% eurofins

Discovery Services

Certificate of Analysis
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(Recombinant enzyme expressed in Sf21  insect cells)

Iltem # 14-930, 14-930-K, 14-930M
Parent Lot # D13HPO10N

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, human IRE1 amino
acids 465-end expressed by baculovirus in
Sf21 insect cells. Purified using immobilized
metal affinity chromatography.

Purity 93.2% by SDS-PAGE and Coomassie
blue staining. MW = 62kDa.

Specific Activity (Parent lot#
D13HPO10N): 393U/mg, where one unit of
IRE1 activity is defined as 1nmol phosphate
incorporated into 0.33mg/ml MBP per minute
at 30°C with a final ATP concentration of
100pM.

Formulation: 1.478mg/ml of enzyme in 50mM Tris/HCI pH7.5,
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

Quiality Control Testing

Kinase Assay: 17-78ng of this lot of

enzyme MS Tryptic Fingerprint: Confirmed identity as IRE1

phosphorylated 0.33mg/ml MBP in the assay described  with the translated sequence listed on page three.
on page two. Assay background was subtracted from
the actual counts to yield the results shown below.

SDS-PAGE and Coomassie

Stain: Purity was assessed by
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Kinase Assay Protocol

Stock Solutions:

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

2. MBP: Use at a final assay concentration of
0.33mg/ml. Prepare a 3.33mg/ml stock and add
2.5l of stock per assay point.

3. 10% BSA: Use at a final assay concentration of
0.5%(w/v). Prepare a 10%(w/v) stock and add
1.25pl of stock per assay point

Assay Procedure (96 well plate format):

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

Add 1.25pl 10% BSA

Add 2.5l (17-78ng) IREL.

Add 3.75pl of dH,0.

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

Incubate for 10 minutes at 30°C.

Stop the reaction by adding 5ul of 3% phosphoric acid.
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. Wash the filtermat once for 2 minutes with methanol.
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assay components plus 1pl of 30% phosphoric acid.

IRE1, active: Dilute with 20mM MOPS/NaOH
pH7.0, 1mM EDTA, 0.01% Brij-35, 5% glycerol,
0.1% 2-mercaptoethanol, 1Img/ml BSA. Use 17—
78ng per assay point.

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

. 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
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IRE1 Sequence Information

Protein human IRE1
Tags N-terminal 6His

Native sequence

Accession number

GenBank NM_001433

Recombinant IRE1 amino acid sequence:

1
61
121
181
241
301
361
421
481
541

MSYYHHHHHH
QLPFHPPGDT
DDGDEETSWV
LLRESDEHPN
GLAHLHSLNI
EGWIAPEMLS
LHPEKHEDVI
DGPIVKQLER
PAEVRETLGS
DAL

DYDIPTTENL
AQDGELLDTS
IVGKISFCPK
VIRYFCTEKD
VHRDLKPHNI
EDCKENPTYT
ARELIEKMIA
GGRAVVKMDW
LPDDFVCYFT

YFQGAMDPEF
GPYSESSGTS
DVLGHGAEGT
RQFQYIAIEL
LISMPNAHGK
VDIFSAGCVF
MDPQKRPSAK
RENITVPLQT
SRFPHLLAHT

Recombinant IRE1 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

atgtcgtact
tattttcagg
cagcaccagc
cagctgccct
ggcccgtact
cactcgctct
gacgatggag
gatgtcctgg
gacgtggccg
ctgttgcgag
cggcaattcc
cagaaggact
ggecctggcecc
ctcatatcca
tgcaagaagc
gaaggctgga
gtggacatct
tttggcaagt
ttgcacccag
atggatcctc
ctagagaagc
gatggcccga
cgggagaaca
ggttctgtca
cctgcagagg
tctecgcettcec
agactcttcc
gacgccctct

accatcacca
gcgccatgga
agttccagaa
tccacccacc
cagagagctc
gctccggceag
atgaggaaac
gccatggagc
tgaagaggat
aatcggatga
agtacattgc
ttgcgcatct
acctccactc
tgcccaatgce
tggcagtggg
tcgctccaga
tttctgcagg
ccctgeagceg
agaagcacga
agaaacgccc
agctccagtt
tcgtgaagca
tcactgtccc
gagatctcct
tgcgggagac
cccacctcct
agccctacta

ga

tcaccatcac
tccggaattc
ggaactggag
tggagacacg
gggcaccagc
ctctgcctcc
cagcgtggtg
tgagggcaca
cctccccgag
gcacccgaac
catcgagctg
cggectggag
cctcaacatc
acacggcaag
cagacacagt
gatgctgagc
ctgegtcettt
gcaggccaac
agacgtcatt
ctcagcgaag
cttccaggac
gttagagaga
cctccagaca
ccgagccatg
gctggggtcc
cgcacacacc
cttccacgag

PLSMHQQQQL
SPSTSPRASN

IVYRGMFDNR
CAATLQEYVE
IKAMISDFGL
YYVISEGSHP
HVLKHPFFWS
DLRKFRTYKG
YRAMELCSHE

gattacgata
cccctgagca
aagatccagc

gctcaggacg
agccccagca

aaggctggca
atagttggga
attgtgtacc
tgttttagcet
gtgatccgct
tgtgcagcca
cccatcacct
gttcacagag
atcaaggcca
ttcagccgcc
gaagactgta
tactacgtaa
atcctcctgg
gcacgtgaat
cacgtgctca
gtgagcgaca
ggcggegagag
gacctgcgta
agaaataaga
ctccccgacg
taccgggcca
cccccagagc

Reviewed and approved by site quality representative.

QHQQFQKELE
HSLCSGSSAS
DVAVKRILPE
QKDFAHLGLE
CKKLAVGRHS
FGKSLQRQAN
LEKQLQFFQD
GSVRDLLRAM
RLFQPYYFHE

tcccaacgac
tgcatcagca
tcctgcagca
gcgagctcect
cgtcccccag
gcagcccctc
aaatttcctt
ggggcatgtt
tcgcagaccg
acttctgcac
ccctgcaaga
tgctgcagca
acctaaagcc
tgatctccga
gatctggggt
aggagaaccc
tctctgaggg
gtgcctgcag
tgatagagaa
aacacccgtt
gaatagaaaa
ccgtggtgaa
aattcaggac
agcaccacta
acttcgtgtg
tggagctgtg
cccagccccc

P31 of the recombinant protein is equivalent to P465 of human IRE1

KIQLLQQQQQ
KAGSSPSLEQ
CFSFADREVQ
PITLLQQTTS
FSRRSGVPGT
ILLGACSLDC
VSDRIEKESL
RNKKHHYREL
PPEPQPPVTP

cgaaaacctg
gcagcagctc
gcagcagcag
ggacacgtct
ggcctccaac
cctggaacaa
ctgtcccaag
tgacaaccgc
tgaggtccag
ggagaaggac
gtatgtggag
gaccacctcg
acacaacatc
ctttggectc
gcctggcaca
tacctacacg
cagccaccct
ccttgactgc
gatgattgceg
cttctggagc
ggaatccctg
gatggactgg
ctataaaggt
ccgggagctg
ctacttcacg
cagccacgag
agtgactcca

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 is an independent member of Eurofins Discovery Services
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