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(Recombinant enzyme expressed in Sf21
Item # 14-912, 14-912-K, 14-912M
Parent Lot # D10EPO04N

insect cells)

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 TGFBR1 amino acids 200-end
containing a T204D mutation, expressed by baculovirus
in Sf21 insect cells. Purified using glutathione agarose.
The T204D mutation has been demonstrated to
enhance kinase activity in vitro (Wieser et al, EMBO
(1995);14:2199-2208).

Purity 98% by SDS-PAGE and Coomassie blue
staining. MW = 62kDa.

Specific Activity (Parent lot# DI0OEP004N):  273U/mg,
where one unit of TGFBR1 activity is defined as 1nmol
phosphate incorporated into 2mg/ml casein per minute
at 30°C with a final ATP concentration of 100uM.

Formulation:  1.04mg/ml of enzyme in 50mM
Tris/HCI pH7.0, 300mM NaCl, 0.1mM EGTA, 0.03%
Brij-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: 5-65ng of this lot of enzyme
phosphorylated 2mg/ml casein 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
TGFBR1 with the translated sequence listed on
page three.

SDS-PAGE and Coomassie
Stain: Purity was assessed by
SDS-PAGE and Coomassie
blue staining using 3ug of
active TGFBR1.
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Kinase Assay Protocol

Stock Solutions:

1.

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

Manganese Chloride: Use at a final
concentration of 1ImM. Prepare a 100mM stock
and use 0.25ul per well.

Assay Procedure (96 well plate format):

1.
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Add 5ul of 5 x reaction buffer per assay to wells.
Add 0.25 pl of 100mM manganese chloride

Add 4.75pl of dH,0.

Add 2.5pul of 20mg/ml casein.

Add 2.5l (5-65ng) TGFBR1, active.

Add 10pl of diluted [y-**PJATP mixture.

Incubate for 10 minutes at 30°C.

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

3. TGFBR1, active: Dilute with 20mM MOPS/NaOH

pH7.0, 1ImM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, Img/ml BSA. Use 5-
65ng per assay point.

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

Transfer a 10pl aliquot onto the appropriate area of a P30 Filtermat.

. Wash the filtermat once for 2 minutes with methanol.

assay components plus 1pl of 30% phosphoric acid.
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. 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 all

Lot# D10EPO04N
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Protein

Tags

Native sequence

TGFBR1 Sequence Information

human TGFBR1

N-terminal GST

Accession number

GenBank NM_004612

Recombinant TGFBR1 amino acid sequence:

1
61
121
181
241
301
361
421
481

M5PI LGYWKI

KGLVQPTRLL

LEYLEEKYEE

GDVKLTQSMA | | RYI ADKHN M.GGCPKERA
DFLSKLPEM. KMFEDRLCHK TYLNGDHVTH
KRI EAl PQl D KYLKSSKY! A WPLQGWQATF
DI VLQESI GK GRFGEVWRGK WRGEEVAVKI
AADNKDNGTW TQLWLVSDYH EHGSLFDYLN
QGKPAI AHRD LKSKNI LVKK NGTCCl ADLG
LDDSI NVKHF  ESFKRADI YA MGLVFVEI AR
WWCEQKLRPN | PNRWQSCEA LRVMAKI MRE

Recombinant TGFBR1 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

at gt ccccta
tt ggaat at c
t ggcgaaaca
ggtgatgtta
atgttgggtg
gat at t agat
gattttctta
acatatttaa
gttgttttat
aaacgtattg
tggcctttge
ctggaagttc
gat at t gt gt
t ggcggggag
cgt gaggcag
gcagcagaca
gagcat ggat
aaacttgctc
caaggaaagc
aat ggaact t
accattgata
ctcgat gatt
at gggct t ag
t accaact gc
gttgtttgtg
tt gagagt aa
acagcat t gc
taa

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

agggct ggca

tgttccaggg
t acaagaaag

aagaagt t gc
agatttatca
at aaagacaa
ccctttttga
t gt ccacggce
cagccat tgc
gctgtattge
ttgct ccaaa
ccat aaat at
tattctggga
cttattatga
aacagaagtt
t ggct aaaat
ggat t aagaa

tt ggaaaatt
at at gaagag
attgggtttg
gt ct at ggcc
agagcgt gca
gagaattgca
t gaaat gct g
t gt aacccat
aatgtgcctg
acaaat t gat
agccacgttt
gcccgaattc
catt ggcaaa
tgttaagata
aact gtaatg
t ggt actt gg
ttacttaaac
gagcggt ct t
t cat agagat
agact t agga
ccacagagt g
gaaacatttt
aattgctcga
tcttgtacct
aaggccaaat
t at gagagaa
aacat tatcg

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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aagggccttg
catttgtatg
gagtttccca
at cat acgt t
gagatttcaa
t at agt aaag
aaaat gttcg
cctgacttca
gatgcgttcc
aagt acttga
ggt ggt ggcg
aaaggcct ac
ggtcgatttg
ttctcctcta
ttacgtcatg
act cagct ct
agat acacag
gcccatcttc
tt gaaat caa
ct ggcagt aa
ggaacaaaaa
gaatccttca
cgatgttcca
t ct gacccat
at cccaaaca
tgttggtatg
caact cagtc

VRNKKFEL GL
DI RYGVSRI A
VWL YMDPMCL
LEVLFQGPEF
REAEI YQTVM
KLALSTASGL
TI DI APNHRV
YQLPYYDLVP
TALRI KKTLS

t gcaacccac
agcgcgat ga
atcttcctta
at at agct ga
tgctt gaagg
actttgaaac
aagatcgttt
tgttgtatga
caaaat t agt
aat ccagcaa
accatcctcc
gt cgacaaac
gagaagtttg
gagaagaacg
aaaacat cct
ggttggt gt c
ttactgtgga
acat ggagat
agaatatctt
gacatgattc
ggt acat ggc
aacgtgct ga
tt ggt ggaat
cagt t gaaga
gat ggcagag
ccaat ggagc
aacaggaagg

is an independent member of Eurofins Discovery Services.
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T237 of the recombinant protein is equivalent to T200 of human TGFBR1

EFPNLPYY! D
YSKDFETLKV
DAFPKLVCFK
KGLRRQTI AR
LRHENI LGF

AHLHVE! VGT
GTKRYMAPEV
SDPSVEENMRK

QLSQQEG KM

tcgacttctt
aggt gat aaa
ttatattgat
caagcacaac
agcggttttg
tct caaagtt
at gt cat aaa
cgctctt gat
ttgttttaaa
gt at at agca
aaaat cggat
aatt gcgaga
gagaggaaag
ttcgtggttc
gggatttata
agat t at cat
aggaat gat a
tgttggtacc
ggt aaagaag
agccacagat
ccct gaagt t
catct at gca
t cat gaagat
aat gagaaaa
ct gt gaagcc
agct aggct t
cat caaaat g

Lot# D10EPO04N



