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GRK1, active

(Recombinant enzyme expressed in Sf21

ltem # 14-935, 14-935-K, 14-935M
Parent Lot # D13HPO04N

insect cells)

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, human GRK1 full

length, expressed by baculovirus in Sf21
insect cells. Purified using immobilized metal
affinity chromatography.

Purity 84% by SDS-PAGE and Coomassie
blue staining. MW = 68kDa.

Specific Activity (Parent lot# D13HP0OO04N):
94U/mg, where one unit of GRK1 activity is
defined as 1nmol phosphate incorporated into
300uM  (KKKKERLLDDRHDSGLDSMKDEE)
per minute at 30°C with a final ATP
concentration of 100uM.

Formulation: 1.930mg/ml of enzyme in 50mM Tris/HCI pH7.5,
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

Quiality Control Testing

Kinase Assay: 9-193ng of this lot of

phosphorylated

(KKKKERLLDDRHDSGLDSMKDEE) in the
Assay background was
subtracted from the actual counts to yield the results

described on page two.

shown below.

enzyme  MS Tryptic Fingerprint: Confirmed identity as GRK1
300puM  with the translated sequence listed on page three.
assay

SDS-PAGE and Coomassie
Stain: Purity was assessed by
SDS-PAGE and Coomassie blue
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Kinase Assay Protocol

Stock Solutions:

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

2. (KKKKERLLDDRHDSGLDSMKDEE) : Use at a
final assay concentration of 300uM. Prepare a
10mM stock and add 0.75pl of stock per assay
point.

3. 10% Brij-35: Use at a final assay concentration of
0.1% (w/v). Use 0.25ul of a 10% stock solution per
assay point.

4. Manganese Chloride: Use at a final assay
concentration of 1ImM. Prepare a 100mM stock in
water and use 0.25ul per assay point.

Assay Procedure (96 well plate format):

Add 5ul of 5 x reaction buffer per assay to wells.
Add 0.75ul of (KKKKERLLDDRHDSGLDSMKDEE) .
Add 0.25ul of manganese chloride
Add 0.25pl of 10% brij-35
Add 0.25ul of sodium orthovanadate
Add 0.025pl of sodium B-glycerophosphate
Add 6.15pl of dH,0.
Add 2.5ul (9—193ng) GRK1, active.
Add 10pl of diluted [y-*P]JATP mixture.
. Incubate for 10 minutes at 30°C.
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. Stop the reaction by adding 5ul of 3% phosphoric acid.
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. Wash the filtermat once for 2 minutes with methanol.
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assay components plus 1pl of 30% phosphoric acid.

Sodium orthovandate: Use at a final assay
concentration of 1ImM. Prepare a 100mM stock in
water and use 0.25ul per assay point.

Sodium B-glycerophosphate: Use at a final assay
concentration of 5mM. Prepare a 1M stock in water
and use 0.025pl per assay point.

GRK1, active: Dilute with 20mM MOPS/NaOH
pH7.0, 1mM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use 9-
193ng per assay point.

[y-PPIATP: 2.5 x MgAc/[y*’P]ATP cocktail: 25mM
MgAc and 0.25mM ATP to which is added
[V**P]JATP (specific activity approximately 500 -
800cpm/pmol as required).

. Transfer a 10yl 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 all
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Native sequence

Accession number

human GRK1

N-terminal 6His

GenPept NP_002920

Recombinant GRK1 amino acid sequence:

