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Ethenoadenosine Antibody (1G4) - BSA Free

Product Information
Unit Size
Concentration
Storage

Clonality
Clone
Preservative
Isotype
Purity
Buffer

Product Description
Host

Species
Specificity/Sensitivity
Immunogen

Product Application Details
Applications

Recommended Dilutions

Application Notes

0.1ml
1.0 mg/ml

Store at 4C short term. Aliquot and store at -20C long term. Avoid freeze-thaw
cycles.

Monoclonal

1G4

0.1% Sodium Azide
IgG2 Lambda
Protein G purified
PBS

Mouse

All Species

This is specific for ethenoadenosine and ethenodadenosine.
Ethenoadenosine

Western Blot, ELISA, Flow Cytometry, Immunocytochemistry/
Immunofluorescence, Immunoprecipitation, CyTOF-ready

Western Blot 1:800, Flow Cytometry 1:10-1:1000. Use reported in scientific
literature (PMID 9774627), ELISA 1:100-1:2000, Immunocytochemistry/
Immunofluorescence 1:50-1:100, Immunoprecipitation 1:10-1:500, CyTOF-ready

This antibody is CyTOF ready.
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Images

Flow Cytometry: Ethenoadenosine Antibody (1G4) [NB600-442] - £

Chicken erythrocytes (1% v/v), isolated by density gradient - 1o
centrifugation, were transiently transfected with a Flag-tagged chicken g O g 1S
ART4 containing plasmid or the empty plasmid (pSecTag B), and B
incubated at 37C in the presence or absence of 200 uM etheno-NAD+ ‘Y  a
for 30 min. After washing, cells were stained with an etheno-adenosine Y 5 e
specific antibody (1G4) or an anti-Flag antibody and the respective :
isotype control stained with the 1G4 antibody. Image collected and 3 :
cropped by CiteAb from the following publication o ® *
(https://bmcmolbiol.biomedcentral.com/articles/10.1186/1471-2199-9- N . ik
86), licensed under a CC-BY license.

FSC

Flow Cytometry: Ethenoadenosine Antibody (1G4) [NB600-442] - S TR
Detection of ADP-ribosylated proteins by flow cytometry. C-33A cells (1 X |.... =~ | ‘
1077/mL), transiently transfected with a Flag-tagged chicken ART4 -

containing plasmid, were incubated at 37C in the presence or absence of A

200 uM etheno-NAD+ for 30 min. After washing, cells were stained with |- o b

an etheno-adenosine specific antibody (1G4). Image collected and e @

cropped by CiteAb from the following publication ¢ L
(https://fbmcmolbiol.biomedcentral.com/articles/10.1186/1471-2199-9-

86), licensed under a CC-BY license. £ 7% TS e B ‘

Flow Cytometry: Ethenoadenosine Antibody (1G4) [NB600-442] - CRLI0TH el
Etheno-ADP-ribosylation of cell-surface proteins on C3H-10T1/2 cells. B et Mt i

154
154

C3H-10T 1/2 cells at different stages of differentiation (progenitors,
MyoD-myoblasts, myotubes) were incubated for 30 minutes in the
absence (dashed lines) or presence (solid lines) of 100 uM etheno-NAD.
Cells were then washed, incubated with the primary monoclonal antibody
1G4, stained with a FITC-conjugated goat-anti-mouse secondary u | o

antibody and subjected to FACS analysis. Data show one representative ~ * ' ™ " I Rl sl ;l:; 5T T R
experiments out of three. Image collected and cropped by CiteAb from ' o

the following publication

(https://fbmcmolbiol.biomedcentral.com/articles/10.1186/1471-2199-9-

91), licensed under a CC-BY license.
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Citation using the FITC form of this antibody.
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Procedures

Serum protocol for Ethenoadenosine Antibody (NB600-442)

ICoating of Plates

DNA coating: DNA is dissolved in PBS at appropriate concentration. 0.1 ml is added/well and plates put in 37
degrees Celsius incubator to evaporate overnight. Alternatively, plates can be coated with a 2-fold higher
concentration of DNA for 2 hrs at 37 degrees Celsius then used. Column 1 is not coated. These well will not be used
for the assay (no blocking, no antibody and no secondary antibody) but will have substrate added for blanking the
reader. Plates are stored in the refrigerator.

