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PI4KIIIα, active 
(Recombinant enzyme expressed in Sf21 insect cells) 
Item # 14-908, 14-908-K, 14-908M 
Parent Lot # D9KN031N 

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-
tagged, recombinant human PI4KIIIα full 
length.  Expressed by baculovirus in Sf21 
insect cells.  Purified using FLAG

TM
 

agarose.  
Purity 65% by SDS-PAGE and Coomassie 
blue staining.  MW = 233kDa. 
 
Specific Activity (Parent lot# D9KN031N): 
427U/mg, where one unit of PI4KIIIα, active 
activity is defined as 1nmol 
phosphatidylinositol 4-phosphate  (PI(4)P) 
formed per minute at room temperature with 
a final ATP concentration of 100µM. 

Formulation: 0.375mg/ml of enzyme in 50mM Tris/HCl pH7.4, 
150mM NaCl, 150µg/ml FLAG

TM
 peptide, 270mM sucrose, 

0.2mM PMSF, 1mM benzamidine, 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: 6–25ng of this lot of PI4KIIIα was 
assayed in a 30 minute reaction using the protocol 
described on page two. 
 

 

MS Tryptic Fingerprint: Confirmed product identity 
as PI4KIIIα 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 
PI4KIIIα, active 

  

PI4KIIIα Activity Data
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Kinase Assay Protocol 
 

Solutions: 
 
1. 4 x Reaction Buffer: Catalogue # 33-022. 

2. Substrate: Use at a final assay concentration of 
25µM phosphatidylinostiol (PI) and 75µM 
phosphatidylserine (PS).  Prepare in 4x Reaction 
buffer to give a 2x working stock. 

3. Wash Buffer 1: 50mM Tris pH7.4, 80mM KCl, 
10mM MgCl2, 0.4mM EGTA. 

4. Wash Buffer 2: 1% orthophosphoric acid, 1M 
NaCl. 

5. Stop Solution: 0.5M EDTA, 1% ortho-
phosphoric acid. 

6. 35% Ethanol 

7. PI4KIIIα, active: Dilute with 1x Reaction buffer.  
Use 6–25ng per assay point. 

8. [-
33

P]ATP: 2.5 x MgAc/[-
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 12.5µl of PI/PS solution to required wells. 

2. Add 2.5µl (6–25ng) PI4KIIIα, active. 

3. Add 10µl of [-
33

P]ATP. 

4. Incubate for 30 minutes at RT. 

5. Stop the reaction by adding 10µl of Stop solution. 

 

Filter Plate Preparation: 
 
6. Pre-wet all wells of an Immobilon P Multiscreen™ Plate (Catalogue # MSIPN4B10) with 15µl of 35% Ethanol. 

7. Remove the ethanol by tapping plate on tissue paper. 

8. Wash all wells with 200µl wash buffer 1.  Remove buffer by inverting plate over a sink and tapping dry on 
tissue paper.  Repeat this wash step twice to remove residual ethanol. 

 

Product Capture 
 

9. Transfer 10µl of stopped assay to appropriate wells of the prepared Immobilon P plate.  Add 10µl of water to 
any well that does not receive a stopped reaction. 

10. Using a vacuum manifold, draw liquid through membrane. 

11. Wash wells 4x with 50µl of wash buffer 2, drawing liquid through the membrane by vacuum. 

 

Counting 

 

12. Add 40µl of an appropriate scintillation fluid to used wells and allow to stand for 30 minutes at RT. 

13. Count in a scintillation counter. 
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PI4KIIIα Sequence Information 
 
 

Protein   Human PI4KIIIα 
 
Tags   N-terminal FLAG 
 
Native sequence M17 of the recombinant protein is equivalent to M1 of PI4KIIIα
 
Accession number GenBank NM_058004 
 
 

Recombinant PI4KIIIαamino acid sequence: 
 
