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Itk, active

(Recombinant enzyme expressed in Sf21  insect cells)

Item # 14-660, 14-660-K, 14-660M

Parent Lot # 32868U

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 Formulation: 2.15mg/m| of enzyme in 50mM Tris/HCI pH7.5,
recombinant’ human |tk, amino acids 352_617, 300mM NaCI, 0.1mM EGTA, 0.03% Brij-35, 270mM sucrose,
expressed by baculovirus in Sf21 insect cells. 1mM benzamidine, 0.2mM PMSF, 0.1% 2-mercaptoethan0|.
Purified using Ni**/NTA agarose. Purity 95% by  Frozen solution.

SDS-PAGE and Coomassie blue staining. MW

= 34kDa. Storage and Stability:  On receipt of material store at -70°C.
Unopened reagent is stable for a minimum of 1 year from date
Specific Activity (Parent lot# 32868U): of shipment when stored at recommended storage temperature.

101U/mg, where one unit of Itk activity is Avoid repeat freeze/thaw cycles. For maximum recovery of
defined as 1nmol phosphate incorporated into ~ Product, centrifuge original vial prior to removing the cap.

0.333mg/ml myelin basic protein (MBP) per . ) ) )
minute at 30°C with a final ATP concentration  Handling Recommendations:  Rapidly thaw the vial under cold

of 100uM. 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: 67-268ng of this lot of enzyme  MS Tryptic Fingerprint: Confirmed identity as Itk with
phosphorylated 0.333mg/ml myelin basic protein  the translated native sequence listed on page three.
(MBP) in the assay described on page two.

SDS-PAGE and Coomassie
Stain: Purity was assessed by
SDS-PAGE and Coomassie

97kDa blue staining using 3pg of Ik,

66D |

ITK(1) 32868U Actviy Data

80000
70000 45kDa
£ 60000 /

< 50000 | —
= 4000 e 30kDa
= 300

Ao v 20.1kDa

10000
0 T T T T T
0 50w s we me wme | 144kDa
ng protein
Eurofins Pharma Gemini Crescent T| +44 (0)1382 561600
Discovery Services UK Dundee Technology Park F| +44 (0)1382 561601
Limited DUNDEE www.eurofins.com/pharmadiscovery

DD2 1SW United Kingdom



<& eurofins

Discovery Services

Certificate of Analysis

Kinase Assay Protocol

Stock Solutions:

1.

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

Myelin Basic Protein (MBP): Use at a final
concentration of 0.333mg/ml. Make a 3.33mg/ml
stock. Add 2.5pl 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 2.5ul of myelin basic protein (MBP)

Add 2.5ul (67-268ng) Itk, active .

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.

Itk, active: Dilute with 20mM MOPS-NaOH
pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1Img/ml BSA. Use 67—
268ng per assay point.

[y-PP]ATP: 2.5 x magnesium acetate/[y-"PJATP
cocktail: 25mM MgAc and 0.25mM ATP to which
is added [y °P]JATP  (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.

. Wash the filtermat once for 2 minutes with methanol.

all assay components plus 1ul 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 Itk

N-terminal 6His

Accession number

Recombinant Itk amino acid sequence:

1 MSYYHHHHHH DYDI PTTENL

61

NKDKVAI KT

REGAMSEEDF

121 SDYLRTQRGL FAAETLLGMC
181 TRFVLDDQYT SSTGIKFPVK
241 NSEVVEDI ST GFRLYKPRLA

Recombinant Itk nucleotide sequence:

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

at gt cgt act
tattttcagg
acttttgtge
aacaaggaca
at agaggagg
gt gt gcct gg
tcagattatc
ct ggat gt gt
gct gccagaa
acaaggttcg
t gggcat ccc
tttggtgtgc
aact cagagg
t ccacacacg
gccttctcca

accat cacca
gcgecat ggg
aagagat t gg
aggt ggct at
ct gaagt aat
agcaggcccc
tacgcaccca
gt gagggcat
attgtttggt
ttctggatga
cagaggtttt
t gat gt ggga
t ggt ggaaga
t ct accagat
gact gct gcg

GenBank NM_005546

Itk Sequence Information

YFQGAMGSRY GKW/I DPSEL TFVQEl GSGQ
SHPKLVQLYG VCLEQAPI CL

| EEAEVMVKL
LDVCEGVAYL
WASPEVFSFS
STHVYQ M\H

t caccat cac
at ccagat ac
cagt gggcaa
caaaaccatt
gat gaaactc
catctgcctg
gcggggact t
ggcctacctg
gggagaaaac
t cagt acacc
ctctttcagt
agttttcagt
cat cagt acc
t at gaat cac
t caact ggct

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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EEACVI HRDL
RYSSKSDVW6
CWKERPEDRP

gat t acgat a
gggaaat ggg
tttgggttgg
cgggaagggg
tctcatccca
gt gt t t gagt
tttgctgcag
gaagaggcat
caagt cat ca
agt t ccacag
cgct at agca
gaaggcaaaa
ggat tt cggt
t gct ggaaag
gaaat t gcag

AARNCLVGEN
FGVLMAEVFS
AFSRLLRQLA

tcccaacgac
t gat cgaccc
tgcat ct ggg
ct at gt caga
aact ggt gca
t cat ggagca
agaccct gct
gt gt cat cca
aggt gt ct ga
gcaccaaatt
gcaagt ccga
tcccgtatga
t gt acaagcc
agagaccaga
aat ag

is an independent member of Eurofins Discovery Services.

Cat# 14-660, 14-660-K, 14-660M

R29 of the recombinant protein is equivalent to R352 of human Itk

FGLVHLGYWL
VFEFMEHGCL
QVI KVSDFGM
EGKI PYENRS
El AE

cgaaaacctg
ct cagagctc
ctactggctc
agaggacttc
gct gt at ggg
cggctgectg
gggcat gt gt
cagagacttg
ctttgggatg
cccggt gaag
tgt gt ggtca
aaaccgaagc
ccggct ggece
agat cggcca

Lot# 32868U



