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DESCRIPTION

Source Trichoplusia ni, T. ni (baculovirus)-derived human ERO1L alpha protein
Glu24-His468, with a C-terminal 6-His tag
Accession # Q96HE7

N-terminal Sequence Glu24

Analysis

Predicted Molecular 53 kDa
Mass

SPECIFICATIONS

SDS-PAGE 58-66 kDa, reducing conditions

Activity Measured by its ability to produce hydrogen peroxide during the oxidation of Dithiothreitol (DTT).
The specific activity is >5 pmol/min/ug, as measured under the described conditions.
Endotoxin Level <0.10 EU per 1 pg of the protein by the LAL method.
Purity >95%, by SDS-PAGE visualized with Silver Staining and quantitative densitometry by Coomassie® Blue Staining.
Formulation Supplied as a 0.2 ym filtered solution in Tris, NaCl and TCEP. See Certificate of Analysis for details.
Materials ® Assay Buffer: 50 mM NaH,PO,, pH 7.5

® Recombinant human ERO1L (rhERO1L) (Catalog # 9855-EQ)

® Coupling Enzyme: Horseradish Peroxidase (HRP) (250-330 U/mg) (Sigma, Catalog # P8375), 250 Units/mL stock in 0.1 M Sodium
Phosphate, pH 8.0
® Substrate Component 1: Dithiothreitol (DTT) (VWR, Catalog # VWRV0281), 1 M stock in deionized water
® Substrate Component 2: Amplex® Ultra Red (AUR) (Invitrogen, Catalog # A36006), 10 mM stock in DMSO
® F16 Black Maxisorp Plate (Nunc, Catalog # 475515)
® Fluorescent Plate Reader (Model: SpectraMax Gemini EM by Molecular Devices) or equivalent
Assay 1. Dilute rhERO1L to 80 ng/uL in Assay Buffer.
2. Dilute DTT to 20 mM in deionized water, and then dilute to 600 uM in Assay Buffer immediately prior to use.
3. Inaplate load 25 pL of 80 ng/uL rhERO1L, and start the reaction by adding 25 pL of 600 uM DTT. Include a Substrate Blank containing
25 pL of Assay Buffer and 25 pL of 600 uM DTT.
4. Cover plate and incubate for 20 minutes at room temperature.
5. Prepare Substrate Mixture containing 2 U/mL HRP and 100 uM AUR in Assay Buffer.
6. Add 50 pL of Substrate Mixture to all wells.
7. Read at excitation and emission wavelengths of 544 nm and 590 nm (top read), respectively, in endpoint mode. Note: A cutoff must

be set at a wavelength of 570 nm.
8. Calculate specific activity:

Specific Activity (pmol/min/ug) = Adjusted Fluorescence* (RFU) x Conversion Factor** (pmol/RFU)

Incubation time (min) x amount of enzyme (ug)
*Adjusted for Substrate Blank.

**Derived using calibration standard prepared by incubating 50 uM AUR, 1 unit/mL HRP, 150 uM DTT, and a curve of Hydrogen Peroxide
(Sigma, Catalog # H1009) in Assay Buffer. Use this oxidized AUR curve to determine the conversion factor.

Final Assay Per Well:

Conditions ® rhERO1L: 2.0 ug
® DTT: 150 uM
® HRP: 1 unit/mL
® AUR: 50 uM

PREPARATION AND STORAGE

Shipping The product is shipped with dry ice or equivalent. Upon receipt, store it immediately at the temperature recommended below.

Stability & Storage Use a manual defrost freezer and avoid repeated freeze-thaw cycles.
® 6 months from date of receipt, -20 to -70 °C as supplied.
® 3 months, -20 to -70 °C under sterile conditions after opening.
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BACKGROUND

Endoplasmic reticulum oxidoreductase 1-like protein alpha (ERO1L alpha) is an FAD-dependent protein disulfide oxidase. Disulfide bond formation in mammalian
endoplasmic reticulum relies on the combined activity of ERO1L and protein disulfide isomerase (PDI), the enzyme responsible for catalyzing protein disulfide
formation. During formation of disulfide bonds, ERO1L concurrently produces hydrogen peroxide making it a source of reactive oxygen species production (1, 2).
There are two mammalian homologues of ERO1 that share 65% sequence identity (3); ERO1L alpha is more widely expressed while ERO1L beta is present in select
tissues (4). Both homologues contain two essential conserved cysteine triads. The N-terminal triad is involved in interaction with PDI whereas the C-terminal triad
forms an active site near FAD (4). Both homologues are regulated by the formation of disulfide bonds within the active site cysteines but whereas ERO1L beta is
loosely regulated (5), enzyme activity of ERO1L alpha is tightly controlled (6-8). ERO1L alpha has been shown to be critical in hepatic stellate cell proliferation making
it a potential target for managing liver fibrosis (9). ERO1L alpha knockdown inhibits cell proliferation, migration, invasion and chemoresistance (10) while
overexpression promotes tumor growth and angiogenesis (11). ERO1L alpha is overexpressed in various types of tumors including breast, gastric, and colon cancer
where its up-regulation correlates to a poor prognosis (10-13). ERO1L alpha has been proposed to be a clinically promising therapeutic target for ERO1L expressed
cancers (10-12).
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