Certificate of Analysis

Product: IgG Fraction of Anti-Ubiquitin Activating Enzyme E1 [Rabbit]

Code: 200-401-888

Size: 500 pg

Lot #: 16536

Physical State: Lyophilized

Antibody Concentration: 5.0 mg/ml (by UV absorbance at 280 nm)

Buffer:

Stabilizer: None

Storage Conditions: Store vial at 4° C prior to restoration.
Reconstitute with 0.1 ml of deionized water or equivalent. For
extended storage aliquot contents and freeze at -20° C or
below. Avoid cycles of freezing and thawing. Expiration date is
one (1) year from date of restoration.

Background: Ubiquitin Activating Enzyme (E1), also known as
A1S9 and UBEL, is responsible for the first step in ubiquitin-
protein isopeptide bond formation. E1 catalyzes the activation
of the C-terminal carboxyl group of ubiquitin by forming a high-
energy thioester bond in an ATP-dependent manner. UBE1 is
monomeric and contains two active sites within the E1 molecule,
allowing it to bind two ubiquitin moieties at a time, with a new
ubiquitin forming an adenylate intermediate as the previous one
is transferred to the thiol site. Alternative splicing results in 2
transcript variants encoding the same protein, but with different
5'UTR. Isoform 1 has a different 5' noncoding exon compared
to isoform 2. Both variants encode the same protein.

0.02 M Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2

Preservative: 0.01% (w/v) Sodium Azide

Figure 1. Western blot using Rockland's purified
anti-Ubiquitin Activating Enzyme (E1) antibody
shows detection of a band at ~118 kDa corres-
ponding to UBE1 (lane 1 800 nm channel).
Approximately 35 pg of an A431 whole cell lysate
was separated on a 4-20% Tris-Glycine gel by
SDS-PAGE and transferred onto nitrocellulose.
After blocking the membrane was probed with the
primary antibody diluted to 1:1,000. Incubation
was for 2 h at room temperature followed by
washes and reaction with a 1:10,000 dilution of
IRDye "800 conjugated Gt-a-Rabbit IgG [H&L]
MX10 (611-132-122) for 45 min at room
temperature. Molecular weight markers are shown
in lane 2 (700 nm channel). IRDye "800
fluorescence image was captured using the
Odyssey® Infrared Imaging System developed by
LI-COR. IRDye is a trademark of LI-COR, Inc.
Other detection systems will yield similar results.

Figure 2. Immunohistochemistry. Rockland's Affinity Purified
anti-Ubiquitin Activating Enzyme antibody was used at a 10
ng/ml to detect UBEL1 in a variety of tissues including adrenal,
breast, colon (epithelium), kidney, liver, lung (respiratory
epithelium), ovary (oocyte and endothelium), pancreas (islet
and exocrine), placenta, prostate (epithelium), skin
(epithelium), spleen (lymphocytes), stomach (chief), testis,
thymus, tonsil, and uterus (glandular, stroma). In many cells a
punctate nuclear staining was observed. Other cells showed
both cytoplasmic and nuclear staining. This image shows
UBEL1 staining of human lung tissue. Tissue was formalin-
fixed and paraffin embedded. Personal Communi-cation, Tina
Roush, LifeSpanBiosciences, Seattle, WA.
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Application Note(s): This purified antibody has been tested for
use in ELISA, immunohistochemistry and western blot. Specific
conditions for reactivity should be optimized by the end user.
Expect a band at ~118 kDa in size corresponding to UBE1 by
western blotting in the appropriate cell lysate or extract.

Recommended Dilutions:
ELISA
WESTERN BLOT
IMMUNOHISTOCHEMISTRY
OTHER APPLICATIONS

1:2,000 - 1:10,000
1:1,000 - 1:5,000

2 pg/ml - 20 pg/ml
User Optimized

Purity and Specificity: This purified antibody is directed against
human Ubiquitin Activating Enzyme E1 protein. The product was
purified from monospecific antiserum by a multi step procedure. A
BLAST analysis was used to suggest that this antibody would
react with Ubiquitin Activating Enzyme E1 protein from human
(100%) rabbit (96%), mouse (95%), rat (95%) and dog (93%)
based on a high degree of sequence homology. Cross reactivity
against this protein from other sources has not been determined.

