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0.1 ml

This product is unpurified. The exact concentration of antibody is not
guantifiable.

Aliquot and store at -20C or -80C. Avoid freeze-thaw cycles.
Monoclonal

2D8

0.1% Sodium Azide

IgM

Unpurified

Ascites

127 kDa

Novus Biologicals Mouse TERT Antibody (2D8) - BSA Free (NB100-297) is a
monoclonal antibody validated for use in IHC, WB, Flow and ICC/IF. Anti-TERT
Antibody: Cited in 9 publications. All Novus Biologicals antibodies are covered by
our 100% guarantee.

Mouse

7015

TERT

Human

Embryonic Stem Cell Marker

Full-length recombinant human Telomerase reverse transcriptase from insect
cells. [UniProt# 014746]

Western Blot, Immunohistochemistry-Paraffin, Flow Cytometry,
Immunocytochemistry/ Immunofluorescence, Immunohistochemistry,
Immunohistochemistry-Frozen, Knockdown Validated

Western Blot 1:500-1:1000, Flow Cytometry 1:50-1:200, Immunohistochemistry
1:50-1:100, Immunocytochemistry/ Immunofluorescence 1:50-1:200,
Immunohistochemistry-Paraffin 1:50-1:100, Immunohistochemistry-Frozen 1:50-
1:100, Knockdown Validated

In Western blot, this antibody recognizes a band at ~127 kDa and additional non-
specific background band ~110 kDa may also be seen. Note that the isotype is
IgM and the appropriate secondary should be used. For immunopurification of
telomerase, please see the procedure guide for a detailed protocol.
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Images

Western Blot: TERT Antibody (2D8) [NB100-297] - Analysis of human
TERT, using NB100-297. Sample: MJ90 whole cell lysate. o
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Immunocytochemistry/Immunofluorescence: TERT Antibody (2D8)
[NB100-297] - Detection of Tert (green) in HepG2 cells using NB100-
297. Nuclei (Blue) are counterstained with Hoechst 33258.

Immunohistochemistry-Paraffin: TERT Antibody (2D8) [NB100-297] -
TERT was detected in immersion fixed paraffin-embedded sections of
human liver cancer using anti-human mouse monoclonal antibody
(Catalog # NB100-297) at 1:600 dilution overnight at 4C. Tissue was
stained using the VisuCyte anti-mouse HRP polymer detection reagent
(Catalog # VC001) with DAB chromogen (brown) and counterstained
with hematoxylin (blue).

Images may not be copied, printed or otherwise disseminated without
express written permission of Novus Biologicals a bio-techne brand.
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Procedures
Serum protocol for TERT Antibody (NB100-297)

TERT Antibody (2D8):

Western Blot Procedure

1) Resolve protein samples on a 7.5% SDS-PAGE.

2) Transfer proteins to PVDF membranes.

3) Block the membrane with 5% NFDM in PBST overnight at 4 degrees Celcius.

4) Dilute primary TERT antibody (NB 100-297) in PBST + 1% BSA.

5) Incubate membrane for 1 hour at RT.

6) Wash 3 times ten minutes on a shaker.

7) Incubate membrane with HRP conjugated secondary for 1 hour (RT), diluted in PBST + 1% BSA.
8) Wash 3 times ten minutes on a shaker.

9) Add ECL reagent, as per kit directions, and expose.

NOTE: This primary antibody is made in mouse and the isotype of the antibody is IgM.

Immobilization of Anti-hTERT anibody
All reagents were from the Seize Primary Mammalian IP Kit.

50 ml of mouse ascites (3.3 mg/ml) was diluted with 350 ml of coupling buffer and coupled to 400 ml of AminoLink
Plus slurry per the manufactures instructions. Greater than 80% of the protein in the antibody solution were coupled
to the beads.

Immunoprecipitation
hTERT was synthesized in rabbit reticulocytes using a pET vector and [35S]-methionine was used to allow
visualization of the protein.

Beads were washed 2X with wash buffer (WB1): 20 mM Tris-acetate, pH 7.5, 10% glycerol, 1 mM EDTA, 5 mM
MgClI2, 100 mM potassium glutamate, 0.1% IGEPAL, and 1 mM DTT, then blocked twice with 250 mL of blocking
buffer (20 mM Tris-acetate, pH 7.5, 10% glycerol, 1 mM EDTA, 5 mM MgCI2, 100 mM potassium glutamate, 0.1%
IGEPAL, 1 mM DTT, 0.5 mg/mL lysozyme, 0.5 mg/mL BSA, 0.05 mg/mL glycogen, and 0.1 mg/mL yeast RNA) for 15
min at 4 degrees C.

In between each washing and blocking step the beads were precipitated by centrifugation at 1500g and the
supernatant was removed.

50 mL of blocking buffer was then mixed with the 50 mL RNA/protein sample and centrifuged at 17 000g for 10 min at
4 degrees C to remove any precipitates.