        1 MGGDYKDDDD KARALCMCPV DFHGIFQLDE RRRDAVIALG IFLIESDLQH KDCVVPYLLR  
       61 LLKGLPKVYW VEESTARKGR GALPVAESFS FCLVTLLSDV AYRDPSLRDE ILEVLLQVLH  
      121 VLLGMCQALE IQDKEYLCKY AIPCLIGISR AFGRYSNMEE SLLSKLFPKI PPHSLRVLEE  
      181 LEGVRRRSFN DFRSILPSNL LTVCQEGTLK RKTSSVSSIS QVSPERGMPP PSSPGGSAFH  
      241 YFEASCLPDG TALEPEYYFS TISSSFSVSP LFNGVTYKEF NIPLEMLREL LNLVKKIVEE  
      301 AVLKSLDAIV ASVMEANPSA DLYYTSFSDP LYLTMFKMLR DTLYYMKDLP TSFVKEIHDF  
      361 VLEQFNTSQG ELQKILHDAD RIHNELSPLK LRCQANAACV DLMVWAVKDE QGAENLCIKL  
      421 SEKLQSKTSS KVIIAHLPLL ICCLQGLGRL CERFPVVVHS VTPSLRDFLV IPSPVLVKLY  
      481 KYHSQYHTVA GNDIKISVTN EHSESTLNVM SGKKSQPSMY EQLRDIAIDN ICRCLKAGLT  
      541 VDPVIVEAFL ASLSNRLYIS QESDKDAHLI PDHTIRALGH IAVALRDTPK VMEPILQILQ  
      601 QKFCQPPSPL DVLIIDQLGC LVITGNQYIY QEVWNLFQQI SVKASSVVYS ATKDYKDHGY  
      661 RHCSLAVINA LANIAANIQD EHLVDELLMN LLELFVQLGL EGKRASERAS EKGPALKASS  
      721 SAGNLGVLIP VIAVLTRRLP PIKEAKPRLQ KLFRDFWLYS VLMGFAVEGS GLWPEEWYEG  
      781 VCEIATKSPL LTFPSKEPLR SVLQYNSAMK NDTVTPAELS ELRSTIINLL DPPPEVSALI  
      841 NKLDFAMSTY LLSVYRLEYM RVLRSTDPDR FQVMFCYFED KAIQKDKSGM MQCVIAVADK  
      901 VFDAFLNMMA DKAKTKENEE ELERHAQFLL VNFNHIHKRI RRVADKYLSG LVDKFPHLLW  
      961 SGTVLKTMLD ILQTLSLSLS ADIHKDQPYY DIPDAPYRIT VPDTYEARES IVKDFAARCG  
     1021 MILQEAMKWA PTVTKSHLQE YLNKHQNWVS GLSQHTGLAM ATESILHFAG YNKQNTTLGA  
     1081 TQLSERPACV KKDYSNFMAS LNLRNRYAGE VYGMIRFSGT TGQMSDLNKM MVQDLHSALD  
     1141 RSHPQHYTQA MFKLTAMLIS SKDCDPQLLH HLCWGPLRMF NEHGMETALA CWEWLLAGKD  
     1201 GVEVPFMREM AGAWHMTVEQ KFGLFSAEIK EADPLAASEA SQPKPCPPEV TPHYIWIDFL  
     1261 VQRFEIAKYC SSDQVEIFSS LLQRSMSLNI GGAKGSMNRH VAAIGPRFKL LTLGLSLLHA  
     1321 DVVPNATIRN VLREKIYSTA FDYFSCPPKF PTQGEKRLRE DISIMIKFWT AMFSDKKYLT  
     1381 ASQLVPPDNQ DTRSNLDITV GSRQQATQGW INTYPLSSGM STISKKSGMS KKTNRGSQLH  
     1441 KYYMKRRTLL LSLLATEIER LITWYNPLSA PELELDQAGE NSVANWRSKY ISLSEKQWKD  
     1501 NVNLAWSISP YLAVQLPARF KNTEAIGNEV TRLVRLDPGA VSDVPEAIKF LVTWHTIDAD  
     1561 APELSHVLCW APTDPPTGLS YFSSMYPPHP LTAQYGVKVL RSFPPDAILF YIPQIVQALR  
     1621 YDKMGYVREY ILWAASKSQL LAHQFIWNMK TNIYLDEEGH QKDPDIGDLL DQLVEEITGS  
     1681 LSGPAKDFYQ REFDFFNKIT NVSAIIKPYP KGDERKKACL SALSEVKVQP GCYLPSNPEA  
     1741 IVLDIDYKSG TPMQSAAKAP YLAKFKVKRC GVSELEKEGL RCRSDSEDEC STQEADGQKI  
     1801 SWQAAIFKVG DDCRQDMLAL QIIDLFKNIF QLVGLDLFVF PYRVVATAPG CGVIECIPDC  
     1861 TSRDQLGRQT DFGMYDYFTR QYGDESTLAF QQARYNFIRS MAAYSLLLFL LQIKDRHNGN  
     1921 IMLDKKGHII HIDFGFMFES SPGGNLGWEP DIKLTDEMVM IMGGKMEATP FKWFMEMCVR  
     1981 GYLAVRPYMD AVVSLVTLML DTGLPCFRGQ TIKLLKHRFS PNMTEREAAN FIMKVIQSCF  
     2041 LSNRSRTYDM IQYYQNDIPY  
 