Relevant Link(s):
Swis-Prot P22314

NCBI Link NP_003325
Visit our website at: www.rockland-inc.com



http://kr.expasy.org/uniprot/P22314
http://www.ncbi.nlm.nih.gov/entrez/viewer.fcgi?db=protein&val=23510338

Protein Sequence: Human Ubiquitin Activating Enzyme E1, 1058 aa, predicted MW 117.8 kDa

1 msssplskkr rvsgpdpkpg sncspaqgsvl sevpsvptng makngseadi deglysrgly

61 vigheamkrl gtssvivsgl rglgveiakn iilggvkavt Ihdqgtaqwa dissqfylre
121  edigknraev sgprlaelns yvpvtaytgp Ivedflsgfq vwvltntple dqglrvgefch
181 nrgiklvvad trglfgglfc dfgeemiltd sngeqgplsam vsmvtkdnpg vvicldearh
241 dfesgdfvsf sevggmveln gngpmeikvl gpytfsicdt snfsdyirgg ivsqvkvpkk
301 isfkslvasl aepdfvvtdf akfsrpaglh igfqalhgfc aghgrpprpr needaaelva
361 lagavnaral pavqggnnide dlirklayva agdlapinaf igglaagevm kacsgkfmpi
421  mqwlyfdale clpedkevlt edkclgrgnr ydgqvavfgs digekigkgk yflvgagaig
481  cellknfami glgcgeggei ivtdmdtiek sninrqflfr pwdvtklksd taaaavrgmn
541 phirvtshgn rvgpdteriy dddffgnidg vanaldnvda rmymdrrcvy yrkpllesgt
601 Igtkgnvgvv ipfltesyss sgdppeksip ictlknfpna iehtlgward efeglfkgpa
661 envnqyltdp kfvertlrla gtgplevlea varsivigrp gtwadcviwa chhwhtqysn
721 nirgllhnfp pdgltssgap fwsgpkrcph pltfdvnnpl hldyvmaaan Ifaqtygltg
781 sqdraavatf lgsvgvpeft pksgvkihvs dgelgsanas vddsrleelk atlpspdkip
841 gfkmypidfe kdddsnfhmd fivaasnlra enydipsadr hkskliagki ipaiatttaa
901 wvvglvclely kvvqghrgld sykngfinla Ipffgfsepl aaprhqyynq ewtlwdrfev
961 (qglgpngeem tikgfldyfk tehkleitml sqgvsmlysf fmpaaklker ldgpmteivs

1021  rvskrkigrh vralvlelcc ndesgedvev pyvrytir

Immunogen: This purified antibody was prepared from whole rabbit serum produced by repeated immunizations with a recombinant
protein corresponding to full length Human Ubiquitin Activating Enzyme E1 fused with GST.
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Related Products: (visit www.rockland-inc.com for a complete listing of Ubiquitin related antibodies)

#200-401-431 1gG fraction of Anti-UBIQUITIN (Rabbit)

#200-401-438 1gG fraction of Anti-Human 1SG15 (Rabbit)

#200-401-441 1gG fraction of Anti-Human SUMO (Rabbit)

#W09-000-361 A431 Whole Cell Lysate in SDS-PAGE Sample Buffer

#611-703-127 Peroxidase Conjugated Affinity Purified Anti-RABBIT I1gG (H&L) (DONKEY) MX10

#611-132-122 IRDye800 Conjugated Affinity Purified Anti-RABBIT IgG (H&L) (GOAT) MX10
#MB-070 Blocking Buffer for Fluorescent Western Blotting
#KIA-003 MaxTag™ Anti-RABBIT IgG Kit for Inmunoblotting

USDA Certification: All products of animal origin manufactured by Rockland Immunochemicals are derived from starting materials
of North American origin. Collection was performed in United States Department of Agriculture (USDA) inspected facilities and all
materials have been inspected and certified to be free of disease and suitable for exportation.

Note: This product is for research use only and is not intended for therapeutic or diagnostic applications. Please contact a technical
service representative for more information.
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