Activity (Parent lot# D7AN006U): 
243U/mg, where one unit of RSK3, active activity 
is defined as 1nmol phosphate incorporated into 
30µM (KKKNRTLSVA) per minute at 30°C with a 
final ATP concentration of 100µM. 

Formulation: 1.688mg/ml of enzyme in 50mM Tris/HCl 
pH7.5, 0.1mM EGTA, 150mM NaCl, 0.03% Brij-35, 0.2mM 
PMSF, 1mM benzamidine, 0.1% 2-mercaptoethanol, 
270mM sucrose.  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: 11–84ng of this lot of enzyme 
phosphorylated 30µM (KKKNRTLSVA) 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 RSK3 
with the translated sequence listed on page three. 
 

 

 
SDS-PAGE and Coomassie 
Stain: Purity was assessed by 
SDS-PAGE and Coomassie blue 
staining using 3µg of RSK3, 
active. 

  

Rsk3(h) activity data

0

10000

20000

30000

40000

50000

60000

0 20 40 60 80 100

ng/assay

33
P

 (
m

ea
n 

cp
m

)



 
 

C e r t i f i c a t e  o f  An a l ys i s  

Page 2 of 4 Cat# 14-462, 14-462-K, 14-462M Lot# D7AN006U 

Kinase Assay Protocol 
 
Stock Solutions: 
 
1. 5 x Reaction Buffer: 40mM MOPS pH7.0, 1mM 

EDTA. 

2. (KKKNRTLSVA): Use at a final assay 
concentration of 30µM.  Prepare a 300µM stock 
and add 2.5µl of stock per assay point. 

3. RSK3, active: Dilute with 20mM MOPS pH7.0, 
1mM EDTA, 5% glycerol, 0.01% Brij-35, 0.1% 2-
mercaptoethanol, 1mg/ml BSA.  Use 11–84ng per 
assay point. 

4. [-
33

P]ATP: 2.5x 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 (KKKNRTLSVA). 

3. Add 2.5µl (11–84ng) RSK3, active. 

4. Add 5µl of dH2O. 

5. Add 10µl of diluted [-
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 10µl 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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RSK3 Sequence Information 
 
Protein   human RSK3 
 
Tags   N-terminal 6His 
 
Native sequence M31 of the recombinant protein is equivalent to M1 of human RSK3 
 
Accession number GenBank XM_004469 
 
 
Recombinant RSK3 amino acid sequence: 
 
         1 MSYYHHHHHH DYDIPTTENL YFQGAMDPEF MDLSMKKFAV RRFFSVYLRR KSRSKSSSLS  

       61 RLEEEGVVKE IDISHHVKEG FEKADPSQFE LLKVLGQGSY GKVFLVRKVK GSDAGQLYAM  

      121 KVLKKATLKV RDRVRSKMER DILAEVNHPF IVKLHYAFQT EGKLYLILDF LRGGDLFTRL  

      181 SKEVMFTEED VKFYLAELAL ALDHLHSLGI IYRDLKPENI LLDEEGHIKI TDFGLSKEAI  

      241 DHDKRAYSFC GTIEYMAPEV VNRRGHTQSA DWWSFGVLMF EMLTGSLPFQ GKDRKETMAL  

      301 ILKAKLGMPQ FLSGEAQSLL RALFKRNPCN RLGAGIDGVE EIKRHPFFVT IDWNTLYRKE  

      361 IKPPFKPAVG RPEDTFHFDP EFTARTPTDS PGVPPSANAH HLFRGFSFVA SSLIQEPSQQ  

      421 DLHKVPVHPI VQQLHGNNIH FTDGYEIKED IGVGSYSVCK RCVHKATDTE YAVKIIDKSK  

      481 RDPSEEIEIL LRYGQHPNII TLKDVYDDGK FVYLVMELMR GGELLDRILR QRYFSEREAS  

      541 DVLCTITKTM DYLHSQGVVH RDLKPSNILY RDESGSPESI RVCDFGFAKQ LRAGNGLLMT  

      601 PCYTANFVAP EVLKRQGYDA ACDIWSLGIL LYTMLAGFTP FANGPDDTPE EILARIGSGK  

      661 YALSGGNWDS ISDAAKDVVS KMLHVDPHQR LTAMQVLKHP WVVNREYLSP NQLSRQDVHL  

      721 VKGAMAATYF ALNRTPQAPR LEPVLSSNLA QRRGMKRLTS TRL  

 
 
Recombinant RSK3 nucleotide sequence: 
 