 
Recombinant PI4KIIIα nucleotide sequence: 
 
        1 atgggaggtg actacaaaga cgatgacgac aaggcgcgcg ctctttgcat gtgtccagtg  
       61 gatttccatg ggatcttcca gttagatgaa agacggagag atgcagtgat tgcattgggc  
      121 atttttctga ttgaatctga tcttcagcac aaagattgtg tggttcctta ccttcttcga  
      181 cttctcaaag gtcttccaaa agtgtattgg gtagaagaaa gcacagctcg gaaaggcaga  
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      241 ggtgccctcc cggttgcaga gagcttcagc ttctgcttgg taactctgct gtctgatgtg  
      301 gcctataggg atccttcact tagggatgag attttagagg tgcttttgca ggttttgcat  
      361 gtcctcttgg ggatgtgcca ggccttggag attcaagaca aagaatacct ttgcaagtat  
      421 gctatcccat gcctgatagg aatctcgcga gcatttgggc gttacagcaa catggaagag  
      481 tctctcctct caaagctctt tcccaaaatc cctcctcatt ccctccgtgt cctggaagag  
      541 cttgaaggtg ttcgaaggcg ttcctttaat gacttccgct ccatcctccc cagcaatctg  
      601 ctgactgtct gtcaggaggg taccctgaag aggaaaacca gcagtgtgtc cagcatctct  
      661 caggtcagcc ctgaacgcgg catgccccct cccagttccc ctggaggatc tgcctttcac  
      721 tactttgaag cctcctgctt gcccgatggg actgccctag agcctgagta ctacttttca  
      781 accatcagct ccagcttctc agtctctccc cttttcaacg gtgtcacata taaggagttt  
      841 aacattccat tggaaatgct tcgggaactc ttaaacctgg tgaagaagat cgttgaggag  
      901 gctgttctca aatctttgga tgccattgta gccagtgtga tggaggccaa ccccagtgct  
      961 gatctctact acacttcctt cagtgaccct ctctacctga ccatgttcaa gatgctgcgt  
     1021 gacactctgt actacatgaa ggacctcccg acctcttttg tgaaggagat ccatgatttt  
     1081 gtgctggagc agttcaacac gagccagggg gagctccaga agattctaca tgacgcagac  
     1141 cggatccaca atgagctgag ccccctcaaa ctgcgctgtc aggcgaatgc tgcctgtgtg  
     1201 gacctcatgg tgtgggctgt gaaggacgag cagggtgcag aaaacctttg catcaagcta  
     1261 tctgagaagc tgcagtccaa gacatccagc aaagtcatta ttgctcactt gcccctgctg  
     1321 atctgctgtc tgcagggttt gggccgcctg tgcgagaggt tcccggtggt ggtgcactct  
     1381 gtgacaccgt ccttgcgaga cttcctggtc atcccgtccc cagttctggt gaagctctac  
     1441 aagtaccaca gtcagtacca cacagttgct ggcaatgata taaaaatcag tgtgaccaat  
     1501 gagcattccg agtcaaccct gaacgtcatg tcgggtaaga agagccagcc ctccatgtac  
     1561 gagcagctcc gagacatcgc tattgacaac atctgcaggt gcctgaaggc tggattgacg  
     1621 gtggacccag tgattgtgga ggcgttcttg gccagcctgt ccaaccggct ctacatctct  
     1681 caggagagcg acaaggacgc tcacttgatt cccgaccaca caatccgagc cttgggacac  
     1741 attgcggtgg ccttgaggga caccccgaag gtcatggagc ccattctgca gatcctacag  
     1801 cagaaattct gccagccacc ctcccccctc gatgtgctga ttattgacca gctgggctgc  
     1861 ctggttatca ccggaaatca atacatctat caggaagtgt ggaacctctt ccagcagatc  
     1921 agtgtgaagg ccagctccgt tgtatactca gccaccaaag attacaagga ccacggctat  
     1981 aggcattgct ccctggcagt gattaatgcc ctggccaaca tcgcggccaa catccaagac  
