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MEKK3, active 
(Recombinant enzyme expressed in Sf21 insect cells) 
Item # 16-015, 16-015-K, 16-015M 
Parent Lot # 225615 
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 GST-tagged, 
recombinant, human MEKK3 full length expressed by 
baculovirus in Sf21 insect cells. Purified using glutathione 
agarose. 
Purity 52% by SDS-PAGE and Coomassie blue staining. 
MW = 97.7 kDa. 
 
Specific Activity (Parent lot# 225615): 9 U/mg, where 
one unit of MEKK3 activity is defined as 1 nmol phosphate 
incorporated into 0.5 mg/ml myelin basic protein (MBP) 
per minute at 30°C with a final ATP concentration of 100 
µM. 

Formulation: 0.75 mg/ml of enzyme in 50 mM Tris/HCl 
pH 7.5, 300 mM NaCl, 0.1 mM EGTA, 0.03% Brij-35, 
270 mM sucrose, 1 mM benzamidine, 0.2 mM PMSF, 

0.1% 2-mercaptoethanol, 20 mM -Glycerophosphate, 
10 mM Sodium Fluoride, 0.25 mM Na Vanadate. 
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: 29.1–625 ng of this lot of enzyme 
phosphorylated 0.5 mg/ml myelin basic protein (MBP) 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 MEKK3 
with the translated sequence listed on page three. 
 

 

 
SDS-PAGE and Coomassie 
Stain: Purity was assessed by 
SDS-PAGE and Coomassie blue 
staining using 3 µg of  MEKK3, 
active.. 
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Kinase Assay Protocol 
 
Stock Solutions: 
 
1. 5 x Reaction Buffer: 50 mM HEPES pH 8.0, 1 mM 

EGTA, 0.01% Brij-35, 10 mM DTT. 

2. Myelin Basic Protein (MBP): Use at a final assay 
concentration of 0.5 mg/ml. Make up a 3.3 mg/ml 
stock. Use 3.8 µl of stock per assay point. 

3. MEKK3, active: 50 mM HEPES pH 8.0, 1 mM 
EGTA, 0.01% Brij-35, 10 mM DTT. Use 29.1–625 
ng per assay point. 

4. [-33P]ATP: 2.5 x MgAc/[33P]ATP cocktail: 25 mM 
MgAc and 0.25 mM ATP to which is added 

[33P]ATP (specific activity approximately 500 – 
800 cpm/pmol as required). 

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

2. Add 3.75 µl of MBP. 

3. Add 2.5 µl (29.1–625 ng) MEKK3, active. 

4. Add 0.05 µl DTT 1M. 

5. Add 3.7 µl of dH2O. 

6. Add 10 µl of diluted [-33P]ATP mixture. 

7. Incubate for 10 minutes at 30°C. 

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

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

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

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

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

13. Read in a scintillation counter. Compare cpm of enzyme samples with cpm of control samples that contain 
all assay components plus 1 µl of 30% phosphoric acid. 
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MEKK3, active Sequence Information 

 
 
Protein   Human MEKK3 
 
Tags   N-terminal GST 
 
Native sequence M231 of the recombinant protein is equivalent to M1 of human MEKK3 
 
Accession number GenBank NM_002401.3 
 
 
Recombinant MEKK3 amino acid sequence: 
 
        1 MSPILGYWKI KGLVQPTRLL LEYLEEKYEE HLYERDEGDK WRNKKFELGL EFPNLPYYID 

       61 GDVKLTQSMA IIRYIADKHN MLGGCPKERA EISMLEGAVL DIRYGVSRIA YSKDFETLKV 

      121 DFLSKLPEML KMFEDRLCHK TYLNGDHVTH PDFMLYDALD VVLYMDPMCL DAFPKLVCFK 

      181 KRIEAIPQID KYLKSSKYIA WPLQGWQATF GGGDHPPKSD LEVLFQGPEF MDEQEALNSI 

      241 MNDLVALQMN RRHRMPGYET MKNKDTGHSN RQSDVRIKFE HNGERRIIAF SRPVKYEDVE 

      301 HKVTTVFGQP LDLHYMNNEL SILLKNQDDL DKAIDILDRS SSMKSLRILL LSQDRNHNSS 

      361 SPHSGVSRQV RIKASQSAGD INTIYQPPEP RSRHLSVSSQ NPGRSSPPPG YVPERQQHIA 

      421 RQGSYTSINS EGEFIPETSE QCMLDPLSSA ENSLSGSCQS LDRSADSPSF RKSRMSRAQS 

      481 FPDNRQEYSD RETQLYDKGV KGGTYPRRYH VSVHHKDYSD GRRTFPRIRR HQGNLFTLVP 

      541 SSRSLSTNGE NMGLAVQYLD PRGRLRSADS ENALSVQERN VPTKSPSAPI NWRRGKLLGQ 

      601 GAFGRVYLCY DVDTGRELAS KQVQFDPDSP ETSKEVSALE CEIQLLKNLQ HERIVQYYGC 

      661 LRDRAEKTLT IFMEYMPGGS VKDQLKAYGA LTESVTRKYT RQILEGMSYL HSNMIVHRDI 

      721 KGANILRDSA GNVKLGDFGA SKRLQTICMS GTGMRSVTGT PYWMSPEVIS GEGYGRKADV 

      781 WSLGCTVVEM LTEKPPWAEY EAMAAIFKIA TQPTNPQLPS HISEHGRDFL RRIFVEARQR 

      841 PSAEELLTHH FAQLMY 

 
 
