
 

APPLICATION LEGEND:  WB Western Blotting  IP Immunoprecipitation  IC Immunocytochemistry  IF Immunofluorescence   
IH Immunohistochemistry (Tissue)  IH(P) Immunohistochemistry (Paraffin) 
SPECIES LEGEND:  H Human  M Mouse  R Rat  Rb Rabbit  WR Most Common Vertebrates 
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Background 

Nitrotyrosine has been identified as an 
indicator of cell damage and inflammation, as 
well as of the production of NO. It is believed 
that measuring the concentration of 
nitrotyrosine will serve as a marker for damage 
caused by NO in the cell. Previous studies 
have shown that nitrotyrosine has been found 
in inflammatory conditions such as 
atherosclerotic plaques and rheumatoid 
arthritis, among others. 

Presentation 

Purified Rabbit IgG in buffer containing 0.02 M 
phosphate buffer, pH 7.6, 0.25 M NaCl, and 
0.1% sodium azide, 10 mg/mL BSA. 

Concentration 

0.7 mg/mL 

Specificity 

Proteins which are nitrated 

Immunogen 

Nitrated KLH 

Molecular Weight 

Predicted MW for nitrated-BSA: 85 kDa. 

Method of Purification 

Immunoaffinity chromatography 

Storage and Handling 

Stable for 1 year at -20°C from date of receipt. 

Handling Recommendations: Upon receipt, 
and prior to removing the cap, centrifuge the 
vial and gently mix the solution. Aliquot into 
microcentrifuge tubes and store at -20°C. 

Avoid repeated freeze/thaw cycles, which may 
damage IgG and affect product performance.  

Note: Variability in freezer temperatures below 
-20°C may cause glycerol-containing solutions 
to become frozen during storage. 

 

Control 

Immunohistochemistry: Human Alzheimer 
disease brain sections (Methacarn fixed), 
mouse liver; Immunoblotting: Nitrated-BSA; 
Indirect ELISA: Nitrated-BSA; Indirect 
immunofluorescence: A549 cells metabolically 
labeled with 3-nitrotyrosine  

Included Positive Antigen Control: Cat. # 12-
302, EGF-stimulated A431 cell lysate is 
provided as a free positive antigen control for 
western blotting. Aliquot as desired, refreeze 
immediately, and store at �20”C. The lysate is 
stable for 6 months at �20”C.  Before use, add 
2.5 mL of 2-mercaptoethanol per 100 mL of 
lysate and boil for 5 minutes to reduce the 
preparation. Load 20 mg of reduced lysate per 
lane for western blot analysis. 

 

Quality Control Testing 

Western Blot Analysis: 0.5-2 �g/mL of this lot 
detected nitrotyrosine immunoblotting controls 
(Catalog # 12-354) at 16 kDa, 66 kDa and 215 
kDa. Occasionally an approximate 32 kDa 
band will be seen representing a dimer of the 
16 kDa protein. 

 

 

 

 

 

 

 

 

 

 

 

 

Anti-Nitrotyrosine 
 
 
Polyclonal Antibody 

Cat. # 06-284 
Lot # DAM1514077 
 
  
FOR RESEARCH USE ONLY 
NOT FOR USE IN HUMANS 

 
pack size: 100 µg 

Store at -20”C   
 

 

Applications Species  
Cross-Reactivity 

Antibody 
Isotype 

Epitope/ 
Region 

Host 
Species 

Molecular 
Weight Accession # 

WB, IH, IC, IH (P) ALL IgG N/A Rb Varies N/A 

 

Western Blot Analysis 
Nitrotyrosine immunoblotting controls 
were resolved by electrophoresis, 
transferred to nitrocellulose and 
probed with anti-Nitrotyrosine (2 
�g/mL). Proteins were visualized 
using a goat anti-rabbit secondary 
antibody conjugated to HRP and a 
chemiluminescence detection 
system.  
 
Arrow indicates nitrotyrosine 
molecular weight standards. 

Additional Research Applications 
Immunocytochemistry: 5-10 �g/mL of a 
previous lot detected nitrated proteins from 
human A431 cells pretreated 5 minutes with 
5-10 mM peroxynitrite (Catalog # 20-107). 

 

 

 

 

 

 



Anti-Nitrotyrosine 
Cat # 06-284 
Lot # DAM1514077 
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Additional Research Applications  

Immunohistochemistry: 5 � g/mL of a 
previous lot detected nitrated proteins in 
formalin-fixed, paraffin embedded lateral 
ischemic rat brain tissue. 

