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GRKSH5, active

(Recombinant enzyme expressed in Sf21 insect cells)

ltem # 14-714, 14-714-K, 14-714M
Parent Lot # 2398184

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
6His-tagged, recombinant, full length,
human GRK5 expressed by
baculovirus in Sf21 insect cells.
Purified using Ni**/NTA agarose.
Purity 96.6% by SDS-PAGE and
Coomassie blue staining. MW =
71.6kDa.

Specific  Activity  (Parent lot#
2398184): 204U/mg, where one unit of
GRK5, active activity is defined as
1nmol phosphate incorporated into
2mg/ml casein per minute at 30°C with
a final ATP concentration of 100uM.

Formulation: 0.985mg/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 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: 2-18ng of this lot

of enzyme  MS Tryptic Fingerprint: Confirmed identity as GRK5

phosphorylated 2mg/ml casein in the assay described  with the translated native sequence listed on page
on page two. Assay background was subtracted from  three.
the actual counts to yield the results shown below.

SDS-PAGE and Coomassie

Stain: Purity was assessed by

GRKS5, active activity data SDS-PAGE and Coomassie
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Kinase Assay Protocol

Stock Solutions:

1.

5 x Reaction Buffer: 40mM MOPS-NaOH pH7.0,
1mM EDTA.

Casein: Use at a final assay concentration of
2mg/ml. Make up a 20mg/ml stock. Add 2.5ul of
stock per assay point.

Assay Procedure (96 well plate format):
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Add 5pl of 5 x reaction buffer per assay to wells.
Add 2.5l of casein.

Add 2.5ul (2-18ng), GRKS5, active.

Add 5ul of dH,0.

Add 10l of diluted [y-33P]ATP mixture.

Incubate for 10 minutes at 30°C.

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

3. GRKS5, active: Dilute with 20mM MOPS-NaOH
pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use 2-
18ng per assay point.

4, [7-33P]ATP: 2.5 X magnesium acetate/[y-ssP]ATP
cocktail: 25mM MgAc and 0.25mM ATP to which
is added [y-°P]JATP  (specific  activity
approximately 500 - 800cpm/pmol as required.)

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

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

. Wash the filtermat once for 2 minutes with methanol.

all assay components plus 1pul of 30% 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
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Protein

Tags

Native sequence

Human GRK5

GRKS5 Sequence Information

N-terminal 6His

Accession number

GenBank NM_005308

Recombinant GRK5 amino acid sequence:

1
61
121
181
241
301
361
421
481
541
601

MSYYHHHHHH
KEILKFPHIS
EVTPDEKLGE
EYLRGEPFHE
MYACKRLEKK
LKFHIYNMGN
GLAVKIPEGD
KVKREEVDRR
MNFKRLEAGM
WQNEMIETEC
TSFNHHINSN

DYDIPTTENL
QCEDLRRTID
KGKEIMTKYL
YLDSMFFDRF
RIKKRKGESM
PGFEEERALF
LIRGRVGTVG
VLETEEVYSH
LDPPFVPDPR
FKELNVFGPN
HVSSNSTGSS

YFQGAMDPEF
RDYCSLCDKQ
TPKSPVFIAQ
LQWKWLERQP
ALNEKQILEK
YAAEILCGLE
YMAPEVLNNQ
KFSEEAKSIC
AVYCKDVLDI
GTLPPDLNRN

Recombinant GRK5 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
1681

atgtcgtact
tattttcagg
gtcttgectga
aaagaaatcc
agagattact
tgtgaaacca
gaagttactc
accccaaagt
gagaagctcc
gagtacctga
ctccagtgga
gtgctaggaa
atgtatgcct
gccctcaatg
tatgcctacg
ctgaagttcc
tatgcggcag
gatctgaaac
ggcttggcetg
tacatggctc
cttggctgcc
aaggtgaagc
aagttctccg
aggctgggct
atgaacttca
gctgtgtact
ctggaccaca
tggcaaaacg
ggtaccctcc
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accatcacca
gcgccatgga
aagccaggga
tgaagttccc
gcagtttatg
ggcctgggct
cagatgaaaa
cccctgtttt
tacagaagcc