1
61
121
181
241
301
361
421
481
541

MBYYHHHHHH
QPSRDKKYLA
LWKDI EDYDT
PLLQATLAHL
QVKATGKLYA
TI MNGGDI RY

GRK1 Sequence Information

DYDI PTTENL YFQGAMDPEF GRRVDFGSLE
KLKLPPLSKC ESLRDSLSLE FESVCLEQP

ADNDLQPQKA QTI LAQYLDP QAKLFCSFLD
GQAPFQEYLG SLYFLRFLQW KW.EAQPMGE
CKKLNKKRLK KRKGYQGAMW

HI YNVNEENP

GFPEPRALFY

DGNVRI SDLG LAVELLDGQS KTKGYAGTPG
KVENKELKHR | | SEPVKYPD
LNVWRQLEAGM LMPPFI PDSK
EFATGNCPI P WOEEM ETA  FGELNVWRSD

ARGPFRARGE
KLRAHPLFKD

Recombinant GRK1 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 gt cgt act
tattttcagg
accgtcgttg
cagccct ccc
gaat ccct ga
ggt aagaaat
ttgt ggaagg
cagacgat t t
gagggt at cg
cccettetge
tcact ct act
gactggttcc
cagat gaagg
aaaaggaagg
agat t catcg
acaat cat ga
ggttttccag
tt gcat cagc
gacggt aacg
aagact aagg
gagt acgact
gct agaggcc
at cat cagcg
gaggct ct gc
aaact cagag
ct gat gccac
ggt gcat t ct
gaatttgcaa
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accat cacca
gcgccat gga
ct aact cagc
gcgacaaaaa
gggact ccct
tgtttcagca
acat agaaga
tggct cagt a
t agcaaagt t
aggcgact ct
ttctgcgett
tggacttccg
caaccggcaa
gt taccaggg
tgtcattggce
acggcggt ga
aacccagagc
gcaggat cgt
tgcgcatctc
gat acgct gg
ttagcgttga
cgtttagagc
agcct gt gaa
t t gagaagga
ctcat cctct
cctttatccc
caactgttaa
ct ggt aactg

tcaccat cac
tccagaattc
ttttatcgec
gt actt ggca
gt ctct cgag
gttcctgcag
ct at gacaca
cct ggacccc
caaggagggt
cgcgcatctc
t ct gcaat gg
cgt gct ggga
actttatgcg
agccat ggt a
ctacgegttt
t at caggt at
cctgttctac
ct acagggat
agact t gggt
tacccccgge
ttatttcgce
acgcggagaa
at at ccagac
ccct gagaag
gt ttaaggat
cgact ct aag
gggt gt tgeg
ccctatccct

EKKI LMKVHS
TAQ | CGLEH
FMAPELLQGE
KFSQASKDFC
TVYAKDI QDV
GQVPDDVKG

gat tacgat a
ggt cgacgaa
gct agaggt t
aagct caagc
ttcgagt cag
t cagct gaaa
gcggat aacg
caagct aagc
cccgt ggaaa
ggacaggcgc
aagt ggct cg
aagggcggct
t gcaagaagc
gagaagaaaa
gaaaccaagg
cacatttaca
act gct caga
tt gaaacctg
ctggctgtgg
tttatggcce
ttgggtgtta
aaggt t gaga
aagttctccc
agat t gggct
cttaact gga
actgtctatg
ttcgacaaga

t ggcaggagg

Cat# 14-935, 14-935-K, 14-935M

TVVANSAFI A
GKKLFQQFLQ
EG VAKFKEG
DWFLDFRVLG
RFI VSLAYAF
LHQRRI VYRD
EYDFSVDYFA
EALLEKDPEK
GAFSTVKGVA
SGGSSSSSKS

t cccaacgac
tggactttgg
catt cgat gg
tgcctcctct
tgtgccttga
aacat ct gcc
at ct ccagcc
ttttctgctc
t acaggat gg
ccttccagga
aggcgcagcc
t cggagaggt
t gaat aagaa
ttttgat gaa
ccgatttgtg
at gt caacga
tcatctgtgg
aaaacgt cct
aactgcttga
cagagct cct
cact ct at ga
acaaggaact
aggccagcaa
tccgcgat ga
ggcagct gga
ct aaagacat
ccgat acgga
agat gat cga

M34 of the recombinant protein is equivalent to M1 of human GRK1

ARGSFDGSSS
SAEKHLPALE
PVElI QDGLFQ
KGGFGEVSAC
ETKADLCLVM
LKPENVLLDN
LGVTLYEM A
RLGFRDETCD
FDKTDTEFFQ
GMCLVS

cgaaaacct g
at ct ct cgag
ct cat cat ct
gt ccaagt gt
acaacccat c
tgcat t ggag
t cagaaggct
tttcctggac
ccttttccaa

gt acct gggc
aat gggcgag
gtccgettge
aagact gaag
agt gcact ca
cctcgtcatg
ggaaaacccc
actt gagcac
cct ggat aac
cggccaaagt
gcagggagag
gat gatt gcg
caagcat aga
ggact t ct gt
aacct gt gat
ggcaggcat g
ccaggatgtc
gttcttccag
aacaggcat ¢

Lot# D13HP0O04N



&% eurofins

Discovery Services

Certificate of Analysis
1681 tttggcgagc ttaacgtctg gagatctgac ggtcagatgc cagatgatat gaagggtatc
1741 agcggaggca gctcctcttc aagcaagagc ggaatgtgtc tggtcagttg a

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 is an independent member of Eurofins Discovery Services.
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