This antibody has been reported to detect 
nitrotyrosine containing proteins in acutely 
injured human lung tissue.1-5 

 

  
 
IH: These are two consecutive sections of a human lung with 
obliterative bronchiolitis, a pathology that occurs after lung 
transplantation. The two images have been digitally merged to 
provide this striking contrast. The immunostaining has been done 
with anti-nitrotyrosine polyclonal antibody (06-284). The control 
section (left) has been pre-incubated with a nitrated blocking 
peptide prior to the incubation with the primary antibody. It is a 
peroxidase-based technique with DAB. Image courtesy of Dr. Joe 
Beckman. 

PROTOCOL  
Western Blot 
1. Perform SDS-polyacrylamide gel electrophoresis (SDS-PAGE) on a 1:1 dilution of Laemmli reducing sample buffer and nitrosylated tyrosine 

molecular western blot controls, or a peroxynitrite treated cell lysate, and transfer the proteins to nitrocellulose. Wash the blotted 
nitrocellulose twice with water. 

2. Wash the nitrocellulose in PBS-0.05% Tween®-20 (PBS-T) for 10 minutes. 
3. Wash the nitrocellulose with water twice. 
4. Block the blotted nitrocellulose in freshly prepared PBS containing 3% nonfat dry milk (Catalog # 20-200), (PBS-MLK) for 30-60 minutes at 

room temperature with constant agitation. 
5. Wash the nitrocellulose with water twice. 
6. Incubate the nitrocellulose with 0.5-2 � g/mL of anti-Nitrotyrosine diluted in freshly prepared PBS-MLK overnight with agitation at 4°C. 
7. Wash the nitrocellulose with water five times. 
8. Incubate the nitrocellulose in the secondary reagent of choice (a goat anti-rabbit HRP conjugated IgG, Catalog # 12-348, 1:5000 dilution was 

used) in PBS-MLK for 1.5 hours at room temperature with agitation. 
9. Wash the nitrocellulose with water five times. 
10. Wash the nitrocellulose in PBS-T for 5 minutes. 
11. Wash the nitrocellulose with water five times. 
12. Use detection method of choice: enhanced chemiluminescence is recommended. 
Immunocytochemistry 
1. Plate approximately 200 � L of cell suspension. 
2. Incubate 24 hours in a 37°C CO 2 incubator. 
3. Wash the cells three times for 5 minutes with PBS. Do not shake cells. 
4. Fix the cells with ethanol:acetic acid [95:5] for 1 minute. 
5. Wash the cells with PBS, twice, for 5 minutes. Do not shake. 
6. Add 200 � L of 5-10 mM peroxynitrite to the positive control wells for 5 minutes. 
7. Wash the cells with PBS, twice, for 15 minutes. Do not shake. 
8. Cover cells with 400 � L of 1% BSA in PBS and incubate for 30 minutes at room temperature. 
9. Wash the cells with PBS, twice, for 15 minutes. Do not shake. 
10. Incubate the cells with 5-10 � g/mL anti-Nitrotyrosine in 1% BSA in PBS for 2 hours at room temperature or overnight at 4°C. 
11. Wash the cells with PBS, twice, for 5 minutes. Do not shake. 
12. Incubate the cells in the dark with a 1:200 dilution of goat anti-rabbit IgG fluorescein conjugated secondary antibody in PBS for 1.5 hours at 

room temperature, in the dark. 
13. Wash the cells three times with PBS, three times, for 5 minutes in the dark. Do not shake. 
14. Mount and examine the cells under a fluorescent microscope. 
Immunohistochemistry 
A. Deparaffinize section and rehydrate as follows: Three times for 5 minutes in xylene; two times for 5 minutes in 100% ethanol; two times for 5 

minutes in 95% ethanol; and once for 5 minutes in 80% ethanol. 
 
B. High temperature antigen retrieval 

1. Place sections in a Coplin jar with dilute antigen retrieval solution of choice (10 mM citrate, pH 6). 
2. Place Coplin jar containing slides in vessel filled with water and microwave on high for 2 - 3 minutes (700 watt           oven). 
3. Check level of retrieval solution, allow to cool for 2 - 3 minutes and repeat steps 2 and 3, four times (depending on tissue).  
4. Remove Coplin jar containing sections and allow to cool for 20 minutes at room temperature. 
5. Rinse sections in deionized water, two times for 5 minutes.  
6. Place slides in endogenous oxidation blocking solution (PBS + 2% hydrogen peroxide).  
7. Rinse slides once for 5 minutes in PBS. 

 
 

 


