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Table S1. Fold differences between ICso of each agonist between UMR-106 cells and MDA-MB-

231 cells
Compounds Fold differences between 1Csg values of UMR-106 / MDA-MB-231
pou 24h 48 h 72h Average
ACEA 1.54 1.63 1.16 1.44
GW405833 6.83 7.18 6.27 6.76

Khunluck et al. Activation of cannabinoid receptors in breast cancer cells improves osteoblast viability

in cancer-bone interaction model while reducing breast cancer cell survival and migration.



ACEA3OUM - + — +

-+ - + - + - +
ACEA 30 uM GW40583315pyM - - + +

Gw40583315pyM - - + + - - + +

ACEA30UM - + — + — + — + ACEA30LUM - + — +
GW40583315uM - — + + — — + + GW405833 15 uM  —

Caspase-3
C F
ACEA3OM - + - + - + - + ACEA30M - + - +
GW40583315yM - — + + — — + + GW40583315puM - -  + 4+
| -
B-actin [

p-actin .
Partially stripped
caspase-3 |

Supplementary Figure S1: Khunluck et al.

Figure S1. Original nitrocellulose membranes and films for western blot images showing the expression levels of
caspase-3 and p-NF-kB in MDA-MB-231 cells after treated with 30 uM ACEA, 15 uM GW405833 or combining
treatment were illustrated. The labels (e.g., molecular weight) were written before cutting the membranes. As for
caspase-3 membrane (A), it was cut by scissors at around 55 kDa. Then, the membrane that contained proteins
between ~20 and 55 kDa was hybridized with caspase-3 antibody (MW = 35 kDa). Finally, the membrane was
stripped by using stripping buffer (200 mM Glycine, 3.5 mM SDS and 1% v/v Tween-20) before being hybridized
with B-actin antibody (MW = 42 kDa) (B—C). Another membrane for caspase-3 was also cut by scissors at 55 kDa
(D). Then, the membrane with proteins between ~20 and 55 kDa was hybridized with caspase-3 antibody before
being stripped by using stripping buffer. Finally, the same membrane was hybridized with -actin antibody (E-F).
(cont.)
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Figure S1. (cont.) The membrane was used for phosphorylated NF-kB antibody (MW = 65 kDa) hybridization (G).
Then, the membrane was stripped by stripping buffer before re-probing with p-actin antibody (H-I). In (J), the
membrane was cut at 55 kDa, and the membrane containing proteins between 55 kDa and ~130 kDa was used for
phosphorylated NF-kB antibody hybridization (K). The B-actin blot in (F) was also used as an internal control for
this experiment. In (L), the membrane was cut at upper than 70 kDa and lower than 35 kDa. The membrane
containing proteins between ~35 kDa and ~70 kDa was used for hybridization with B-actin antibody and then
stripped before hybridizing with phosphorylated NF-kB antibody (M—N).



