
 
 

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

Eurofins Pharma 
Discovery Services UK 
Limited 

Gemini Crescent 
Dundee Technology Park 
DUNDEE 
DD2 1SW United Kingdom 

T  +44 (0)1382 561600 

F  +44 (0)1382 561601 
www.eurofins.com/pharmadiscovery 

 

mTOR (1362–end), active 
(Recombinant enzyme expressed in Sf21 insect cells) 
Item #14-770, 14-770-K, 14-770M 

Parent Lot # WAD0182 
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 FLAG

TM
-

tagged, recombinant, human mTOR, amino 
acids 1362–end, expressed by baculovirus 
in Sf21 insect cells.  Purified using FLAG

TM
 

agarose.  Purity 55% by SDS-PAGE and 
Coomassie blue staining.  MW =137.3kDa. 
 
Specific Activity (Parent lot# WAD0182): 
186U/mg, where one unit of mTOR, active 
activity is defined as 1nmole of phosphate 
incorporated into 2mg/ml mTOR substrate 
(cat#. 12-645-K) per minute

 
at 30°C with a 

final ATP concentration of 100µM. 

Formulation: 0.29mg/ml of enzyme in 10mM HEPES, 50mM 
NaCl, 50mM β-glycerophosphate, 0.25mM sodium 
orthovanadate, 10mM NaF, 300µg/ml FLAG

TM
 peptide, 20% v/v 

glycerol. 
 
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: 9.4–72.5ng of this lot of enzyme 
phosphorylated 2mg/ml mTOR substrate (cat#. 12-
645-K) 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 product identity as 
mTOR (1362–end) 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 
mTOR (1362–end), active. 
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mTOR Assay Protocol 
 
Stock Solutions: 
 
1. 10 x Reaction Buffer: 450mM HEPES pH7.5, 

9mM EGTA, 0.09% Tween-20. 

2. 10 x Dilution Buffer: 500mM HEPES pH7.5, 
10mM EGTA, 0.1% Tween-20. 

3. mTOR substrate: The substrate (cat#. 12-645-K) 
is used at a final assay concentration of 2mg/ml. 

4. mTOR (1362–end), active: Dilute with 10 x 
dilution buffer.  Use 2.5µl (9.4–72.5ng) per assay 
point. 

5. [γ-
33

P]ATP: 5 x manganese chloride/[γ-
33

P]ATP 
cocktail: 15mM MnCl2 and 0.5mM ATP to which is 
added [γ-

33
P]ATP (specific activity approximately 

250 - 400cpm/pmol as required.) 

 
 
Assay Procedure (96 well plate format): 
 
 
1. Add 2.5µl of 10 x reaction buffer per assay to wells. 

2. Add mTOR substrate to a concentration of 2mg/ml (50µg per assay point in a 25µl reaction). 

3. Add 2.5µl (9.4–72.5ng) mTOR (1362–end), active. 

4. Make up to 20µl with dH2O. 

5. Add 5µl of [γ-
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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mTOR Sequence Information 
 
Protein   Human mTOR 
 
Tags   N-terminal FLAG

TM
 

 
Native sequence E10 of recombinant sequence is equivalent to E1362 of human mTOR 
 
Accession number GenBank NM_004958 
 
 
Recombinant mTOR amino acid sequence: 
 