     2041 gagcacctgg tggatgagct gctcatgaac ctgttggagt tgtttgtgca gctggggctg  
     2101 gaggggaagc gagccagcga gagggcaagc gagaagggcc ctgccctaaa ggcttctagc  
     2161 agtgcaggga acttgggagt actcattcct gtaatagctg tgctcacccg acgactgcca  
     2221 cccatcaaag aagctaagcc tcggttacag aagctcttcc gagacttctg gctgtattcc  
     2281 gttctgatgg gattcgctgt ggagggctca ggactctggc cagaagaatg gtacgagggg  
     2341 gtctgtgaaa tagccactaa gtcccccttg ctcacctttc ccagcaagga gccactgcgg  
     2401 tccgtcctcc agtataactc agccatgaag aatgacacgg tcacccccgc tgagctgagt  
     2461 gagctccgca gcactatcat caacctgctg gacccccctc ccgaggtgtc cgcactcatc  
     2521 aacaagctgg acttcgccat gtccacctac ctcctctctg tgtaccggct ggagtacatg  
     2581 agggtactgc gttcaacaga tcctgatcgc ttccaggtaa tgttctgcta ctttgaggat  
     2641 aaagctattc agaaagacaa atctgggatg atgcagtgtg tgattgcagt cgcggacaaa  
     2701 gtattcgatg ccttcctgaa catgatggcg gataaagcca agaccaagga gaacgaggag  
     2761 gagctggagc ggcacgctca gttcctgttg gtgaacttca accacatcca caagaggata  
     2821 aggagggtgg cagacaagta tctatctggt ctggtggata agtttcccca cttgctctgg  
     2881 agcgggactg tgctgaagac catgctggac atcctgcaga ccctgtcact gtcactgagc  
     2941 gctgatattc acaaggatca gccttactat gacatccccg acgcccccta ccggatcacg  
     3001 gttcctgaca cgtacgaagc ccgtgagagc attgtgaagg acttcgctgc acgctgtggg  
     3061 atgatcctcc aggaggccat gaagtgggca cctaccgtca ccaagtccca cctgcaggaa  
     3121 tatctgaaca aacatcagaa ctgggtatcg ggactgtccc agcacacggg gctggccatg  
     3181 gccactgaga gcatccttca ctttgctggc tacaacaagc agaacacaac tcttggggca  
     3241 actcagctga gcgagcgccc ggcctgtgtg aagaaagact actccaactt catggcatcc  
     3301 ctgaatctgc gcaaccgcta cgcgggcgag gtgtatggaa tgattcggtt ctcaggcacc  
     3361 acaggccaga tgtctgacct gaacaaaatg atggtccagg atctacattc agctttagac  
     3421 cgcagtcatc ctcagcacta cacgcaggcc atgttcaagc tgaccgcaat gctcattagc  
     3481 agtaaagatt gtgacccgca gctccttcat catctgtgct ggggtcccct ccggatgttc  
     3541 aatgagcatg gcatggagac ggccctggcc tgctgggagt ggctgctggc tggcaaggat  
     3601 ggagtggaag tgccgttcat gcgggagatg gcaggggcct ggcacatgac ggtggagcag  
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     3661 aaatttggcc tgttttctgc tgagataaag gaagcagacc ccctggctgc ctcggaagca  
     3721 agtcaaccca aaccctgtcc ccccgaagtg accccccact acatctggat cgacttcctg  
     3781 gtgcagcggt ttgagatcgc caagtactgc agctctgacc aagtggagat cttctccagc  
     3841 ctgctgcagc gctccatgtc cctgaacatc ggcggggcca aggggagcat gaaccggcac  
     3901 gtggcggcca tcgggccccg cttcaagctg ctgaccctgg ggctgtccct cctgcatgcc  
     3961 gatgtggttc caaatgcaac catccgcaat gtgcttcgcg agaagatcta ctccactgcc  
     4021 tttgactact tcagctgtcc cccaaagttc cctactcaag gagagaagcg gctgcgtgaa  
     4081 gacataagca tcatgattaa attttggacc gccatgttct cagataagaa gtacctgacc  
