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Supplementary methods 

Measurement of brain endocannabinoid levels 

On the day of processing, tissues were weighed and homogenized with 1.4 ml of 

chloroform/methanol (2:1 v/v containing 0.0348 g of phenylmethylsulfonyl fluoride/ml) after the 

addition of internal standards to each sample (8 pmol of AEA-d8, 1 nmol of 2-AG-d8, 3.3 nmol 

and 1 nmol AA-d8, Cayman Chemical). Homogenates were then mixed with 0.3 ml of 0.73% w/v 

NaCl, vortexed, and then centrifuged for 10 min at 3220 × g (4 0C). The aqueous phase plus debris 

were collected and extracted two more times with 0.8 ml of chloroform. The organic phases from 

the three extractions were pooled and the organic solvents were evaporated under nitrogen gas. 

Dried samples were reconstituted with 0.1 ml of chloroform and mixed with 1 ml of ice-cold 

acetone. The mixtures were then centrifuged for 5 min at 1811 × g and 4 0C to precipitate the 

proteins. The upper layer of each sample was collected and evaporated under nitrogen. Dried 

samples were reconstituted with 0.1 ml of methanol and placed in autosample vials for analysis. 

Liquid chromatography-tandem mass spectrometry with an electrospray ionization source 

was used to identify and quantify the endocannabinoids and AA. The chromatographic separation 

was performed using a Discovery HS C18, 2.1 × 15 cm, 3 μm (Supelco, Bellefonte, PA). The 

mobile phase consisted of water/methanol (10:90) with 0.1% ammonium acetate and 0.1% formic 

acid. The following ions were monitored in a multiple-reaction-monitoring positive mode: (348 > 

62) and (348 > 91) for AEA; (356 > 62) for AEA-d8; (379 > 287) and (379 > 269) for 2-AG; (387 

> 96) for 2AG-d8; ( 300 > 62) and in negative mode: (303 > 259) and (303 > 59) for AA and (311 

> 267) for AA-d8. A calibration curve was constructed for each assay based on linear regression 

with use of the peak area ratios of the calibrators. The extracted standard curves ranged from 0.039 

to 40 pmol for AEA and from 0.0625 to 64 nmol for 2-AG, and from 1 nmol to 32 nmol for AA.  
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Supplementary Results 

 

Supplemental Figure 1. Pharmacological inhibition of ABHD6 in DAGL-α (-/-) mice with LPS-

induced mechanical and cold allodynia. (A) The ABHD6 inhibitor DO53 did not produce 

reversal of mechanical allodynia in either DAGL-α (+/+) or (-/-) mice. (B) DO53 did not produce 

reversal of cold allodynia in either DAGL-α (+/+) or (-/-) mice. N = 6 mice/group. Data reflect 

mean ± SEM, **** p < 0.0001 vs. respective genotype control paw. 

 

 


