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FGFR1 (V561M), active

(Recombinant enzyme expressed in Sf21 insect cells)
Item # 14-734, 14-734-K, 14-734M
Parent Lot # D7BN045U

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 GST-tagged, recombinant, human
FGFR1 amino acids 456-765 containing the V561 mutation.
Expressed by baculovirus in Sf21 insect cells. Purified using
glutathione agarose. Co-ordinates encompass the protein kinase
domain (478-767) according to SP P11362. The coordinates for
recombinant human FGFR1 were described in Homann et al, J
Biotech (2001); 86:51-58.Blencke et al (2004) suggested mutations to
a conserved threonine residue at the ATP binding site would result in
inhibitor resistance. The amino acid valine 561 was mutated to a
methionine in FGFR1 which corresponded to previously reported
mutations found in Abl (T315) and EGFR (T766) which had been
shown to confer resistance to selective inhibitors. Assay data for
FGFR1 V561M had shown that this mutation had conferred
resistance to PP58 (pyrido [2,3-d] pyrimidine tyrosine kinase inhibitor)
compared with that of the wild type. (Blencke, S. et al, Chemistry &
Biology (2004);11;691-701) Purity 100% by SDS-PAGE and
Coomassie blue staining. MW = 62.3kDa.

Specific Activity (Parent lot# D7BN045U):  4741U/mg, where one
unit of FGFR1 (V561M) activity is defined as 1nmol phosphate
incorporated into 500uM (GGEEEEYFELVKKKK) per minute at
30°C with a final ATP concentration of 200uM.

Formulation:  1.2mg/ml of enzyme in
50mM Tris/HCI pH7.5, 300mM NacCl,
0.lmM EGTA, 0.03% Bri-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

Quality Control Testing

Kinase Assay: 0.75-6.00ng of this lot of enzyme

MS Tryptic Fingerprint: Confirmed product identity

phosphorylated 500uM (GGEEEEYFELVKKKK) in the
assay described on page two. Assay background was
subtracted from the actual counts to yield the results
shown below.

as FGFR1 (V561M) with the translated native
sequence listed on page three.

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.

(GGEEEEYFELVKKKK): Use at a final assay
concentration of 500uM. Prepare a 5mM stock and
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 2.5pl of (GGEEEEYFELVKKKK) .

Add 2.5pl (0.75-6.00ng) FGFR1 (V561M), active .
Add 10yl of diluted [y-**P]ATP mixture.

Add 5pl of dH,0.

Incubate for 10 minutes at 30°C.

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

FGFR1 (V561M), active: Dilute with 20mM
MOPS/NaOH pH7.0, 1ImM EDTA, 0.01% Brij-35,
5% glycerol, 0.1% 2-mercaptoethanol, 1mg/ml
BSA. Use 0.75-6.00ng 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 1l 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

Page 2 of 3 Cat# 14-734, 14-734-K, 14-734M Lot# D7BN045U



<& eurofins

Discovery Services

Certificate of Analysis

Protein

Tags

Native sequence

FGFR1 (V561M) Sequence Information

Human FGFR1 (V561M)

N-terminal GST

Accession nhumber

GenBank NM_000604

Recombinant FGFR1 (V561M) amino acid sequence

1
61
121
181
241
301
361
421
481

MSPI LGYVKI

KGLVQPTRLL

LEYLEEKYEE

HLYERDEGDK

GDVKLTQSMA | | RYl ADKHN M_GGCPKERA El SMLEGAVL
DFLSKLPEM. KMFEDRLCHK TYLNGDHVTH
KRI EAl PQ D KYLKSSKY! A WPLQGWQATF
PEDPRWELPR DRLVLGKPLG EGCFGQWLA
SDLI SEVEMM KM GKHKNI
NPSHNPEEQL SSKDLVSCAY QVARGVEYLA
RDI HHI DYYK KTTNGRLPVK WWAPEALFDR
VEELFKLLKE GHRVDKPSNC TNELYMVIVRD