        1 MDYKDDDDKE FMEHSDKGPL PLRDDNGIVL LGERAAKCRA YAKALHYKEL EFQKGPTPAI  
       61 LESLISINNK LQQPEAAAGV LEYAMKHFGE LEIQATWYEK LHEWEDALVA YDKKMDTNKD  
      121 DPELMLGRMR CLEALGEWGQ LHQQCCEKWT LVNDETQAKM ARMAAAAAWG LGQWDSMEEY  
      181 TCMIPRDTHD GAFYRAVLAL HQDLFSLAQQ CIDKARDLLD AELTAMAGES YSRAYGAMVS  
      241 CHMLSELEEV IQYKLVPERR EIIRQIWWER LQGCQRIVED WQKILMVRSL VVSPHEDMRT  
      301 WLKYASLCGK SGRLALAHKT LVLLLGVDPS RQLDHPLPTV HPQVTYAYMK NMWKSARKID  
      361 AFQHMQHFVQ TMQQQAQHAI ATEDQQHKQE LHKLMARCFL KLGEWQLNLQ GINESTIPKV  
      421 LQYYSAATEH DRSWYKAWHA WAVMNFEAVL HYKHQNQARD EKKKLRHASG ANITNATTAA  
      481 TTAATATTTA STEGSNSESE AESTENSPTP SPLQKKVTED LSKTLLMYTV PAVQGFFRSI  
      541 SLSRGNNLQD TLRVLTLWFD YGHWPDVNEA LVEGVKAIQI DTWLQVIPQL IARIDTPRPL  
      601 VGRLIHQLLT DIGRYHPQAL IYPLTVASKS TTTARHNAAN KILKNMCEHS NTLVQQAMMV  
      661 SEELIRVAIL WHEMWHEGLE EASRLYFGER NVKGMFEVLE PLHAMMERGP QTLKETSFNQ  
      721 AYGRDLMEAQ EWCRKYMKSG NVKDLTQAWD LYYHVFRRIS KQLPQLTSLE LQYVSPKLLM  
      781 CRDLELAVPG TYDPNQPIIR IQSIAPSLQV ITSKQRPRKL TLMGSNGHEF VFLLKGHEDL  
      841 RQDERVMQLF GLVNTLLAND PTSLRKNLSI QRYAVIPLST NSGLIGWVPH CDTLHALIRD  
      901 YREKKKILLN IEHRIMLRMA PDYDHLTLMQ KVEVFEHAVN NTAGDDLAKL LWLKSPSSEV  
      961 WFDRRTNYTR SLAVMSMVGY ILGLGDRHPS NLMLDRLSGK ILHIDFGDCF EVAMTREKFP  
     1021 EKIPFRLTRM LTNAMEVTGL DGNYRITCHT VMEVLREHKD SVMAVLEAFV YDPLLNWRLM  
     1081 DTNTKGNKRS RTRTDSYSAG QSVEILDGVE LGEPAHKKTG TTVPESIHSF IGDGLVKPEA  
     1141 LNKKAIQIIN RVRDKLTGRD FSHDDTLDVP TQVELLIKQA TSHENLCQCY IGWCPFW  
 
 
Recombinant mTOR nucleotide sequence: 
 
