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Hck, activated

(Recombinant enzyme expressed in Sf21
Item # 14-843, 14-843-K, 14-843M
Parent Lot # DBCNO13N

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 Hck, amino acids 230-497
expressed by baculovirus in Sf21 insect cells.
Purified using Ni**/NTA agarose. Auto-activated
on column by incubating with Mg/ATP, excess
ATP and MgAc removed by multiple column
wash steps.

Purity 80% by SDS-PAGE and Coomassie blue
staining. MW = 34kDa.

Specific Activity (Parent lot# D8CNO13N):
40900U/mg, where one unit of Hck activity is
defined as 1nmol phosphate incorporated into
250uM (GGMEDIYFEFMGGKKK) per minute at
30°C with a final ATP concentration of 200uM.

insect cells)

Formulation: 0.824mg/ml of enzyme in 50mM Tris/HCI
pH7.5, 300mM NaCl, 0.1mM EGTA, 0.03% Brij-35, 270mM
sucrose, 1mM benzamidine, 0.2mM PMSF, 0.1% 2-
mercaptoethanol, 5mM B-glycerophosphate, 1mM NazVO,.
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: 0.05-0.41ng of this lot of enzyme
phosphorylated 250uM (GGMEDIYFEFMGGKKK) in

MS Tryptic Fingerprint: Confirmed identity as Hck
with the translated sequence listed on page three.

the assay described on page two. Assay background

was subtracted from the actual counts to yield the

results shown below.

SDS-PAGE and Coomassie
Stain: Purity was assessed by
SDS-PAGE and Coomassie
blue staining using 3ug of Hck,

activated.
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Kinase Assay Protocol

Stock Solutions:

1. 5 x Reaction Buffer: 40mM MOPS/NaOH pH7.0, 3.

1mM EDTA, other components.

2. (GGMEDIYFEFMGGKKK): Use at a final assay
concentration of 250uM. Prepare a 2.5mM stock

and add 2.5l of stock per assay point. 4.

Assay Procedure (96 well plate format):

Add 5pl of 5 x reaction buffer per assay to wells.
Add 2.5ul of (GGMEDIYFEFMGGKKK) .

Add 2.5ul (XX—XXng) activated Hck .

Add 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.

Hck, activated: Dilute with 20mM MOPS/NaOH
pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use
0.05-0.41ng per assay point.

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

Transfer a 10l 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
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Hck Sequence Information

Protein Human Hck
Tags N-terminal 6His

Native sequence

Accession number

GenBank NM_002110

Recombinant Hck amino acid sequence:

1 MSYYHHHHHH DYDI PTTENL
61 KHTKVAVKTM KPGSMSVEAF
121 DFLKSDEGSK QPLPKLI DFS
181 ARVI EDNEYT AREGAKFPI K
241 NPEVI RALER GYRMPRPENC

Recombinant Hck nucleotide sequence

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

at gt cgt act
tattttcagg
aagct ggaga
aagcacacca
ct ggcagagg
gt ggt cacca
gactttctga
gcccagattg
cgagct gcca
gcccgggt ca
t ggacagct ¢
tttggtatcc
aaccct gaag
ccagaggagc
acct t cgaat

accat cacca

gcgecat ggg
agaaact t gg
aggt ggcagt
ccaacgt gat
aggagcccat
aaagt gat ga
cagaaggcat
acat ct t ggt
tt gaggacaa
ct gaagccat
tgct gat gga
t gat ccgagce
tctacaacat
acat ccagag

YFQGAMGSEK
LAEANVVKTL
AQ AEGVAFI
WIAPEAI NFG
PEELYNI MVR

t caccat cac
at ct gagaaa
agct gggcag
gaagacgat g
gaaaactct g
ctacatcatc
gggcagcaag
ggccttcatc
ctctgcatcc
cgagt acacg
caactttggc
gat cgt cacc
t ct ggagegt
cat gat gcgc
t gt gct ggat

DAVEI PRESL
QHDKLVKLHA
EQRNY! HRDL
SFTI KSDW\B
CWKNRPEERP

gattacgata

gat gcct ggg

tttggggaag
aagccaggga

cagcat gaca
acggagttca
cagccattgc
gagcagagga
ctggtgtgta
gct cgggaag
tccttcacca
tacggccgga
ggat accgga
t gct ggaaaa
gacttctaca

KLEKKL GAGQ
WTKEPI VI |
RAANI LVSAS
FG LLMEI VT
TFEYI QSVLD

t cccaacgac
agat ccctcg
t ct ggat ggc
gcat gt cggt
agct ggt caa
t ggccaaagg
caaaact cat
act acat cca
agattgctga
gggccaagtt
t caagt caga
tcccttacce
tgcct cgecce
accgt ccgga
cggccacat a

E29 of the recombinant protein is equivalent to E230 of human Hck

FGEVWWATYN
TEFMAKGSLL
LVCKI ADFGL
YGRI PYPGVS
DFYTAT

cgaaaacct g
ggaat ccctc
cacct acaac
ggaggcecttc
acttcat gcg
aagcttgctg
tgacttctca
ccgagacctc
ctttggectg
ccccat caag
cgtctggtcc
agggat gt ca
agagaact gc
ggagcggecg
g

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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