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AMPK (al, B1, y1), active

(Recombinant enzyme expressed in
Item # 14-840, 14-840-K, 14-840M
Parent Lot # 1814904

E. coli)

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: Recombinant, human
AMPK (a1, B1, y1) holoenzyme, comprised of full
length N-terminal 6His-tagged AMPKal, full
length untagged AMPKB1 and full length
untagged AMPKyl. Expressed in E coli cells and
activated in vivo. Purified using Ni**/NTA
agarose.

Purity 58.8% by SDS-PAGE and Coomassie blue
staining. AMPKal MW = 64kDa, AMPKB1 MW =
30kDa, AMPKyl MW = 38kDa

Specific  Activity (Parent lot# 1814904):
3099U/mg, where one unit of AMPK (al, B1, y1)
activity is defined as 1nmol phosphate
incorporated into 50uM (AMARAASAAALARRR)
per minute at 30°C with a final ATP concentration
of 100uM.

Formulation: 0.427mg/ml of enzyme in 50mM Tris/HCI
pH8.5, 300mM NacCl, 0.1mM EGTA, 0.03% Brij-35, 270mM
sucrose, 1mM benzamidine, 0.2mM PMSF, 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 microcentrifuge 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: 5-13ng of this lot of

shown below.

enzyme
phosphorylated 50uM (AMARAASAAALARRR) in the
assay described on page two. Assay background was
subtracted from the actual counts to yield the results

MS Tryptic Fingerprint: Confirmed identity as AMPK
(a1, B1, y1) with the AMPKal, AMPKB1l and
AMPKYy1 translated sequences listed on pages three
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Kinase Assay Protocol

Stock Solutions:

1. 5 x Reaction Buffer: 40mM MOPS/NaOH pH7.0,
1mM EDTA, other components.

2. (AMARAASAAALARRR): Use at a final assay
concentration of 50uM. Prepare a 500uM stock
and add 2.5l of stock per assay point.

3. AMP: Use at a final assay concentration of 200uM.
Prepare a 2mM stock and add 2.5ul per assay
point.

Assay Procedure (96 well plate format):

Add 5ul of 5 x reaction buffer per assay to wells.

Add 2.5l of (AMARAASAAALARRR) .

Add 2.5ul (5-13ng) AMPK ( a1, B1, y1).

Add 2.5l of 2mM AMP.

Add 2.5ul of dH,0.

Add 10pl of diluted [y-**P]JATP mixture.

Incubate for 10 minutes at 30°C.

Stop the reaction by adding 5pl of 3% phosphoric acid.
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. Wash the filtermat once for 2 minutes with methanol.
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all assay components plus 1l of 30% phosphoric acid.

AMPK (al, B1, yl), active: Dilute with 20mM
MOPS/NaOH pH 7.0, 1mM EDTA, 0.01% Brij-
35, 5% glycerol, 0.1% 2-mercaptoethanol,
1mg/ml BSA. Use 5-13ng per assay point.

[y-PPIATP: 25 x MgAc/[y-P]JATP cocktail:
25mM MgAc and 0.25mM ATP to which is
added [y-**P]ATP (specific activity approximately
500 - 800cpm/pmol as required.)

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

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

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

. Read in a scintillation counter. Compare cpm of enzyme samples with cpm of control samples that contain

Page 2 of 5 Cat# 14-840, 14-840-K, 14-840M Lot# 1814904
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Protein

Tags

Native sequence

AMPK al Sequence Information

Human AMPKal

N-terminal 6His

Accession nhumber

GenBank AF100763

Recombinant AMPKal amino acid sequence:

1
61
121
181
241
301
361
421
481
541

MHHHHHHVAT AEKQKHDGRV KI GHYI LGDT
RREI ONLKLF RHPHI | KLYQ VI STPSDI FM VMEYVSGGEL
DEKESRRLFQ Q LSGVDYCH RHWVHRDLK
TSCGSPNYAA PEVI SCRLYA GPEVDI WESG VI LYALLCGT LPFDDDHVPT
YTPQYLNPSV | SLLKHMLQV DPMKRATI KD | REHEWFKQD LPKYLFPEDP
ALKEVCEKFE CSEEEVLSCL YNRNHQDPLA VAYHLI | DNR RI MNEAKDFY
DDHHLTRPHP ERVPFLVAET PRARHTLDEL
EVCRAI KQLD YEVKVVNPYY LRVRRKNPVT
EAKSGTATPQ RSGSVSNYRS COQRSDSDAEA
TI EFFEMCAN LI KI LAQ

I RSLDWKI

Recombinant AMPKal nucleotide sequence:

