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Certificate of Analysis
Product: Affinity Purified Anti-Nestin (Rabbit)
Code: 600-401-417 Lot #: 19810
Size: 100 pg
Physical State: Liquid (sterile filtered)
Antibody Concentration: 0.60 mg/ml (by UV absorbance at 280 nm)
Buffer: 0.02 M Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2

Stabilizer: None Preservative: 0.01% (w/v) Sodium Azide

Storage Conditions: Store vial at -20° C prior to opening.
Dilute only prior to immediate use. For extended storage

aliquot contents and freeze at -20° C or below. Avoid cycles of 4 ¢ Figure. Western blot using Rockland's

freezing and thawing. Expiration date is one (1) year from date Affinity Purified anti-Nestin antibody shows

of opening. 170 — detection of a band ~220 kDa corresponding
130 — to mouse Nestin (arrowhead). Approximately

30 ng of MEF whole cell lysate was

Background: Nestin, is a Iarge in;e_rmed_iate filament protein 100 — separated by SDS-PAGE using a 4-20%
(clqss Type VI) that was first identified with a m_on_oclonal gradient gel. After transfer onto

antibody by Hockfield and McKay (1985). Nestin is expressed 72 — nitrocellulose, the membrane was blocked
predominantly in stem cells of the central nervous system in 55 — and then probed with the primary antibody
the neural tube. Nestin is expressed during development and diluted to 1:2,000 overnight at 4°C. The

in myotendinous and neuromuscular junctions. Nestin 40 — membrane was then washed and reacted
expression is restricted, typically disappearing by E18. Nestin with a 1:10,000 dilution of IRDye 800

is thought to be a reasonable neuronal marker; however, 33 — conjugated Gt-a-Rabbit IgG [H&L] MX (611-

132-12W2) for 45 min at room temperature.
IRDye 800 fluorescence image was
captured using the Odyssey® Infrared

recent studies have found nestin expression in other cell types
such as endothelial cells. Nestin expression is seen in almost

all GBMs (Glioblastoma mulitformes) and many melanomas Imaging System developed by LI-COR.
(both primary and metastatic) but not in any metastatic IRDye is a trademark of LI-COR, Inc. Other
carcinomas. Upon terminal neural differentiation, nestin is detection systems will yield similar results.

downregulated and replaced by neurofilaments.

Application Note(s): This affinity purified antibody has been tested for use in ELISA and western blot. Specific conditions
for reactivity should be optimized by the end user. Expect a band approximately 200-220 kDa in size corresponding to Nestin
protein by western blotting in the appropriate cell lysate or extract.

Recommended Dilutions: ELISA 1:20,000 - 1:80,000
WESTERN BLOT 1:500 - 1:3,000
IF MICROSCOPY User Optimized
OTHER APPLICATIONS User Optimized

Purity and Specificity: This affinity purified antibody is directed against human Nestin protein. The product was affinity
purified from monospecific antiserum by immunoaffinity purification. A BLAST analysis was used to suggest cross reactivity
with Nestin protein from human and macaque (100% homology). Based on protein sequence homology also expect partial
reactivity against Nestin homologues from rabbit (94%), mouse (reactivity shown above), rat and hamster (88%), and bovine
and dog (82%). Reactivity against homologues from other sources is not known.

Relevant Link(s): Swiss Prot: P48681 NCBI Link NP_006608

Immunogen: This affinity purified antibody was prepared from whole rabbit serum produced by repeated immunizations with a
recombinant protein corresponding to amino acids 1484-1500 of human Nestin protein.
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Protein Sequence: Human Nestin, 1621 aa, predicted MW 177.4 kDa

1 megcmgeesf gmwelnrrle aylarvkale egnellsael gglragsadt swrahaddel
61 aalralvdgr wrekhaaeva rdnlaeeleg vagreqqlrl arertteeva rnrraveaek
121 carawlssqv aelereleal rvaheeervg Inaqaacapr cpapprgppa papeveelar
181 rlgeawrgav rgygervahm etslgqarer Igravggare grlelqglga erggllerra
241 alegrlegrw gerlratekf glavealege kqgglgsgiag vlegrqglah Ikmslsleva
301 tyrtlleaen srlgtpgggs ktslsfqdpk lelgfprtpe grrigslipv Isptslpspl
361 patletpvpa flkngeflga rtptlastpi pptpgapspa vdaeiraqda plsligtqgg
421  rkgapeplra earvaipasv Ipgpeepggq rgeastgqgsp edhaslappl spdhssleak
481 dgesggsrvf sicrgegegq iwglveketa iegkvvsslq geiweeedIn rkeiqdsqvp
541 leketlkslg eeigeslktl engshetler enqgecprsle edletlksle kenkellkdv
601 evvrplekea vgglkptgke dtqtlgslgk engelmksle gnletflfpg tengelvssl
661 genlesltal ekenqgeplrs pevgdeealr pltkengepl rsledenkea frslekenge
721 plktleeedq sivrpleten hkslrsleeq dgetlirtlek etqqrrrsig eqdgmtlrpp
781  ekvdleplks Idgeiarple nengeflksl keesveavks leteileslk saggenletl
841 kspetqaplw tpeeinggam nplekeigep lesvevnget frlleeenge slrslgawnl
901 enlrspeevd kesgrnleee enlgkgeyge slrsleeegq elpgsadvqr wedtvekdge
961 lagesppgma gvenedeael nireqdgftg keevveqgel nateevwipg eghpespepk
1021 eqrglvegas vkggaeglqd peggsqqvga palgapqglp eaieplvedd vapggdgasp
1081 evmlgsepam gesaagaepg pgqgvgglgd pghltreevm eppleeesle akrvqglegp
1141  rkdleeaggl gtefselpgk srdpweppre greeseaeap rgaeeafpae tightgsdap
1201 spwplgseea eedvppvlvs psptytpile dapgpgpgae gsgeaswgvq graealgkve
1261 seqeelgsge ipegpgeege esreeseede Igetlpdstp lgfylrspts prwdptgeqr
1321 pppqggetgke gwdpavlase gleappseke egeegeeecqg rdsdliseefe digteapflp
1381 gvpgevaepl gqvpqllidp aawdrdgesd gfadeeesge egeedqeegr epgagrwgpg
1441  ssvgslgals ssqrgefles dsvsvsvpwd dslrgavaga pktaletesq dsaepsgsee
1501 esdpvslere dkvpgpleip sgmedagpga diigvngqgp nlegksghvn ggvmnglegs
1561 eevgggmplv segdrgspfq eeegsalkts wagapvhlgq gqflkftgre gdreswssge
1621 d
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Related Products:

#611-703-127 Peroxidase Conjugated Affinity Purified Anti-RABBIT IgG (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
#MB-070 Blocking Buffer for Fluorescent Western Blotting

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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