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IRAK4, active

(Recombinant enzyme expressed in Sf21 insect cells)

ltem # 14-599, 14-599-K, 14-599M
Parent Lot # 2463698

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
IRAK4, expressed by baculovirus in Sf21
insect cells.  Purified using Ni**/NTA-
agarose. Purity 81.4% by SDS-PAGE
and Coomassie blue staining. MW =
55.4kDa.

Specific Activity (Parent lot# 2463698):
1818U/mg, where one unit of IRAK4,
active activity is defined as 1nmol
phosphate incorporated into 0.33mg/mi
myelin basic protein per minute at 30°C
with a final ATP concentration of 200uM.

Formulation: 0.874mg/ml of enzyme in 50mM Tris/HCI pH7.5,
300mM NacCl, 0.1mM EGTA, 0.03% Brij-35, 270mM sucrose,
0.2mM PMSF, 1mM benzamidine, 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 snhap-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: 0.9-7.3ng of this

lot of enzyme
phosphorylated 0.33mg/ml myelin basic protein (MBP

MS Tryptic Fingerprint: Confirmed product identity
as IRAK4 with the translated sequence listed on

in the assay described on page two. Assay  page three.
background was subtracted from the actual counts to _
yield the results shown below. gtDmSn ,Plfﬁigfl;‘;si‘;cs’:‘;ff
by SDS-PAGE and
. Coomassie blue staining
IRAK4(h) Activity data using 3ug of IRAK4, active.
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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 assay
concentration of 0.33mg/ml. Make up a 3.3mg/ml
stock. Use 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 2.5ul of myelin basic protein (MBP).

Add 2.5ul (0.9-7.3ng) IRAK4, active.

Add 5pl of dH,0.

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

Incubate for 10 minutes at 30°C.

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

3.

IRAK4, active: Dilute with 20mM MOPS/NaOH
pH7.0, ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1mg/ml BSA. Use
0.9-7.3ng per assay point.

[y-*P]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 IRAK4

IRAK4 Sequence Information

N-Terminal 6His

Accession number

GenBank AF445802

Recombinant IRAK4 amino acid sequence:

1
61
121
181
241
301
361
421
481

MSYYHHHHHH
GWKKLAVAIK
NEFFAPASLL
SSPENKSLEV
AVKKLAAMVD
LDRLSCLDGT
GLARASEKFA
REPQLLLDIK
QQLLQEMTAS

DYDIPTTENL

YFQGAMDPEF

MNKPITPSTY

KPSGDDRYNQ FHIRRFEALL QTGKSPTSEL

LPDAVPKTAN
SDTRFHSFSF
ITTEELKQQF
PPLSWHMRCK
QTVMTSRIVG
EEIEDEEKTI

TLPSKEAITV
YELKNVTNNF
DQEIKVMAKC
TAQGAANGIN
TTAYMAPEAL
EDYIDKKMND

Recombinant IRAK4 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

atgtcgtact
tattttcagg
gtgcgctgec
ggatggaaga
tttcacataa
ctgtttgact
aatgaatttt
acactacctt
gacaggacat
tcaagtccag
tatgaattga
aaaatgggag
gcagtgaaga
gatcaagaaa
ttctcaagtg
ctagacagac
attgctcagg
gatattaaaa
ggccttgceac
acaacagctt
tacagctttg
cgtgaacctc
gaagattata
tctgttgcta
caacagctgc

accatcacca
gcgccatgga
tcaatgttgg
agttagctgt
ggagatttga
ggggcaccac
ttgctcctgce
ctaaagaagc
tgatgacacc
aaaataaaag
agaatgtcac
agggaggatt
agcttgcagc
taaaagtaat
atggagatga
tctettgett
gtgcagctaa
gtgcaaatat
gggcttctga
atatggcacc
gtgtggtttt
agttattgct
ttgataaaaa
gtcaatgtct
tgcaagagat

tcaccatcac
tccggaattc
actaattagg
agctattaaa
agcattactt
aaattgcaca
aagtcttttg
tataacagtt
tgtgcagaat
tttagaagtt
aaataacttt
tggagttgta
aatggttgac
ggcaaagtgt
cctctgctta
ggatggtact
tggcatcaat
cttactggat
gaagtttgcc
agaagctttg
actagaaata
agatattaaa
gatgaatgat
gcatgaaaag
gacagcttct

QQKQMPFCDK
DERPISVGGN
QHENLVELLG
FLHENHHIHR
RGEITPKSDI
ADSTSVEAMY

gattacgata
atgaacaaac
aagctgtcag
aaaccatctg
caaactggaa
gttggtgatc
ctcccagatg
cagcaaaaac
cttgaacaaa
agtgatacac
gatgaacgac
tataaaggct
attactactg
caacatgaaa
gtatatgttt
ccaccacttt
tttctacatg
gaagctttta
cagacagtca
cgtggagaaa
ataactggac
gaagaaattg
gctgattcca
aaaaataaga
taa

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.

VRCLNVGLIR
LFDWGTTNCT
DRTLMTPVQN
KMGEGGFGVV
FSSDGDDLCL
DIKSANILLD
YSFGVVLLEI
SVASQCLHEK

tcccaacgac
ccataacacc
attttattga
gtgatgatag
aaagtcccac
ttgtggatct
ctgttcccaa
agatgccttt
gctatatgcc
gttttcacag
ccatttctgt
acgtaaataa
aagaactgaa
acttagtaga
acatgcctaa
cttggcacat
aaaatcatca
ctgctaaaat
tgactagcag
taacacccaa
ttccagctgt
aagatgaaga
cttcagttga
gaccagacat

M31 of the fusion protein is equivalent to M1 of native human IRAK4

KLSDFIDPQE
VGDLVDLLIQ
LEQSYMPPDS
YKGYVNNTTV
VYVYMPNGSL
EAFTAKISDF
ITGLPAVDEH
KNKRPDIKKV

cgaaaacctg
atcaacatat
tcctcaagaa
atacaatcag
ttctgaatta
tttgatccaa
aactgctaat
ctgtgacaaa
acctgactcc
tttttcattt
tggtggtaat
cacaactgtg
acagcagttt
actacttggt
tggttcattg
gagatgcaag
tattcataga
atctgacttt
aattgtggga
atctgatatt
ggatgaacac
aaagacaatt
agctatgtac
taagaaggtt
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