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Insulin R, active 
(recombinant protein expressed in Sf21) 
Catalog # 14-466 
Lot # 26219U 
 
Product Description:  Recombinant human Insulin 
receptor residues 1005-1310, containing an N-
terminal His6-tag. Expressed by baculovirus in Sf21 
insect cells.  Purified using Ni2+/NTA agarose. 
Purity 92% by SDS-PAGE and Coomassie blue 
staining.  MW = 36.8kDa. 
 
Specific Activity (lot # 26219U):  58.6U/mg where 
one unit equals the incorporation of 1nmol of 
phosphate per min into 250
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Kinase Assay Procedure 
 
Stock Solutions: 
 
1. 10X Reaction Buffer:  500mM Tris-HCl, pH 7.5, 

1mM EGTA, 1% 2-mercaptoethanol, 1mM 
sodium orthovanadate.   

 
2. Manganese Chloride (MnCl2):  Prepare a 200mM 

stock.  Add 1.25µl per assay point for a final 
concentration of 10mM 

 
3. Axl-tide (Catalog # 12-516):  Prepare a 2.5mM 

stock.  Use 2.5µl per assay point for a final 
concentration of 250µM. 

 
4. Insulin R, active: Dilute to 8-80ng/µl in 1X 

Reaction Buffer containing 0.03% Brij-35 and 
1mg/ml BSA. 

5. Magnesium/ATP Cocktail (Catalog # 20-113): 
75mM MgCl2 and 500µM ATP in 20mM MOPS, 
pH 7.2, 25mM β-glycerol phosphate, 5mM EGTA, 
1mM sodium orthovanadate, 1mM dithiothreitol. 

 
6. [γ-32P]ATP:  Stock 1mCi/100µl (3000Ci/mmol, 

obtained from PerkinElmer, Catalog # BLU002A). 
Make 10µl aliquots (100µCi/vial).  Before starting 
the assay, dilute the Magnesium/ATP Cocktail 1:1 
with sterile, distilled water.  Then dilute an aliquot 
of [γ-32P]ATP to 1µCi/µl with 90µl of the diluted 
Magnesium/ATP Cocktail.  Use 10µl per assay 
point for a final ATP concentration of 100µM per 
assay point. 

 
 
Assay Protocol: 
 
1. Add 2.5µl of 10X Reaction Buffer per assay. 

2. Add 1.25µl of MnCl2. [10mM]. 

3. Add 2.5µl of substrate peptide [250µM]. 

4. Add 2.5µl of Insulin R, active [20�200ng]. 

5. Add 6.25µl of sterile, distilled water. 

6. Add 10µl of the diluted [γ32P]ATP mixture. 

7. Incubate for 10 minutes at 30°C. 

8. Spot 20µl onto the center of a 2cm x 2cm P81 paper square (Catalog # 20-134). 

9. Wash the assay squares 3 times, for 5 minutes each, with 0.75% phosphoric acid. 

10. Wash the assay squares once with acetone for 5 minutes. 

11. Transfer the assay squares to a scintillation vial and add 5ml scintillation cocktail. 

10. Read in scintillation counter.  Compare CPM of enzyme samples to CPM of control samples. 

Technical Note: Allow the radiolabeled substrate to bind to the filter paper for 30 seconds before immersing the 
paper into a 50ml conical tube containing 40ml 0.75% phosphoric acid.  Gently shake the assay squares for 5 
minutes on a rotator.  Discard the wash in a liquid radioisotope waste container, (dispose of per institutional 
regulations) and repeat the wash step twice.  Wash the squares in 20ml of acetone for 5 minutes. Drain and add 
scintillation cocktail. 
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Insulin Receptor Sequence Information 

 
Protein   Human, Insulin R 
 
Accession number GenBank NM_000208 
   
Tags   N-terminal His6  
 
Native sequence V1005 of native protein is equivalent to V16 in recombinant sequence. 
 
 
Recombinant Insulin R amino acid sequence: 
 
        1 MAHHHHHHEN LYFQGVFPCS VYVPDEWEVS REKITLLREL GQGSFGMVYE GNARDIIKGE  
       61 AETRVAVKTV NESASLRERI EFLNEASVMK GFTCHHVVRL LGVVSKGQPT LVVMELMAHG  
      121 DLKSYLRSLR PEAENNPGRP PPTLQEMIQM AAEIADGMAY LNAKKFVHRD LAARNCMVAH  
      181 DFTVKIGDFG MTRDIYETDY YRKGGKGLLP VRWMAPESLK DGVFTTSSDM WSFGVVLWEI  
      241 TSLAEQPYQG LSNEQVLKFV MDGGYLDQPD NCPERVTDLM RMCWQFNPKM RPTFLEIVNL  
      301 LKDDLHPSFP EVSFFHSEEN K 
 
 
Recombinant Insulin R nucleotide sequence: 
 
         1 atggcgcatc accatcacca tcatgaaaac ctgtattttc agggcgtgtt tccatgctct  
       61 gtgtacgtgc cggacgagtg ggaggtgtct cgagagaaga tcaccctcct tcgagagctg  
      121 gggcagggct ccttcggcat ggtgtatgag ggcaatgcca gggacatcat caagggtgag  
      181 gcagagaccc gcgtggcggt gaagacggtc aacgagtcag ccagtctccg agagcggatt  
      241 gagttcctca atgaggcctc ggtcatgaag ggcttcacct gccatcacgt ggtgcgcctc  
      301 ctgggagtgg tgtccaaggg ccagcccacg ctggtggtga tggagctgat ggctcacgga  
      361 gacctgaaga gctacctccg ttctctgcgg ccagaggctg agaataatcc tggccgccct  
      421 ccccctaccc ttcaagagat gattcagatg gcggcagaga ttgctgacgg gatggcctac  
      481 ctgaacgcca agaagtttgt gcatcgggac ctggcagcga gaaactgcat ggtcgcccat  
      541 gattttactg tcaaaattgg agactttgga atgaccagag acatctatga aacggattac  
      601 taccggaaag ggggcaaggg tctgctccct gtacggtgga tggcaccgga gtccctgaag  
      661 gatggggtct tcaccacttc ttctgacatg tggtcctttg gcgtggtcct ttgggaaatc  
      721 accagcttgg cagaacagcc ttaccaaggc ctgtctaatg aacaggtgtt gaaatttgtc  
      781 atggatggag ggtatctgga tcaacccgac aactgtccag agagagtcac tgacctcatg  
      841 cgcatgtgct ggcaattcaa ccccaagatg aggccaacct tcctggagat tgtcaacctg  
      901 ctcaaggacg acctgcaccc cagctttcca gaggtgtcgt tcttccacag cgaggagaac  
      961 aagtaa 
 
 


