Anaplastic lymphoma kinase regulates internalization of the dopamine D2 receptor
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Supplemental Data
Supplemental Fig. 1

Fig. S1. Quinpirole-induced internalization of D2R-FLAG is reduced by pretreatment with the
ALK inhibitor alectinib. A biotin protection assay (BPA) was performed on HEK cells
expressing FLAG-tagged D2R. Cells were treated with alectinib prior to cell-surface labeling
with disulfide-cleavable biotin for 30 min followed by quinpirole for 1 h. (A) Representative
blots. Top blot: representative streptavidin blot of internalized biotinylated D2R-FLAG. Bottom
blot: representative western blot (WB) of total cell lysates probed with an antibody to b-actin.
Labels on blots: total, biotinylated cell surface D2R-FLAG prior to incubation with quinpirole
(positive control); strip, biotinylated D2R-FLAG prior to incubation with quinpirole and after
stripping biotin from cell surface (negative control); NT, no treatment; alec, 200 nM alectinib
treatment; quinpirole, 10 µM quinpirole treatment. (B) Quantified density of biotinylated D2RFLAG relative to b-actin from three independent experiments. Quinpirole induced a mean
increase in density of 5.8-fold; treatment with quinpirole+alec reduced density by 45% (3.2-fold
increase compared with NT). Post-hoc Tukey’s multiple comparisons test: ****P<0.0001 when
comparing quinpirole treated to NT and alec; **P<0.01 when comparing quinpirole+alec vs.
quinpirole and alec; #P<0.05 when comparing quinpirole+alec vs. NT. Graph shows mean ± SD.
Supplemental Fig. 2
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Fig. S2. D2R and ALK co-IP in IMR-32 cells. Cells were either not treated or treated with 10
µM dopamine (DA) for 15 min. Cell lysates were IP with anti-D2R antibody or were incubated
with protein A/G agarose beads without antibody. Protein was then analyzed by western blotting
with an antibody to ALK or D2R. Bottom two gels show western blots of total cell lysates with
antibodies to ALK and b-actin.
Supplemental Fig. 3

Fig. S3. Quinpirole increases phosphorylation of ALK 140 in IMR-32 cells. Cells were not
treated or treated with 10 µM quinpirole (quin) for 5 or 15 min ± pretreatment with 200 nM
alectinib (alec). Lysates were subjected to western blot and probed with antibodies to
phosphorylated ALK (pALK) or total ALK. (A) Representative western blots. (B) Quantified
density of ALK bands on blots from three independent experiments expressed as relative levels
of pALK/ALK for the ALK 220 and ALK 140 isoforms. Post-hoc Tukey’s test: ****P<0.0001
when comparing 5 min to NT; **P<0.01 when comparing 15 min treatment to NT; #P<0.0001
when comparing pALK 140 in alec-treated vs. non-alec-treated.
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Supplemental Fig. 4

Fig. S4. Dopamine increases phosphorylation of PKCb1 and PKCq in HEK cells expressing
D2R-FLAG. Cells were untreated (NT) or treated with 10 µM dopamine (DA) for 5, 15, or 30
min ± pretreatment with 200 nM alectinib (alec). Lysates were subjected to western blots and
probed with antibodies to phosphorylated PKCb1 (pPKCb1), phosphorylated PKCq (pPKCq),
phosphorylated PKCa (pPKCa), total PKCb1, total PKCq, or total PKCa. (A) Representative
western blots. (B) Quantified density of PKCb1 bands on blots from three independent
experiments expressed as pPKCb1/PKCb1 relative to NT. (C) Quantified density of PKCq bands
on blots from three independent experiments expressed as pPKCq/PKCq relative to NT. Note
that pPKCb1 and pPKCq, but not pPKCa, increased in response to DA. Alectinib blocked the
DA-induced increase in pPKCq, but not pPKCb1. Data were analyzed by two-way ANOVA for
variables of time and alectinib treatment. **P<0.01 when compared to NT. #P<0.01 when
compared to alectinib treatment within each time point.
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