        1 atgtcgtact accatcacca tcaccatcac gattacgata tcccaacgac cgaaaacctg  

       61 tattttcagg gcgccatgga tccggaattc atggacctga gcatgaagaa gttcgccgtg  

      121 cgcaggttct tctctgtgta cctgcgcagg aagtcgcgct ccaagagctc cagcctgagc  

      181 cggctcgagg aagaaggtgt cgtgaaggag atagacatca gccatcatgt gaaggagggc  

      241 tttgagaagg cagatccttc ccagtttgag ctgctgaagg ttttaggaca aggatcctat  

      301 ggaaaggtgt tcctggtgag gaaggtgaag gggtccgacg ctgggcagct ctacgccatg  

      361 aaggtcctta agaaagccac cctaaaagtt cgggaccgag tgagatcgaa gatggagaga  

      421 gacatcttgg cagaagtgaa tcaccccttc attgtgaagc ttcattatgc ctttcagacg  

      481 gaaggaaagc tctacctgat cctggacttc ctgcggggag gggacctctt cacccggctc  

      541 tccaaagagg tcatgttcac ggaggaggat gtcaagttct acctggctga gctggccttg  

      601 gctttagacc atctccacag cctggggatc atctacagag atctgaagcc tgagaacatc  

      661 ctcctggatg aagaggggca cattaagatc acagatttcg gcctgagtaa ggaggccatt  

      721 gaccacgaca agagagcgta ctccttctgc gggacgatcg agtacatggc gcccgaggtg  

      781 gtgaaccggc gaggacacac gcagagtgcc gactggtggt ccttcggcgt gctcatgttt  

      841 gagatgctca cggggtccct gccgttccag gggaaggaca ggaaggagac catggctctc  

      901 atcctcaaag ccaagctggg gatgccgcag ttcctcagtg gggaggcaca gagtttgctg  

      961 cgagctctct tcaaacggaa cccctgcaac cggctgggtg ctggcattga cggagtggag  

     1021 gaaattaagc gccatccctt ctttgtgacc atagactgga acacgctgta ccggaaggag  

     1081 atcaagccac cgttcaaacc agcagtgggc aggcctgagg acaccttcca ctttgacccc  

     1141 gagttcacag cgcggacgcc cacagactct cctggcgtcc ccccgagtgc aaacgctcat  

     1201 cacctgttta gaggattcag ctttgtggcc tcaagcctga tccaggagcc ctcacagcaa  

     1261 gatctgcaca aagtcccagt tcacccaatc gtgcagcagt tacacgggaa caacatccac  

     1321 ttcaccgatg gctacgagat caaggaggac atcggggtgg gctcctactc agtgtgcaag  

     1381 cgatgtgtgc ataaagccac agacaccgag tatgccgtga agatcattga taagagcaag  

     1441 agagacccct cggaagagat tgagatcctc ctgcggtacg gccagcaccc gaacatcatc  

     1501 accctcaagg atgtctatga tgatggcaag tttgtgtacc tggtaatgga gctgatgcgt  

     1561 ggtggggagc tcctggaccg catcctccgg cagagatact tctcggagcg cgaagccagt  

     1621 gacgtcctgt gcaccatcac caagaccatg gactacctcc attcccaggg ggttgttcat  

     1681 cgagacctga agccgagtaa catcctgtac agggatgagt cggggagccc agaatccatc  
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     1741 cgagtctgcg acttcggctt tgccaagcag ctgcgcgcgg ggaacgggct gctcatgaca  

     1801 ccctgctaca cggccaattt cgtggccccg gaggtcctga agcgtcaagg ctatgatgcg  

     1861 gcgtgtgaca tctggagttt ggggatcctg ttgtacacca tgctggcagg atttacccct  

     1921 tttgcaaatg ggccagacga tacccctgag gagattctgg cgcggatcgg cagtgggaag  

     1981 tatgcccttt ctgggggaaa ctgggactcg atatctgacg cagctaaaga cgtcgtgtcc  

     2041 aagatgctcc acgtggaccc tcatcagcgc ctgacggcga tgcaagtgct caaacacccg  

     2101 tgggtggtca acagagagta cctgtcccca aaccagctca gccgacagga cgtgcacctg  

     2161 gtgaagggcg cgatggccgc cacctacttt gctctaaaca gaacacctca ggccccgcgg  

     2221 ctggagcccg tgctgtcatc caacctggct cagcgcagag gcatgaagag actcacgtcc  

     2281 acgcggctgt ag  
 
 
Reviewed and approved by site quality representative. 

 

Unless otherwise stated in our catalogue or other company documentation accompanying the product(s), our products are intended for research use only and 
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