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Axl, active

(recombinant enzyme expressed in Sf21)
Catalog # 14-512

Lot # D8ANO40AU

Product  Description: N-terminal  5His-tagged,
recombinant amino acids 473-end human Axl
expressed in Sf21 cells. Purified using Ni*/NTA
agarose. Purity 66.2 % by SDS-PAGE and Coomassie
blue staining. MW = 48 kDa.

Specific Activity (lot # D8AN040AU): 149U/mg,
where one unit of Axl activity is defined as 1 nmol
phosphate incorporated into 250 uM
KKSRGDYMTMQIG per minute at 30 T with a final
ATP concentration of 100 pM.

Formulation: 1 mg of enzyme in 765.1 yl of 50 mM
Tris/HCI pH 7.5, 150 mM NacCl, 0.1 mM EGTA, 0.03 %
Brij-35, 270 mM sucrose, 1 mM benzamidine, 0.2 mM
PMSF, 0.1 % 2-mercaptoethanol. Frozen solution.

Storage and Stability:  Store at -70 °C. 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: 16 - 45ng of this lot of enzyme
phosphorylated 250 pM KKSRGDYMTMQIG in the
assay described on page two. Assay background was
subtracted from the actual counts to yield the results
shown below.
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MS Tryptic Fingerprint: Confirmed identity as Axl with
53% amino acid coverage of the translated sequence
listed on page 3.

SDS-PAGE and Coomassie Stain:
Representative gel from this lot. Purity
was assessed by SDS-PAGE and
Coomassie blue staining using 3 pg of
Axl.
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Kinase Assay Protocol

Stock Solutions:

1. 5 x Reaction buffer: 40 mM MOPS/NaOH pH
7.0, 1 mM EDTA.

2. KKSRGDYMTMQIG: Use at a final assay

concentration of 250 puM. Prepare a 2.5 mM
stock. Add 2.5 pl of stock per assay point.

Assay Procedure (96 well plate assay format):

Add 5 pl of 5 x reaction buffer per assay to wells.
Add 2.5 pl of KKSRGDYMTMQIG.

Add 2.5 I (16 -45ng) Axl, active .

Add 5 pl of dH,O.

Add 10 pl of diluted [y-*P] ATP mixture.
Incubate for 10 minutes at 30°C.

Stop the reaction by adding 5 pl 3% phosphoric acid.
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. Wash the filtermat once for 2 minutes with methanol.
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enzyme components and 1 pl 30 % phosphoric acid.

AxI: Dilute in 20 mM MOPS/NaOH pH 7.0, 1 mM
EDTA, 0.01 % Brij-35, 5 % glycerol, 0.1 % 2-
mercaptoethanol, 1 mg/ml BSA. Use 16 - 45 ng
per assay point.

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

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

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

. Transfer the filtermat to a sealable plastic bag and add 4 ml of scintillation cocktail.

. Read in a scintillation counter. Compare CPM of enzyme samples to CPM of control samples that contain all
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Axl Sequence Information

Protein human Axl
Tags N-terminal 5His tag.

Native sequence

Accession number

residue coordinates in the native sequence are given.

Recombinant human Axl amino acid sequence:

1
61
121
181
241
301
361
421

MHHHHHHRRK KETRYGEVFE PTVERCGELWW
RDVMVDRHKY ALGKTLGEGE FGAVVEGQLN
VCMKEFDHPN VMRLI GVCFQ GSERESFPAP
ASGVEYLSTK RFI HRDLAAR NCM_NENMSV
Rl AKMPVKW Al ESLADRVY TSKSDVWSFG VTMAEI ATRG
RLKQPADCLD GLYALMSRCW ELNPQDRPSF
GGGYPEPPGA AGGADPPTQP DPKDSCSCLT

QVLVKFNADI

APGQEDGA

Recombinant human Ax| nucleotide sequence:

1

61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961
1021
1081
1141
1201
1261

at gcat cacc
ccaacagt gg
cggaccactg
cgggat gt ga
tttggagctg
aagacgat ga
gt ct gcat ga
ggttct gaac
gacct acaca
cagat gct ag
agat t cat ac
t gt gt ggcgg
cgt at cgcca
accagcaaga
caaaccccat
cgcct gaagc
gagct aaat c
ct gaaggcct
ggt ggaggt t
gaccct aagg
gtcctctgcce
gccccagggce

atcaccatca
aaagaggt ga
aagct acctt
t ggt ggaccy
t gat ggaagg
agat t gccat
aggaatttga
gagagagct t
gcttcctcct
t gaagtt cat
accgggacct
act t cgggct
agat gccagt
gcgatgtgtg
at ccgggcgt
agcct gcgga
cccaggaccg
tgcctcctge
at cct gaacc
attcctgtag
cttccacaac

aggaggat gg

ccggcgaaag
actggtagtc
gaacagcttg
gcacaaggt g
ccagct caac
ct gcacgagg
ccat cccaac
cccagcacct
ctattcccgg
ggcagacatc
ggcggccagyg
ct ccaagaag
caagt ggat t
gtccttcggg
ggagaacagc
ct gt ct ggat
gccaagtttt
ccaggagcct
ccct ggagct
ct gcct cact
ccct agecccce
tgcttga

RYRVRKSYSR
QDDSI LKVAV
WI LPFMKHG

TELREDLENT
AAEVHPAGRY

aaggagaccc
aggt accgcg
ggcat cagtg
gcect gggga
caggacgact
t cagagct gg
gt cat gaggc
gt ggt cat ct
ct cggggacc
gccagt ggca
aact gcat gc
atctacaatg
gccat t gaga
gt gacaat gt
gagatttatg
ggactgtatg
acagagct gc
gacgaaat cc
gcaggaggag
gcggct gagg
gct cagcctg

RTTEATLNSL
KTMKI Al CTR
DLHSFLLYSR
CVADFGL SKK
QTPYPGVENS
LKALPPAQEP
VLCPSTTPSP

gtt at ggaga
tgcgcaagtc
aagagct gaa
agact ct ggg
ccatcctcaa
aggatttcct
t cat cggt gt
tacctttcat
agccagtgt a
t ggagt at ct
t gaat gagaa
gggact act a
gtctagctga
gggagat t gc
act at ctgcg
ccttgatgtc
gggaagat t t
tctatgtcaa
ctgacccccce
tccatcctgce

ct gat agggyg

H7 of the recombinant protein is equivalent to H473 of human Axl.

GenBank NM_021913. The recombinant protein also contains the conflict Q764R with
respect to GenBank NM_021913. This substitution is reported in GenBank BC032229. The

G SEELKEKL
SELEDFLSEA
LGDQPVYLPT
| YNGDYYRQG
El YDYLRRGN
DEI LYVNVDE
AQPADRGSPA

agtgtttgaa
ct acagt cgt
ggagaagct g
agagggagag
ggtggctgtg
gagt gaagcg
ctgtttccag
gaaacat gga
cctgcccact
gagt accaag
catgtccgtg
ccgccaggga
ccgtgtctac
cacaagaggc
ccggggaaat
gcggt get gg
ggagaacaca
cat ggat gag
aacccagcca
t ggacgct at
ctccccagca

Unless otherwise stated in our catalog 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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