Protein coating: Proteins are dissolved in PBS at the appropriate concentration. 0.1 ml is added/well and plates put in
37 degrees Celsius incubator to evaporate overnight. Column 1 is again not coated. Plates are stored in the
refrigerator.

An alternate protein coating condition is to dissolve the protein in 0.1 M sodium carbonate buffer pH 9.6. 0.1 ml is
added/well and the plates are refrigerated for several hours or overnight. They cannot be used after 3 days.

1 M solution 1.59 g Na2CO3 + 2.93 g NaHCO3/100ml

Il Assay

1. Label assay sheet and determine which rows are to be used. Row 1 (A-H) is not used; it will be used to blank the
spectrophotometer. Avoid using the outer rows if possible (i.e.12A-H, H 1-12 and A 1-12.

2. Wash plate with wash buffer containing PBS-Tween and NaN3 3 x on each side (right side up and upside down).
Shake out onto paper towel.

3. Add 0.2 ml/well of 1% FCS in wash buffer to block non specific binding. Solution of FCS should be made fresh.
4. Incubate 1 hr.

5. Preparation of inhibitor series (during incubation of plate with FCS). Calculate appropriate concentrations to give
desired fmol/well=fmol/0.05 ml. Make serial dilutions by adding PBS or CT DNA to tubes followed by competitor.

6. Prepare antibody in 1% FCS washing buffer.

7. At end of incubation period, shake out solution from plate and tap onto paper towel to dry.

8. Add 0.05 ml of competitor to each well followed by 0.05 ml of diluted antibody. Be sure to run all controls including
zero (no competitor), minus Ab (no antigen specific antibody but secondary antisera) and positive and negative
controls.

9. Incubate for 90 min at 37 degrees Celsius.

10. Wash the plate with washing buffer 3 times on each side. Tap onto paper towels.

11. Secondary antisera - Use goat anti-mouse IgG-alkaline phosphatase for monoclonals and anti rabbit for
polyclonals. Dilute as appropriate and add 0.1 ml/well.

12. Incubate for 90 min at 37 degrees Celsius.
13. Wash with wash buffer 3 x each side. Tap onto paper towel.

14. Wash plate 2 times with 0.01 M diethanolamine using the was bottle and covering the well completely each time.
Tap onto paper towel. This step removes phosphate buffer which inhibits alkaline phosphatase activity.

15. Prepare the substrate - 2 tablets 95 mg/tablet) Sigma 104 in 10 ml 1 M diethanolamine, pH 8.6. Final
concentration 1 mg/ml. Avoid physical contact of skin with the tablets since skin contains alkaline phosphatase. Add

0.1 ml/well
L-_l technical@novusbio.com
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16. Incubate at 37 degrees Celsius and read absorbance at 405 nm. The absorbance of the 0 fmol standard should
be between 0.5 and 1. Values above 2 are not usable since the reader may not be linear in this range.

Rinse water - One liter of H20 + 2 ml 10% NaN3
Wash buffer - One liter of 1 x PBS + 500 ul Tween 20 + 2 ml 10% NaN3

Blocking buffer - Wash buffer + 1% FCS
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a bietechne brand

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 NB600-442

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

HAFO007 Goat anti-Mouse IgG Secondary Antibody [HRP]
NB720-B Rabbit anti-Mouse IgG (H+L) Secondary Antibody [Biotin]
NB600-442B Ethenoadenosine Antibody (1G4) [Biotin]

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/NB600-442

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

www.novusbio.com/publications
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