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Validation of CB1R Antibodies Using CB1R cKO Mice and Immunoblotting 
Methods 

CB1R (encoded by the Cnr1 gene) conditional knockout (cKO) mice were generated by crossing 
female Cnr1flox/flox mice with male AdvillinCre/+ mice. Cnr1flox/flox mice were produced as described previously 
(1). CB1R cKO mice were identified via genotyping, and a profound reduction in the mRNA level of CB1Rs 
in the DRG was confirmed using quantitative PCR.  

Lumbar DRG tissues were obtained from adult wild-type and CB1R cKO mice, dissected, and 
homogenized in cold radioimmunoprecipitation assay lysis buffer containing 1% protease inhibitor cocktail 
(Sigma-Aldrich). After centrifugation (13,000 g for 20 min at 4 ℃), the supernatants of the samples were 
collected. Equal amounts (30 µg) of proteins were separated by electrophoresis using a 4–12% gradient 
sodium dodecyl sulfate-polyacrylamide gel, transferred to a polyvinylidene fluoride membrane, and 
incubated in the blocking solution (5% nonfat dry milk) for 1 h. The following primary antibodies were 
used: rabbit anti-CB1R (1:600; #ACR-001, Alomone Labs, Jerusalem, Israel), rabbit anti-CB1R (1:1000; 
#10006590, Cayman Chemical, Ann Arbor, MI), rabbit anti-CB1R (1:2000; #AB_2571593, Frontier 
Institute Co., Hokkaido, Japan), and anti-glyceraldehyde 3-phosphate dehydrogenase (GAPDH) (1:2,000; 
#5174, Cell Signaling Technology, Danvers, MA). The specificity of these anti-CB1R antibodies has been 
reported previously (2-4).  
 
Results 

Figure S1 below shows representative blotting images of the protein bands detected by the three CB1R 
antibodies in DRG tissues obtained from wild-type and CB1R cKO mice. The GAPDH protein band on the 
same gel was used as a loading control, and molecular weight markers are shown on the left of the blotting 
images. The three CB1R antibodies from Alomone Labs (A), Cayman Chemical (B), and Frontier Institute 
Co. (C) detected similar protein bands in the DRG tissues obtained from wild-type and CB1R cKO mice. 
Immunoblotting was repeated for each antibody using separate DRG samples at least three times. These 
findings indicate that the three antibodies tested are not specific for CB1R proteins.  
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