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Detailed Materials and Methods of the Western Blot
Analysis
Frozen flap samples were initially defrosted and homoge-
nized in lysis buffer (500 µL Tris-HCL, pH¼8; 0.003 g EDTA;
0.08-g NaCl; 0.025-g sodium deoxycholate; 0.01-g SDS;
protease inhibitor cocktail [one tablet]; 10-µL Triton [NP40
1%]). Then, homogenized tissues were centrifuged with an
RPMof 12,000 g for 10minutes by an Eppendorph Centrifuge
5415 R (Hamburg, Germany) at a temperature of 4°C. Subse-
quently, the supernatants containing protein were removed
and stored at –20°C in an industrial freezer. Flap samples
were prepared in a sample buffer (0.6mL Tris; pH¼6.8; 2.5-
mg glycerol; 0.5-mg β-mercaptoethanol; 0.01-g bromophe-
nol blue; 0.2-g SDS), and electrophoresis was conducted on
SDS-PAGE gels. After the electrophoresis, protein bands were
transferred to polyvinylidene fluoride (PVDF) membranes,
and blocking was initiated using a blocking solution (2%
nonfat dried milk in TBS-T buffer) lasting 1 hour and
15minutes at room temperature. Following the blocking

procedure, sections were incubated for 16 to 18hours with
primary antibodies, including CNR2 rabbit polyclonal anti-
body (dilution 1:600; catalog number: E-AB-65381; Elabs-
cience Biotechnology Inc., TX), GAPDH (6C5) mouse
monoclonal antibody (dilution 1:100; catalog number: sc-
32233; Santa Cruz Biotechnology, Inc, TX). After washing
with TBS-T buffer (20mL Tris-HCL; 8-g NaCl; 1-mL Tween 20
10% v/v; 100-mL distilled water) for three times, 15minutes
each, secondary antibodies were added, including mouse m-
IgGκ BP-HRP antibody (dilution 1:1000; sc-516102; Santa
Cruz Biotechnology, Inc, TX) and mouse antirabbit IgG-HRP
antibody (1:1000 dilution; sc-2357; Santa Cruz Biotechnolo-
gy, Inc, TX), at 21�2°C, then rinsed with TBS-T buffer three
times (15minutes each). Protein bands were ultimately
identified by the Chemiluminescent Western Blotting tech-
nique using photography films on a SuperSignal Molecular
Weight Protein Ladder (catalog number 84758, Thermo
Fisher Scientific Inc., IL). The expression levels of CB2 recep-
torswere then normalized toGAPDH expression level in each
tissue as the loading control and reported as folds of the
GAPDH.
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