1

61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961
1021
1081
1141
1201
1261
1321
1381
1441
1501
1561
1621

at gcaccatc
aagat cggcc
gt t ggcaaac
att cggagcc
aggcatcctc
gt gat ggaat
gat gaaaaag
aggcat at gg
aat gcaaaga
acaagttgtg
ggcccagagg
cttccatttg
tatacccctc
gat cccat ga
ctt ccaaaat
gcct t aaaag
t acaacagaa
agaat aat ga
gatgatcatc
ccaagggcac
aggaaagcaa
gaagt at gt a
ttgcgtgtac
taccaagt gg
gaagccaaat
t gccaaagga
tcatctgtga
acaat agaat
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accat cacca
actacattct
at gaat t gac
tt gat gt ggt
at at aatt aa
at gt ct cagg
aaagt cggcg
t ggt ccat ag
tagctgattt
gct cacccaa
tagatatatg
at gat gacca
aatatttaaa
agagggccac
atctctttcc
aagt at gt ga
at caccagga
at gaagccaa
acctgactcg
gccat accct
aat ggcattt
gagcaat caa
gaaggaagaa
at agt agaac
cagggact gc
gtgattcaga
cctcacttga
tttttgagat

t at ggcgaca
gggt gacacg
t gggcat aaa
aggaaaaat c
act gt accag
aggagagct a
tctgttccaa
agatttgaaa
tggtctttca
ctat gctgca
gagcagt ggg
t gt gccaact
tccttetgtg
aat caaagat
t gaggat cca
aaagtttgag
tcctttggeca
agatttctat
gccccat cct
tgatgaatta
aggaatt aga
acaat t ggat
tcct gt gaca
ttatctactg
tact ccacag
t gct gaggct
ctcttctcct
gt gt gcaaat

LGVGTFCGKVK VGKHELTGHK

PENVLLDAHM NAKI ADFGLS

NPQKSKHQGV RKAKWHLG R

STYSKMSLQL
QCGKSSEVSLT

gccgagaagc
ct gggggt cg
gt agct gt ga
cgcagagaaa
gt cat cagt a
tttgattata
cagatccttt
cctgaaaat g
aacat gat gt
ccagaagt aa
gttattctct
ctttttaaga
attagccttt
at cagggaac
tcat at agt t
t gct cagaag
gttgcctacc
tt ggcgacaa
gaaagagt ac
aat ccacaga
agt caaagtc
t at gaat gga
agcact t act
gatttccgta
agat cgggat
caaggaaaat
gttgacct aa
ct aat t aaaa

Cat# 14-840, 14-840-K, 14-840M

YQVDSRTYLL
SSVTSLDSSP

agaaacacga
gcaccttcgg
agat act caa
tt cagaacct
caccat ct ga
t ct gt aagaa
ctggt gt gga
tcctgcttga
cagat ggt ga
tttcaggaag
atgctttatt
agat at gt ga
t gaaacat at
at gaat ggt t
caaccat gat
aggaagt t ct
at ct cat aat
gcccacct ga
cattcttggt
aat ccaaaca
gaccaaat ga
aggt t gt aaa
ccaaaat gag
gt att gat ga
cagttagcaa
cct cagaagt
ct ccaagacc
ttcttgcaca

M8 of the recombinant protein is equivalent to M1 of human AMPKal

VAVKI LNRQK
FDYI CKNGRL
NMVBDGEFLR
LFKKI CDG F
SYSSTM DDE
LATSPPDSFL
SQSRPNDI MA
DFRSI DDEI T
VDL TPRPGSH

cgggcgggt g
caaagt gaag
t cgacagaag
caagcttttc
tattttcatg
t ggaaggct g
ttattgtcac
tgcacacat g
atttttaaga
attgtatgca
at gt ggaacc
tgggatcttc
gctgcaggt g
t aaacaggac
t gat gat gaa
cagctgtctt
agat aacagg
ttecttttctt
t gct gaaaca
ccaaggtgta
tattatggca
cccat at t at
tctacagtta
t gaaatt aca
ct at cgat ct
ttctcttacc
t ggaagt cac
at aa

Lot# 1814904
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Protein

Tags

Native sequence

AMPKB1 Sequence Information

Human AMPKf1

untagged

Accession nhumber

GenBank NM_006253

Recombinant AMPKB1 amino acid sequence:

1 MGNTSSERAA LERHGGHKTP RRDSSGGTKD GDRPKI LMDS PEDADLFHSE
61 LAWQHDLEVN DKAPAQARPT VFRWIGGGKE
121 GEHQYKFFVD GQWIHDPSEP | VTSQLGTVN
181 SSPPGPYHQE PYVCKPEERF RAPPI LPPHL
241 ALSI KDGVMV LSATHRYKKK YVTTLLYKP

Recombinant AMPKB1 nucleotide sequence:

1
61
121
181
241
301
361
421
481
541
601
661
721
781

at gggcaat a
cggagggaca
cccgaagacg
ct ggcct gge
gtgtttcgat
agt aaacttc
ggagagcat c
at agt aacca
gaagtatttg
agttctcccc
cgggcacccc
atttcctgtg
gcgetgtcta
tacgt cacca
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ccagcagt ga
gct cgggggy
ccgacctct t
agcat gat ct
ggacgggggyg
ccct caccag
agt acaagt t
gccagcet t gg
atgcttt aat
caggaccct a
ctattctccc
atccagcettt
t caaggat gg
ccttgttata

gcgcgecgeg
caccaaggac
ccact ccgag
ggaagt gaat
cggaaaggaa
aagccacaat
ctttgtggat
cacagtt aac
ggt ggattcc
ccat caggag
cccacatctc
gcttcctgag
agt gatggtg
caagcccat a