        1 atggactaca aagacgatga cgacaaggaa ttcatggaac acagtgacaa gggccccctg  
       61 ccactgagag atgacaatgg cattgttctg ctgggtgaga gagctgccaa gtgccgagca  
      121 tatgccaaag cactacacta caaagaactg gagttccaga aaggccccac ccctgccatt  
      181 ctagaatctc tcatcagcat taataataag ctacagcagc cggaggcagc ggccggagtg  
      241 ttagaatatg ccatgaaaca ctttggagag ctggagatcc aggctacctg gtatgagaaa  
      301 ctgcacgagt gggaggatgc ccttgtggcc tatgacaaga aaatggacac caacaaggac  
      361 gacccagagc tgatgctggg ccgcatgcgc tgcctcgagg ccttggggga atggggtcaa  
      421 ctccaccagc agtgctgtga aaagtggacc ctggttaatg atgagaccca agccaagatg  
      481 gcccggatgg ctgctgcagc tgcatggggt ttaggtcagt gggacagcat ggaagaatac  
      541 acctgtatga tccctcggga cacccatgat ggggcatttt atagagctgt gctggcactg  
      601 catcaggacc tcttctcctt ggcacaacag tgcattgaca aggccaggga cctgctggat  
      661 gctgaattaa ctgcgatggc aggagagagt tacagtcggg catatggggc catggtttct  
      721 tgccacatgc tgtccgagct ggaggaggtt atccagtaca aacttgtccc cgagcgacga  
      781 gagatcatcc gccagatctg gtgggagaga ctgcagggct gccagcgtat cgtagaggac  
      841 tggcagaaaa tccttatggt gcggtccctt gtggtcagcc ctcatgaaga catgagaacc  
      901 tggctcaagt atgcaagcct gtgtggcaag agtggcaggc tggctcttgc tcataaaact  
      961 ttagtgttgc tcctgggagt tgatccgtct cggcaacttg accatcctct gccaacagtt  
     1021 caccctcagg tgacctatgc ctacatgaaa aacatgtgga agagtgcccg caagatcgat  
     1081 gccttccagc acatgcagca ttttgtccag accatgcagc aacaggccca gcatgccatc  
     1141 gctactgagg accagcagca taagcaggaa ctgcacaagc tcatggcccg atgcttcctg  
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     1201 aaacttggag agtggcagct gaatctacag ggcatcaatg agagcacaat ccccaaagtg  
     1261 ctgcagtact acagcgccgc cacagagcac gaccgcagct ggtacaaggc ctggcatgcg  
     1321 tgggcagtga tgaacttcga agctgtgcta cactacaaac atcagaacca agcccgcgat  
     1381 gagaagaaga aactgcgtca tgccagcggg gctaacatca ccaacgccac cactgccgcc  
     1441 accacggccg ccactgccac caccactgcc agcaccgagg gcagcaacag tgagagcgag  
     1501 gccgagagca ccgagaacag ccccacccca tcgccgctgc agaagaaggt cactgaggat  
     1561 ctgtccaaaa ccctcctgat gtacacggtg cctgccgtcc agggcttctt ccgttccatc  
     1621 tccttgtcac gaggcaacaa cctccaggat acactcagag ttctcacctt atggtttgat  
     1681 tatggtcact ggccagatgt caatgaggcc ttagtggagg gggtgaaagc catccagatt  
     1741 gatacctggc tacaggttat acctcagctc attgcaagaa ttgatacgcc cagacccttg  
     1801 gtgggacgtc tcattcacca gcttctcaca gacattggtc ggtaccaccc ccaggccctc  
     1861 atctacccac tgacagtggc ttctaagtct accacgacag cccggcacaa tgcagccaac  
     1921 aagattctga agaacatgtg tgagcacagc aacaccctgg tccagcaggc catgatggtg  
     1981 agcgaggagc tgatccgagt ggccatcctc tggcatgaga tgtggcatga aggcctggaa  
     2041 gaggcatctc gtttgtactt tggggaaagg aacgtgaaag gcatgtttga ggtgctggag  
     2101 cccctgcatg ctatgatgga acggggcccc cagactctga aggaaacatc ctttaatcag  
     2161 gcctatggtc gagatttaat ggaggcccaa gagtggtgca ggaagtacat gaaatcaggg  
     2221 aatgtcaagg acctcaccca agcctgggac ctctattatc atgtgttccg acgaatctca  
     2281 aagcagctgc ctcagctcac atccttagag ctgcaatatg tttccccaaa acttctgatg  
     2341 tgccgggacc ttgaattggc tgtgccagga acatatgacc ccaaccagcc aatcattcgc  
     2401 attcagtcca tagcaccgtc tttgcaagtc atcacatcca agcagaggcc ccggaaattg  
     2461 acacttatgg gcagcaacgg acatgagttt gttttccttc taaaaggcca tgaagatctg  
     2521 cgccaggatg agcgtgtgat gcagctcttc ggcctggtta acacccttct ggccaatgac  
     2581 ccaacatctc ttcggaaaaa cctcagcatc cagagatacg ctgtcatccc tttatcgacc  
     2641 aactcgggcc tcattggctg ggttccccac tgtgacacac tgcacgccct catccgggac  
     2701 tacagggaga agaagaagat ccttctcaac atcgagcatc gcatcatgtt gcggatggct  
     2761 ccggactatg accacttgac tctgatgcag aaggtggagg tgtttgagca tgccgtcaat  
     2821 aatacagctg gggacgacct ggccaagctg ctgtggctga aaagccccag ctccgaggtg  
     2881 tggtttgacc gaagaaccaa ttatacccgt tctttagcgg tcatgtcaat ggttgggtat  
     2941 attttaggcc tgggagatag acacccatcc aacctgatgc tggaccgtct gagtgggaag  
     3001 atcctgcaca ttgactttgg ggactgcttt gaggttgcta tgacccgaga gaagtttcca  
     3061 gagaagattc catttagact aacaagaatg ttgaccaatg ctatggaggt tacaggcctg  
     3121 gatggcaact acagaatcac atgccacaca gtgatggagg tgctgcgaga gcacaaggac  
     3181 agtgtcatgg ccgtgctgga agcctttgtc tatgacccct tgctgaactg gaggctgatg  
     3241 gacacaaata ccaaaggcaa caagcgatcc cgaacgagga cggattccta ctctgctggc  
     3301 cagtcagtcg aaattttgga cggtgtggaa cttggagagc cagcccataa gaaaacgggg  
     3361 accacagtgc cagaatctat tcattctttc attggagacg gtttggtgaa accagaggcc  
     3421 ctaaataaga aagctatcca gattattaac agggttcgag ataagctcac tggtcgggac  
     3481 ttctctcatg atgacacttt ggatgttcca acgcaagttg agctgctcat caaacaagcg  
     3541 acatcccatg aaaacctctg ccagtgctat attggctggt gccctttctg gtaa  
 
 
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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