NLLGACTQDG

Recombinant FGFR1 (V561M) 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

atgtccccta
ttggaat atc
t ggcgaaaca
ggtgatgtta
atgttgggtg
gat at t agat
gattttctta
acatatttaa
gttgttttat
aaacgtattg
tggcctttge
ctggaagttc
cccgaagacc
gagggct get
aaccgt gt ga
t cagacct ga
aacct gct gg
aagggcaacc
aaccccagcc
caggt ggccc
gccaggaat g
cgggacattc
t ggat ggcac
ttcggggt gc
gt ggaggaac
accaacgagc
acct t caagc
taa

tactaggtta
tt gaagaaaa
aaaagtttga
aat t aacaca
gttgtccaaa
acggtgtttc
gcaagct acc
at ggt gat ca
acat ggaccc
aagct at ccc

agggct ggca
t gtt ccaggg
ct cgct ggga

tt gggcaggt
ccaaagt ggc

t ct cagaaat
gggcct gcac
t gcgggagt a
acaacccaga
gaggcat gga
t cct ggt gac
accacat cga
ccgaggcat t
t cct gt ggga
ttttcaagct
t gt acat gat

agct ggt gga

ttggaaaatt
at at gaagag
attgggtttg
gt ct at ggcc
agagcgt gca
gagaat t gca
tgaaatgctg
t gt aacccat
aatgtgcctg
acaaat t gat
agccacgttt
gcccgaattc
gct gcct cgg
ggt gt t ggca
t gt gaagat g
ggagat gat g
gcaggat ggt
cct gcaggcc
ggagcagctc
gt at ct ggcc
agaggacaat
ct act at aaa
atttgaccgg
gatcttcact
gct gaaggag
gat gcgggac
agacct ggac

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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GGGDHPPKSD
EAl GLDKDKP
PLYVI MEYAS
SKKCI HRDLA
| YTHQSDVWS
CVHAVPSQRP

aagggccttg
catttgtatg
gagtttccca
atcat acgtt
gagatttcaa
t at agt aaag
aaaatgttcg
cctgacttca
gatgcgttcc
aagtacttga
ggt ggt ggcg
at gct agcag
gacagact gg
gaggct at cg
tt gaagt cgg
aagat gat cg
cccttgtatg
cggaggcccc
t cct ccaagg
t ccaagaagt
gt gat gaaga
aagacaacca
at ctacaccc
ct gggcgget
ggt caccgca
tgctggcatg
cgcat cgt gg

VRNKKFEL GL
DI RYGVSRI A
VWL YMDPMCL
LEVLFQGPEF
NRVTKVAVKM
KGNLREYLQA
ARNVLVTEDN
FGVLLVEI FT
TFKQLVEDLD

t gcaacccac
agcgcgat ga
atcttcctta
at at agct ga
t gctt gaagg
actttgaaac
aagatcgttt
tgttgtatga
caaaat t agt
aat ccagcaa
accat cctcc
gggtctctga
tcttaggcaa
ggct ggacaa
acgcaacaga
ggaagcat aa
t cat cat gga
cagggct gga
acctggtgtc
gcat acaccg
t agcagact t
acggccgact
accagagt ga
ccccat accc
t ggacaagcc
cagt gccctc
ccttgacctc

is an independent member of Eurofins Discovery Services.

Cat# 14-734, 14-734-K, 14-734M

M231 of recombinant sequence is equivalent to M456 of native human FGFR1

EFPNLPYYI D
YSKDFETLKV
DAFPKLVCFK
M_LAGVSEYEL
LKSDATEKDL
RRPPGLEYCY
VMKl ADFGLA
LGGSPYPGVP
Rl VALTSNQE

tcgacttctt
aggt gat aaa
ttatattgat
caagcacaac
agcggttttg
tct caaagtt
at gt cat aaa
cgctctt gat
ttgttttaaa
gt at at agca
aaaat cggat
gt at gagct t
acccct ggga
ggacaaaccc
gaaagacttg
gaatatcatc
gt at gcctcc
atactgctac
ct gcgect ac
agacct ggca
t ggcct cgea
gcct gt gaag
t gt gt ggt ct
cggt gt gect
cagt aact gc
acagagaccc
caaccaggag

Lot# D7BN045U