ggggagaacc
agtggttgga
aagggggctt
gcaagcgctt
agaagcagat
agaccaagga
acatctacaa
agatcctctg
ctgaaaacat
tgaagatccc
cagaggtcct
tcatctatga
gggaggaggt
aggaggccaa
gccaggagga
agcgcttaga
gtaaggacgt
cagacgacga
agatgataga
cgccagatct

tcaccatcac
tccggaattc
agggeegcegga
tcacattagc
tgacaagcag
ggagtgttac
actgggagag
catagcccaa
gtgcaaagaa
attccacgaa
aaggcaaccg
cggggaggtc
ggagaagaag
cctcgagaag
tgcactgtgc
catgggcaac
cggcttagaa
cctgttagat
cgagggagac
gaacaaccag
gatgatcgag
ggaccgeegyg
gtccatctgc
gggggctgca
agccgggatg
gctggacatc
cttctactcc
aacagaatgc
gaacagaaac

Cat# 14-714,

MELENIVANT
PIGRLLFRQF
VGQDLVSQTE
VTKNTFRQYR
VNSQFVVNLA
DLHRENTVYR
RYGLSPDYWG
KMLLTKDAKQ
EQFSTVKGVN
HPPEPPKKGL

gattacgata
atggagctgg
ggaaagcgca
cagtgtgaag
ccaatcggga
attcagttcc
aaagggaagg
gttggccaag
ctcttttctg
tatctggaca
gtgaccaaaa
tgtgcctgcc
aggatcaaaa
gtcaacagtc
ttggtcctga
cctggecttcg
gacctccacc
gattatggcc
ctgatccgceg
aggtacggcc
ggccagtcgc
gtcctggaga
aagatgctgc
gaggtcaaga
ttggaccctc
gagcagttct
aagttctcca
tttaaggagc
caccctccgg

VLLKAREGGG
CETRPGLECY
EKLLQKPCKE
VLGKGGFGEV
YAYETKDALC
DLKPENILLD
LGCLIYEMIE
RLGCQEEGAA
LDHTDDDFYS
LQRLFKRQHQ

tcccaacgac
aaaacatcgt
aagggaaaag
acctccgaag
ggctgetttt
tggactccgt
aaattatgac
acctggtctc
cctgtgcaca
gcatgttttt
acactttcag

aggttcgggc
agaggaaagsg
agtttgtggt
ccatcatgaa
aggaggagesg
gtgagaacac
acattaggat
gccgggtggsg
tgagccccga
cgttccgegg
cggaggaggt
tcacgaaaga
gacacccctt
ccttcgttcc
ccactgtgaa
cgggctctgt
tgaacgtgtt
aaccgcccaa

14-714-K, 14-714M

M31 of the recombinant protein is equivalent to M1 of human GRK5

GKRKGKSKKW
IQFLDSVAEY
LFSACAQSVH
CACQVRATGK
LVLTIMNGGD
DYGHIRISDL
GQSPFRGRKE
EVKRHPFFRN
KFSTGSVSIP
NNSKSSPSSK

cgaaaacctg
ggccaacacg
caagaagtgg
gaccatagac
ccggecagttt
ggcagaatat
caagtacctc
ccagacggag
gtctgtccac
tgaccgcttt
gcagtatcga
cacgggtaaa
ggagtccatg
caacctggcc
tgggggtgac
ggeccttgttt
cgtctaccga
ctcagacctg
cactgttggc
ctactggggc
ccgcaaggag
gtactcccac
tgcgaagcag
cttcaggaac
agacccccgc
gggcgtcaat
gtccatccca
tggacctaat

gaaagggctg

Lot# 2398184
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1741 ctccagagac tcttcaagcg gcagcatcag aacaattcca agagttcgcc cagctccaag
1801 accagtttta accaccacat aaactcaaac catgtcagct cgaactccac cggaagcagc

1861 tag

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.

© 2014 Eurofins Pharma Discovery Services UK Limited is an independent member of Eurofins Discovery Services
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