
 

 
APPLICATION LEGEND:  WB Western Blotting  IP Immunoprecipitation  IC Immunocytochemistry  IF Immunofluorescence   
IH Immunohistochemistry (Tissue) 
SPECIES LEGEND:  B Bovine  Ca Canine (Dog)  H Human  M Mouse  Po Porcine (Pig)  R Rat  Rb Rabbit  Sh Sheep 
Please visit www.millipore.com for additional product information, test data and references. 
Submit your published journal article, and earn credit toward future Millipore purchases. Visit www.millipore.com/publicationrewards to learn more! 
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Background 

CNPase (2’, 3’-cyclic nucleotide 3’-
phosphodiesterase [or -phosphohydrolase], 
EC 3.1.4.37) is present in very high levels in 
brain and peripheral nerve. This enzyme is 
found almost exclusively in oligo-dendrocytes 
and Schwann cells, the cells that form myelin 
in the central and peripheral nervous system, 
respectively.  
     Immunohistochemical localization of 
CNPase has shown the enzyme to be 
restricted to oligodendrocytes and Schwann 
cells. The enzyme appears to be distributed in 
single and double loose wraps of myelin and 
not in compact myelin as earlier thought by 
most investigators. CNPase is located on the 
inner and outer loops of myelin, paranodally 
and near the inner surface of the 
oligodendrocyte membrane. In plaque regions 
of multiple sclerosis patients, the enzyme is 
reduced, and when CNS myelin is decreased, 
CNPase is one of the earlier proteins to be lost 
from the myelin. In addition, an enzyme that is 
probably identical to brain CNPase is located 
in the outer rod segments within the visual 
system, and this protein is also recognized by 
the monoclonal antibody 11-5B. In mixed 
human gliomas, the enzyme levels are 
reduced, although about 5% of the 
oligodendrocytes occasionally show normal 
positive staining. 

Presentation 

Purified mouse monoclonal IgG1 liquid in  
buffer containing 0.02M phosphate buffer, 0.25 
M NaCl with 0.1% sodium azide 

Concentration 

1 mg/mL 

 

 

 

Specificity 

CNPase, 48 and 46 kD polypeptides by SDS-
PAGE.  Differentiates clearly oligodendrocytes 
and Schwann cells from neurons, astrocytes, 
etc. 

Species Cross-reactivity 

Bovine, canine, human, mouse, porcine, rat, 
rabbit and sheep. 

Immunogen 

Purified human brain CNPase 

Molecular Weight 

48 & 46 kDa 

Method of Purification 

Protein A Purified 

Storage and Handling 

Stable for 6 months at 2-8”C in undiluted 
aliquots from date of receipt.   

Control 

Western Blot: Fresh bovine whole brain 
extract, mouse brain lysate. 

Immunohistochemistry: Rat hippocampus 
tissue, rat spinal cord tissue. 

 

Quality Control Testing 

Routinely evaluated by Western Blot  on 
Mouse Brain lysates. 

 

Western Blot Analysis:  1:1000 dilution of this 
lot detected CNPASE on 10 ug of Mouse Brain 
lysates. 

 

 

 

 

 

Anti-CNPase, clone 11-5B 
 
 
Monoclonal Antibody 

Cat. # MAB326 
Lot # LV1613743 
 
  
FOR RESEARCH USE ONLY 
NOT FOR USE IN HUMANS 

pack size: 100 µg 
Store at 2-8”C  

 

Applications Species  
Cross-Reactivity 

Antibody 
Isotype 

Epitope/ 
Region 

Host 
Species 

Molecular 
Weight Accession # 

WB, IC, IH B, Ca, H, M, Po, R, Rb, Sh IgG1 N/A M 48 & 46 kDa NM_033133.4 

Western Blot Analysis: 
Representative lot data. 
Mouse Brain lysate was 
resolved by electrophoresis, 
transferred to PVDF membrane 
and probed with anti-CNPASE 
(1:1000 dilution of this lot).  
Proteins were visualized using 
a goat anti-mouse secondary 
antibody conjugated to HRP 
and a chemiluminescence 
detection system. 
 