This supernatant was then added to the blocked beads and the samples were mixed on a rotary platform for 2 h at 4
degrees C.

Following mixing, the beads were washed three times with 325 mL of Wash Buffer #2 (20 mM Tris-acetate, pH 7.5,
10% glycerol, 1 mM EDTA, 5 mM MgClI2, 300 mM potassium glutamate, 0.1% IGEPAL, and 1 mM DTT) and twice
with 325 mL of TMG (10 mM Tris-acetate, pH 7.5, 1 mM MgCI2, and 10% glycerol).

The beads were precipitated by centrifugation at 1500g in between each wash and the supernatant was removed.
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The beads were then resuspended in 1X SDS gel loading buffer containing 10 mM DTT and analyzed by SDS PAGE.

The immunoprecipitation was also performed on 1x10(7) A549 cells.
The beads were assayed by TRAP assay.
Results: IP of [35S]-labled hTERT resulted in 10% vyield. This is the same efficiency we observed for anti-HA beads
used to IP HA tagged hTERT. IP of telomerase from cells allowed isolation of beads that contained telomerase
activity.
Conclusion: We successfully immobilized anti-hTERT antibodies on AminoLink beads using the Seize kit from
Pierce. These can be used to immunopurify telomerase. The efficiency should be optimized, but the preliminary
results are promising.
Protocol courtesy of Pamela K. Dominick and Michael B. Jarstfer from University of North Carolina, Chapel Hill.
Immunofluorescence
1. Cell growth and feeding for IF

A. Seed cells in 4-chamber slides at 20,000 per chamber.

B. Grow to medium confluence

C. Feed with MCDB170+IP at -48 and -24 hr.
2. Fixing cells for IF

A. Wash cells (~70-80% confluent) with 1XPBS.

B. Fix slides each in 1:1 ice cold MEOH:acetone and place at -20C for 10 minutes.

C. Store no more than 48 hr in 100% ethanol.
3. IF for hTERT

A. Remove fixative/ethanol from slides.

B. Add 1 ml 2N HCI to each chamber.

. Incubate for 20 minutes.

o O

. Remove the HCI and neutralize with 1 ml 0.1 M Na-borate.

E. Incubate for 5 minutes.

T

. Remove Na-borate and add 1 ml blocking buffer.
G. Incubate for 2 hr at RT.

H. Prepare NB 100-297 at indicated dilution.

[. Incubate ON at 4C.

J. Wash 4X5 min. in RT PBS.

K. Add secondary (FITC conjugated rabbit anti-mouse IgM).
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L. Incubate at RT for 2 hrs.
M. Wash 4X5 min. in 1X PBS.
N. Wash 5 min in 1X PBS with DAPI (1.5 ug/ml).
O. Rinse slides briefly on PBS.
P. Remove chambers from slides.
Q. Mount in Vectashield (Vector catalog # H1200) and observe.
Blocking buffer To 500 ml of 1X PBS:
A. 5 g fish gelatin (Sigma catalog #G7765)
B. 25 ml goat serum

C. 5 g BSA Filter through 0.2 u filter and store at 4C
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Novus Biologicals USA

10730 E. Briarwood Avenue
Centennial, CO 80112

USA

Phone: 303.730.1950

Toll Free: 1.888.506.6887

Fax: 303.730.1966
nb-customerservice@bio-techne.com

Bio-Techne Ltd

19 Barton Lane

Abingdon Science Park

Abingdon, OX14 3NB, United Kingdom
Phone: (44) (0) 1235 529449

Free Phone: 0800 37 34 15

Fax: (44) (0) 1235 533420
info.EMEA@bio-techne.com

Products Related to NB100-297
NBP2-33376H

Bio-Techne Canada

21 Canmotor Ave

Toronto, ON M8Z 4E6

Canada

Phone: 905.827.6400

Toll Free: 855.668.8722

Fax: 905.827.6402
canada.inquires@bio-techne.com

General Contact Information
WWW.novusbio.com

Technical Support: nb-technical@bio-
techne.com

Orders: nb-customerservice@bio-techne.com
General: novus@novusbio.com

Blue Marker Antibody (6F4-F6) [HRP]

HAFO007 Goat anti-Mouse IgG Secondary Antibody [HRP]
NB7539 Goat anti-Mouse IgG (H+L) Secondary Antibody [HRP]
NBP1-97007 Mouse IgM Isotype Control

Limitations

This product is for research use only and is not approved for use in humans or in clinical diagnosis.
Primary Antibodies are guaranteed for 1 year from date of receipt.

For more information on our 100% guarantee, please visit www.novusbio.com/guarantee

Earn gift cards/discounts by submitting a review: www.novushbhio.com/reviews/submit/NB100-297

Earn gift cards/discounts by submitting a publication using this product:

www.novusbio.com/publications
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