VYLSGSFNNW SKLPLTRSHN

NI | QVKKTDF

EVFDALMWDS

LQVI LNKDTG | SCDPALLPE

ct ggagcgge
ggggacaggc
gaaat caagg
gat aaagctc
gtttacttat
aactttgtag
ggt cagt gga
aacatcattc
caaaagt gct
ccctacgt ct
ct ccaggt ca
cccaat cacg
ct cagcgcaa
tga

Cat# 14-840, 14-840-K, 14-840M

at ggt ggcca
ccaagat cct
caccagagaa
ccgeccaggce
ctgggtcctt
ccat cct gga
cgcacgaccc
aagt gaagaa
ccgatgtgtc
gcaaacccga
tcct gaacaa
tcat gct gaa
cccaccggta

M1 of the recombinant protein is equivalent to M1 of human AMPK@1

El KAPEKEEF
NFVAI LDLPE
KCSDVSELS
PNHVMLNHLY

t aagacgccc
gat ggacagc
ggaggaattc
t cggccaacg
caacaact gg
tct gccggaa
ttccgagccc
aactgacttt
t gagct gt cc
agagcgcttt
ggacacgggg
ccacctatac
caagaagaag

Lot# 1814904
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Protein

Tags

Native sequence

AMPKYy1 Sequence Information

Human AMPKy1

untagged

Accession nhumber

GenBank NM_002733

Recombinant AMPKy1 amino acid sequence:

1
61
121
181
241
301

METVI SSDSS PAVENEHPQE TPESNNSVYT
FFALVTNGVR AAPLWDSKKQ SFVGWMLTI TD FI NI LHRYYK
YLQDSFKPLV CI SPNASLFD AVSSLI RNKI
TEFPKPEFMS KSLEELQ GT YANI AWRTT
YSKFDVI NLA AEKTYNNLDV SVTKALQHRS
VVWDENDVWVK G VSLSDI LQ ALVLTGGEKK

Recombinant AMPKyl nucleotide sequence:

1
61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961

at ggagacgg
accccagaat
ctgattccca
ttttttgett
agttttgtgg
tcagccttgg
t at ct ccagg
gctgtctett
ggcaat actt
actgagttcc
tatgccaata
gt acagcatc
tact ccaagt
tct gt gacga
ct gcat gaga
gt agt ggt gg
gccct ggt gc

tcatttcttc
ccaacaat ag
caagct ccaa
t ggt gact aa
gcat gct gac
tacagatcta
actcctttaa
cattaattcg
tgtacatcct
ccaagccaga
ttgctat ggt
gagt ct cagc
ttgatgttat
aagccttgca
ct ct ggagac
at gaaaat ga
t cacaggt gg

agat agct cc
cgt gt at act
attggttgta
cggt gt acga
cat cact gat
t gagct agaa
accgcettgtc
gaacaagat c
cacccacaag
gttcatgtcc
tcgcact acc
cctgccagtg
caat ct ggca
acat cgat ca
cat cat caac
t gt ggt caag
agagaagaag

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.

0 2014 Eurofins Pharma Discovery Services UK Limited
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SFMKSHRCYD

HRLPVI DPES
TPVYVALG F
HYFEGVLKCY
P

ccagct gt gg
tccttcatga
tttgatacgt
gctgecccctt
ttcatcaata
gaacacaaga
tgcatttctc
cacaggct gc
cgcattctga
aagt ct ct gg
acccccgt ct
gt ggat gaga
gcagaaaaga
cattactttg
aggct agt gg
ggaat t gt at
ccctga

LI PTSSKLW
SALVQ YELE
GNTLY!I LTHK
VQHRVSAL PV
LHETLETI I N

aaaat gagca
agtctcatcg
ccct gcaggt
t at gggat ag
tcctgcaccg
tagaaacttg
ct aat gccag
cagttattga
agttcctcaa
aagagct aca
at gt ggct ct
aggggcgt gt
cct acaacaa
agggt gt t ct
aagcagaggt
cactgtctga

is an independent member of Eurofins Discovery Services.

Cat# 14-840, 14-840-K, 14-840M

M1 of the recombinant protein is equivalent to M1 of human AMPKy1

FDTSLQVKKA
EHKI ETWREV
RI LKFLKLF
VDEKGRVVD
RLVEAEVHRL

t cct caagag
ct gct at gac
gaagaaagct
t aagaagcaa
ct act at aaa
gagagaggt g
cttgtttgat
cccagaat ca
attgtttatc
gatt ggcacc
ggggattttt
ggtggacatc
cctagatgta
caagt gct ac
tcaccgactt
catcctgcag

Lot# 1814904