Arrow indicates protein 
CNPASE (~48 kDa ). 



Anti-CNPase, clone 11-5B  
Cat # MAB326 
Lot # LV1613743 

      antibodies       Multiplex products         b iotools      cell culture      enzymes      kits       proteins/peptides      siRNA/cDNA products 
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Additional Research Applications 
 

 

Immunocytochemistry: A previous lot was used on primary 
oligodendrocyte cultures. 

 

Immunohistochemistry: A previous lot was used on rat hippocampus 
tissue and rat spinal cord. 

 

Optimal working dilutions must be determined by end user. 

 

PROTOCOL  
 

Western Blotting  

1. Perform SDS-polyacrylamide gel electrophoresis (SDS-PAGE) on cell lysate and transfer the proteins to a PVDF membrane.  Wash the 

PVDF membrane twice with water. 

2. Block the blotted PVDF membrane in freshly prepared 5% BSA with 0.05% Tween®-20 for 1 hour at room temperature with constant agitation. 

3. Incubate the PVDF with the recommended dilution of Anti-CNPase, clone 11-5B diluted in freshly prepared 5% BSA for 1 hour at room 

temperature or overnight with agitation at 2-8°C. 

4. Wash the PVDF 3 times with TBST. 

5. Incubate the PVDF in the secondary reagent of choice (a goat anti-mouse IgG, (H+L) HRP conjugate, Catalog # AP308P 1:1000 dilution was 

used) in 5% milk for 1 hour with agitation at room temperature. 

6. Wash the PVDF 3-5 times with TBST. 
7. Use Spray and Glow Catalog # 17-373 to visualize results. Use as directed. 
 
Immunocytochemistry 
The procedure below was developed to localize CNPase in primary oligodendrocyte cultures.  Perform all steps at room temperature unless 
otherwise indicated.  This procedure represents suggested guidelines for the use of MAB326.  An antibody concentration of 10 � g/mL works well 
for most applications.  The antibody should be diluted in PBS containing 1% (v/v) normal animal serum and 0.1% (w/v) BSA.  Working dilutions 
of MAB326 shouId be freshly prepared on the day of use. Antibody concentrations and incubation conditions for a given experimental system 
should be determined empirically. 
 
Fix coverslip cultures 
1. Fix coverslip in cold 100% (v/v) methanol for 7 min at –20°C. 
2. Post-fix coverslip cultures in 4% (v/v) paraformaldehyde for 10 min at room temperature. 
3. Wash three times with fresh PBS, 4 min per wash. 
React coverslip cultures with MAB326 
1. Block non-specific binding by incubating coverslip cultures for 30 min in PBS containing 1% (v/v) normal animal serum and 0.1% (w/v) BSA. 
2. Gently dispense 100 � L of diluted MAB326 onto the surface of the cells. 
3. Incubate in a humid chamber for 60 min. 
4. Wash three times with PBS, 4 min per wash. 
Detection with secondary antibody 
1. Gently dispense 100 � L of FITC-conjugated goat anti-mouse IgG F(ab')2 fragment at a suitable dilution in PBS containing 1% (v/v) normal 

animal serum and 0.1% (w/v) BSA onto the surface of the cells. Peroxidase-conjugated anti-mouse IgG F(ab')2 can also be used at 1:200 
dilution.  

2. Incubate for 60 min. 
3. Wash three times with PBS, 4 min per wash.  
Other secondary antibody detection systems can be used.  For optimal results, both the primary and secondary antibody reagents should be 
titrated. 
Mount and apply coverslip 
Place a small drop of aqueous mounting medium on a glass slide.  Invert the coverslip, and carefully lower it onto the drop of mounting medium. 

 

 

Immunohistochemistry(paraffin):  
Representative image from a previous lot. 
IHC-Frozen Staining Examples: Rat Spinal Cord. 
CNPase representative staining pattern/morphology on rat spinal cord at 
1:200 dilution from a previous lot. Immunoreactivity is seen as integral 
membrane and nerve fiber staining of neurons.  
NOTE: Black arrows denote integral membrane staining of neurons. 
Blue arrows denote nerve fiber staining. Frozen section. High 
Magnification.  