Recombinant MEKK3 nucleotide sequence: 

 
        1 atgtccccta tactaggtta ttggaaaatt aagggccttg tgcaacccac tcgacttctt 

       61 ttggaatatc ttgaagaaaa atatgaagag catttgtatg agcgcgatga aggtgataaa 

      121 tggcgaaaca aaaagtttga attgggtttg gagtttccca atcttcctta ttatattgat 

      181 ggtgatgtta aattaacaca gtctatggcc atcatacgtt atatagctga caagcacaac 

      241 atgttgggtg gttgtccaaa agagcgtgca gagatttcaa tgcttgaagg agcggttttg 

      301 gatattagat acggtgtttc gagaattgca tatagtaaag actttgaaac tctcaaagtt 

      361 gattttctta gcaagctacc tgaaatgctg aaaatgttcg aagatcgttt atgtcataaa 

      421 acatatttaa atggtgatca tgtaacccat cctgacttca tgttgtatga cgctcttgat 

      481 gttgttttat acatggaccc aatgtgcctg gatgcgttcc caaaattagt ttgttttaaa 

      541 aaacgtattg aagctatccc acaaattgat aagtacttga aatccagcaa gtatatagca 

      601 tggcctttgc agggctggca agccacgttt ggtggtggcg accatcctcc aaaatcggat 

      661 ctggaagttc tgttccaggg gcccgaattc atggacgaac aggaggcatt gaactcaatc 

      721 atgaacgatc tggtggccct ccagatgaac cgacgtcacc ggatgcctgg atatgagacc 

      781 atgaagaaca aagacacagg tcactcaaat aggcagagtg acgtcagaat caagttcgag 

      841 cacaacgggg agaggcgaat tatagcgttc agccggcctg tgaaatatga agatgtggag 

      901 cacaaggtga caacagtatt tggacaacct cttgatctac attacatgaa caatgagctc 

      961 tccatcctgc tgaaaaacca agatgatctt gataaagcaa ttgacatttt agatagaagc 

     1021 tcaagcatga aaagccttag gatattgctg ttgtcccagg acagaaacca taacagttcc 

     1081 tctccccact ctggggtgtc cagacaggtg cggatcaagg cttcccagtc cgcaggggat 

     1141 ataaatacta tctaccagcc ccccgagccc agaagcaggc acctctctgt cagctcccag 

     1201 aaccctggcc gaagctcacc tccccctggc tatgttcctg agcggcagca gcacattgcc 

     1261 cggcaggggt cctacaccag catcaacagt gagggggagt tcatcccaga gaccagcgag 

     1321 cagtgcatgc tggatcccct gagcagtgca gaaaattcct tgtctggaag ctgccaatcc 

     1381 ttggacaggt cagcagacag cccatccttc cggaaatcac gaatgtcccg tgcccagagc 

     1441 ttccctgaca acagacagga atactcagat cgggaaactc agctttatga caaaggggtc 

     1501 aaaggtggaa cctacccccg gcgctaccac gtgtctgtgc accacaagga ctacagtgat 

     1561 ggcagaagaa catttccccg aatacggcgt catcaaggca acttgttcac cctggtgccc 
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     1621 tccagccgct ccctgagcac aaatggcgag aacatgggtc tggctgtgca atacctggac 

     1681 ccccgtgggc gcctgcggag tgcggacagc gagaatgccc tctctgtgca ggagaggaat 

     1741 gtgccaacca agtctcccag tgcccccatc aactggcgcc ggggaaagct cctgggccag 

     1801 ggtgccttcg gcagggtcta tttgtgctat gacgtggaca cgggacgtga acttgcttcc 

     1861 aagcaggtcc aatttgatcc agacagtcct gagacaagca aggaggtgag tgctctggag 

     1921 tgcgagatcc agttgctaaa gaacttgcag catgagcgca tcgtgcagta ctatggctgt 

     1981 ctgcgggacc gcgctgagaa gaccctgacc atcttcatgg agtacatgcc agggggctcg 

     2041 gtgaaagacc agttgaaggc ttacggtgct ctgacagaga gcgtgacccg aaagtacacg 

     2101 cggcagatcc tggagggcat gtcctacctg cacagcaaca tgattgttca ccgggacatt 

     2161 aagggagcca acatcctccg agactctgct gggaatgtaa agctggggga ctttggggcc 

     2221 agcaaacgcc tgcagacgat ctgtatgtcg gggacgggca tgcgctccgt cactggcaca 

     2281 ccctactgga tgagccctga ggtgatcagc ggcgagggct atggaaggaa agcagacgtg 

     2341 tggagcctgg gctgcactgt ggtggagatg ctgacagaga aaccaccgtg ggcagagtat 

     2401 gaagctatgg ccgccatctt caagattgcc acccagccca ccaatcctca gctgccctcc 

     2461 cacatctctg aacatggccg ggacttcctg aggcgcattt ttgtggaggc tcgccagaga 

     2521 ccttcagctg aggagctgct cacacaccac tttgcacagc tcatgtactg a 

 
 
 
 
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 are not to be used for any other purpose, which includes but is not limited to, unauthorized commercial uses, in vitro diagnostic uses, ex vivo or in vivo 
therapeutic uses or any type of consumption or application to humans or animals. 
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