     4141 gccagccagc ttgttccccc agataatcag gacacccgga gcaacctgga cataactgtc  
     4201 ggctctcggc aacaagccac ccaaggctgg atcaacacat accccctgtc cagcggcatg  
     4261 tccaccatct ccaagaaatc aggcatgtct aagaaaacca accggggctc ccagctgcac  
     4321 aaatactaca tgaagcgcag gacgctgctg ctgtccctgc tggccactga gatcgagcgt  
     4381 ctcatcacat ggtacaaccc gctgtcagcc ccggaactgg aactagacca ggccggagag  
     4441 aacagcgtgg ccaactggag atctaagtac atcagcctga gtgagaagca gtggaaggac  
     4501 aacgtgaacc tcgcctggag catctctccc tacctagccg tgcagctgcc tgccaggttt  
     4561 aagaacacag aagccattgg gaacgaagtg acccgtctcg ttcggttgga cccgggagcc  
     4621 gttagtgatg tgcctgaagc aatcaagttc ctggtcacct ggcacaccat cgacgccgat  
     4681 gctccagagc tcagccatgt gctgtgctgg gcgcccacgg acccacccac aggcctctcc  
     4741 tacttctcca gcatgtaccc gccgcaccct ctcacggcgc agtacggggt gaaagtcctg  
     4801 cggtccttcc ctccggacgc catcctcttc tacatccccc agattgtgca ggccctcagg  
     4861 tacgacaaga tgggctatgt gcgggagtat attctgtggg cagcgtctaa atcccagctt  
     4921 ctggcacacc agttcatctg gaacatgaag actaacattt atctagatga agagggccac  
     4981 cagaaagacc ctgacatcgg cgacctcctg gatcagttgg tagaggagat cacaggctcc  
     5041 ttgtccggcc cagcgaagga cttttaccag cgggagtttg atttctttaa caagatcacc  
     5101 aacgtgtcgg ctatcatcaa gccctaccct aaaggcgacg agagaaagaa ggcttgtctg  
     5161 tcggccctgt ctgaagtgaa ggtgcagccg ggctgctacc tgcccagcaa ccctgaggcc  
     5221 attgtgctgg acatcgacta caagtctggg accccgatgc agagtgctgc aaaagcccca  
     5281 tatctggcca agttcaaggt gaagcgatgt ggagttagtg aacttgaaaa agaaggtctg  
     5341 cggtgccgct cagactccga ggatgagtgc agcacgcagg aggccgacgg ccagaagatc  
     5401 tcctggcagg cagccatctt caaggtggga gacgactgcc ggcaggacat gctggccctg  
     5461 cagatcatcg acctcttcaa gaacatcttc cagctggtcg gcctggacct ctttgttttt  
     5521 ccctaccgcg tggtggccac tgcccctggg tgtggggtga tcgagtgcat ccccgactgc  
     5581 acctcccggg accagctggg ccgccagaca gacttcggca tgtacgacta cttcacacgc  
     5641 cagtacgggg atgagtccac cctggccttc cagcaggccc gctacaactt catccgaagc  
     5701 atggccgcct acagcctcct gctgttcctg ctgcagatca aggacagaca caacggcaac  
     5761 attatgctgg acaagaaggg ccatatcatc cacatcgact ttggcttcat gtttgaaagc  
     5821 tcgccgggcg gcaatctcgg ctgggaaccc gacatcaagc tgacggatga gatggtgatg  
     5881 atcatggggg gcaagatgga ggccacaccc ttcaagtggt tcatggagat gtgtgtccga  
     5941 ggctacctgg ctgtgcggcc ctacatggac gcggtcgtct ccctggtcac tctcatgttg  
     6001 gacacgggcc tgccctgttt tcgcggccag acaatcaagc tcttgaagca caggtttagc  
     6061 cccaacatga ctgagcgcga ggctgcaaat ttcatcatga aggtcatcca gagctgcttc  
     6121 ctcagcaaca ggagccggac ctacgacatg atccagtact atcagaatga catcccctac  
     6181 tga  
 
 
Reviewed and approved by site quality representative. 
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